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Live-SR Super Resolution/TIRF Standard Operation Protocol
Basic Operation

Turn on System

Please sign on the log sheet before switching on system.

e Switch on main power control on the wall D, leave 10 seconds before next step
e Switch on main power control on the wall @), leave 10 seconds before next step
Switch on main power control on the wall ), leave 1mins before next step
Turn on computer power (4),

Click to log into USER account at the startup screen. The password is below the PC screen. leave 1mins
after Windows startup.
Start the MetaMorph software

MetaMorph




Image and Flow Cytometry Core
Centre for PanorOmic Sciences, HKU Version 1.1 2023

Set the Temperature and CO2 Control for Live Cell Imaging

(Only applicable for live cell imaging, please skip this step if it is not needed):

e Switch on the Power of Tokail Hit incubation system controller. Temperature can be altered via pressing
the green button of each heating parts on the touch screen.

e Make sure the CO> sliding button is turned -

e Key in the temperature of interest, then press Enter. (Please do change temperature back to default setting
as shown blow if any modification is made)

Power

default setting

HOME
TOP HEATER |STAGE HEATER

Pv 455 | =7 38.0 \
sv 455 ® | sv 380 Key/in the

.ﬁw LENS HEATER =) temperature of
pv 40.5 | pv\ 37.0 2 X : N
sV 40.5 sv 37.0 ‘ interest

SAMPLE TEMP | CO2
v **A | v 0.0
sv 37.0 ! sv 5.0

FeedBack | CO2 Power

Tokai Hit incubation CO, sliding button
system controller
e Turn on CO; tank by turning the main switch anticlockwise.

e Turn on CO; regulator by turning regulator clockwise to set output pressure at 100kPa, till the indicator
points to red line which represent 100 kPa.

e Put on objective heater on objective if oil objective is used.
e Metal ball floats is an indication of the presence of gas supply.
e Add MilliQ water into the water chamber and covered if overnight(s) acquisition is required.

Enter

Make sure the metal
ball is floating

Main switch 100KPa

Regulator

COz indicator



Image and Flow Cytometry Core
Centre for PanorOmic Sciences, HKU Version 1.1 2023

Sample Locating and Focusing

e Select objective @ e
— select 100 X TIRF or 60 X TIRF for TIRF imaging
— select 100 X ablation or 20 X ablation for ablation @ 60x TIRF
— select 100X CSU for super-resolution imaging
« Apply a drop of immersion oil if oil objective is used Eﬂ 10 S
¢ Place your sample, make sure the coverslip of the slide is facing down tﬁ 100¢ TIRF
e To view Brightfield under the eyepiece, click Eyepiece >select Trans or DIC -
select Current Shutter - push the Bright Field knob up/down to tﬂ 100x Ablation
increase/decrease the light brightness.

G ) i i
e Bright Field

a Camera ®
N g y .
~x Q], DIC | —_\ ‘ N\
[ﬂ Eyepiece ] 3 Y x
C t Shutt ' —
@ urren er Momh

- - ~Bright Field knob

e To view Fluorescence under the eyepiece, click Eyepiece ->select WF LED Tri - select Current Shutter
—>to adjust intensity, choose XCite 6%, XCite 12%, XCite 25%, XCite 50%, XCite 75% or XCite 100%.
Or click XCite%, input number into the space and click OK.,

n XCite Intesnity % X
Camera CEEXE |
#Cite Intensity:
Y 2o @ —
epiece Current Shutter
gy P =
. XCite 6% . XCite 12% . XCite 25% . XCite 50% XCite 75% XCite100%

e Press the right arrow of the button 4 times to find X: Y: and Z:
position panel.
e Move the Stage Controller to adjust XY position (XY speed can be

adjusted'by XYE button: )
e Focus the sample with the focusing knob - Clockwise_Down; Anti-

s
M
A==

clockwise_Up ( Focusing speed can be adjusted by ZE button:

s
gri:m)
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Image Acquisition

Live SR(Super-resolution) Imaging
o Select 100xCSU objective. Apply one drop of immersion oil on the objective.

e Click MDA on the task bar

e Go to Main>check Load State
e Click Select All>check Load > choose CSU.MDS from Desktop>NDSTATE folder> check Open

¥1 MetaMorph

File Edit Regions Stack Acquire Devices Display Process Log |

QD

lium: | TIRF mCheny

Mag: | 100x TIRF

| 14

FHHESEX QeHnE 5

m Modular @- LiveSR

8 s

J! Review MDA

[0 Multi Dimensional Acquisition

Saving [] Timelapse
Wavelengths [ Muttiple Stage Positions

W1: TIRF mCher  [] Muttiple Wavelengths
W2 TIRFGFP [ ]Z Series
W3 Trans [ Stream

Display [ Run Joumals

Summay (A e Dul Z Motors

Load MDA State

[ Camera Regions and image Postions

[ Main- Series 10 be perfomed

[ Main: File name and diectory

[ Time Lagse: Tmelapse

] Stage: Sage Postions

[l Wavelenghs: Bumination and Algnmere
(Al Wavelengths: Eposures and Collecton
] Wavelangths: 7 Seies / Audo Focus.
A Bt Bumniaion Cmfiurat

Z Sedtes:

(OF]

] Sream: Dimensions to seeam

O Nething
(©) e Size and ¥, Set Top and Bottom by curent

e Select CSU cube.

File name: l'MDS

¢ [l ¥ Load Multi Dimensicnal Acquisition State
4 [ » ThisPC » Desktop » MOSTATE v O O Search NDSTATE

Organize « New folder - ™ @

3 This PC *  Name - Date modified Frpe Size
B 30 Objects ] csumps MDS File 15 KB
B Desk Sefeult TAD A TADS MDS File 15K8
B Documents [7] thets scanMD5 MDS File 15KE
- [ TIREMDS MDS File 15K8

& Downloads

~| [=mps v|

e Click Live SR and turn it on.

|‘ Open ‘Icmcs'

¥l MetaMorph = LivesR-3D
File Edit Regions Stack Acquire Devices Display Process Log | Hain
v'@ Mag: | 100« TIRF v|] f‘ w (PO

llum: | TIRF mCheny

FHBEX O @D
E!Mudulal-@ LiveSR ‘gmm

- — N g

J! Review MDA

=

X i LiveSR-3D X
Main
OFF N GATACA
O | S
Snap Live
= O
Process Batch Process
Setup MDA

Version 1.1 2023
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e Click Saving = Select Directory (all data should be saved in D drive/USER under your name)
— Type in the base name of your file (experiment or date or etc.) in
— Do not use digits at the end of the base name, a digit will be added by the system according to the
acquisition sequence.

— Another suffix will be added for record time series image (t1, t2....) or multi-Stage-position image (s1,
s2....).

vl

Main

Wavelengths

Description: “Images automatically saved with base file®

W1: CSU DAPI
W2; CSU GFP r
_— Select D1rectnr'_.' i DlUser Data
W3: C5U mChe . Increment base name if file exists
Wik Trans Base Mame: \e:-:penment'lE
Disolav

71 Multi Dimensienal Acquisition

o If multiple fluorescence channels are required,

Main =
— Check the box of “Multiple wavelengths” in the main ~ —g 7= mberef Wavelengte ¢ G
menu m [[] Mllow separate hardware AF offsets for each wavelength
_ Cl |Ck Wavelengths W1 CoU DAPI [] Mllow separate binning for sach wavelength
e Key inthe of channels in “Number of Wa2: CSU GFP
Wave'engths W3: CSU mChe
e Select the proper wavelength to set the required W8 Trens
“Illumination” from the illumination dropdown list.
—  Select “CSU DAPI” for Blue emission (e.g. BEP) channel R
—  Select “CSU GFP” for Green emission(e.g.. GFP) channel s
—  Select “CSU mCherry” for Red-emission (e.g. mCherry) channel = 2“‘ hidtil ot
—  Select “CSU Cy5” for Farred emission (e.e. Cy5) channel. Wavelengths CoU D
W1: TIRF mCh(:_ Digttizer: CSU GFP
W2TREGFP oo e wChaey
W3: TIRF DAPI oy
Display Ao Bpose: |Lomers -
Summary Laser DAPI
————————  Auto Focus: Laser GFP
Laser mCheny
Alianment Croppid TIRF Cy5 Br

= Lascr power adjustment panc
e Preview the image on screen by clicking Live _"'I or snap to review the

intermedium image (image before processing) . om0
o Adjust below parameter for each channel
— Laserpower (Clickj| button on Modular to open laser power l
adjustment panel) S 11
—.Exposure time in 72 -
Main ?
_ llumination:  |CSU DAPI v y
Saving
Wavelengths Gain: FEn L) ¥ ﬁ T
B ‘W1: CSU DAPI Digitizer: 100 MHz (16-bit) w
W2: CSU GFP i 150 & — x
W3: CSU mChe

e Two methods as below to acquire SR image
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Method 1

— Set up 2.5times higher laser power or elongate exposure time to 2.5 times = LivesR-30 X
compare to intermedium image. Hin

— Click Acquire on MDA to get image. oL é‘"’m‘

Y | SYSTEMS

— Open ND file in Review MDA J! e Mm‘ - -

— Select intermedium images (which has no SR at the end of file name) and .
click Process to get the SR images. q

Method 2

— Click live to review intermedium image for each channel. |‘$ D

— Set up 2.5times higher laser power if the

— If the sample is easy to be bleached, elongate exposure time to 2.5 times.

— Click Setup MDA.
— Click Snap to take a processed Live SR i

— Click Acquire on MDA. Both
to your selected directory.

TIRF Imaging

Process Batch Process

sample is not easy to be bleached.

mage for current channel.
intermedium image and SR'image will be acquired and save

o Select 100xTIRF objective. Apply one drop of immersion oil .on the objective.

e Click MDA (Multi Dimensional Acquisition)
e Go to Main>check Load State
e Click Select All>check Load to choose TIRF.

¥l MetaMorph
File Edit Regions Stack Acquire Devices Display Process Log |
thum: | TIRF mChery u'@ Mag: | 100 TIRF ~| fq

FEHHBSX Q@HT D,
lmModularLiﬂSR é‘]gmm J!Re\n'ewMDA-

on the task-bar

MDS from Desktop>NDSTATE folder> check Open

m Multi Dimensional Acquisition EE@
Saving [ Timelapse Summary...
Wavelengths [ Muttiple Stage Positions

W1: TIRF mChel  [] Muttiple Wavelengths Save State...
PETRESP  DIZSeies [ Lood State_|

W3: Trans [ Stream

g Display [1Run Joumals

5
SUMMAY [ Use Dual Z Motors

ECamesa Regions and Image Pastions A [+ ThisPC > Desktop » NDSTATE v B D Search MDSTATE

[ Main: Series 1o ba pedomed

[ Main: File mame and dirsctory Organize ~  New folder E- o @

[ Time Lapse: Timelagse I This PC harne - Date modified Type Size

[ Stage: Sage Posticns 28 30 Objects [ csu.mos MO File 15%8

A Wavslongiie: Rcsmination and Algrmeni B Deskop [7] defsuit MDA MDS MDS File 15 K8

A Wavslengihs: Exosures and Collecion B Documents | | thets scan MDS MO File 15KB

[FlWavelengthe: 7 Seses / futes Focus lr P MD5 File 15 KB
mioads

[ Mumination: Bumination Configuration PR

é::m File name: I'MDS v| *MD3 b

= = o~

() Step Size and &, Sef Top and Botfom by cument -

[i] Srmam: Dimensions ta stream

[ Sream: Exposure

=] Serwam: Bumination

[ Serwam: Storage and Camera Mode

[ doumals
C=E s

Cancel
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B Multi Dimensional Acquisition

e If multiple fluorescence channels are required,

Check the box of “Multiple wavelengths” in the main menu
Click Wavelengths

Key in the of channels in “Number of Wavelengths”
e Select the proper wavelength to set the required “Illumination” fromn

Select “TIRF DAPI” for Blue emission (e.g. BFP) channel
Select “TIRF GFP” for Green emission (e.g. GFP) channel
Select “TIRF mCherry” for Red emission (e.g. mCherry) channel
Select “TIRF Cy5” for Farred emission (e.e. Cy5) channel.

e Click Saving = Select Directory (all data should be saved in D
drive/USER under your name)

Type in the base name of your file (experiment or date or etc.)

in

acquisition sequence.

Main

Saving

Timelapse

W1: TIRF GFP

Number of
O Alow s

W2: TIRF mChe

W3: TIRF Cy3

W TIRF NADI

Wavelengths: 4

eparate hardware AF offsets for each wa'

Wavelengths ] Mllow separate binning for each wavelength

17 Multi Dimensional Acquisition

Main
Saving
Wavelengths
" WI:TIRF mChe
W2: TIRF GFP
W3: TIRF DAPI

Display

Summary

Humination TIRF mCheny v
Galy CSUCy5
CSU DAPI
Digtizer: CSUGFP
CSU mCheny
DIC
Exposure: IRM
IRM test
IRM test CSU
Auto Expose: Laser Cy5
Laser DAPI
Auto Focus Laser GFP
Laser mCheny
WOW!T'RFC)‘s pr

TIRF DAPI

[TIRF FRET Green/Red
TIRF GFP

TIRF GFP IRM

TIRF QuadEM mCheny
TIRF QuadEM GFP

TIRF RFP IRM

TIRF mCheny

Trans

WF Cam DAPI/FITC/TRITC
WF DAPI/FITC/TRITC

Do not use digits at the end of the base name, a digit will be added by the system according to the

Another suffix will be added for record time series image (t1, t2....) or multi-stage-position image (s1,

s2....).
# " Multi Dimensional Acquisition EI'E'@
L\-’Iain Description: “Images automatically saved with base file®
Tirmnelapse
Wavelengths
m Select Directory... D \User Data
W2: TIRF mChe - Increment base name if file exists
W3: TIRF Cy5 Base Mame: test
W4: TIRF DAPI
. . o ) =a llumination: TIRF GFP
e Preview the image on screen by clicking Live __J"' atthe TR
< 4 N . e e . . ain v
bottom of “multi-dimensional acquisition” and adjust the
focus and parameters (Exposure Time, Laser Power, Dighizer: 100 MHz (16-t) b
TIRF angle). Exposure: 100 S Ims v

o[

prc[T =] M| H| W] [rrecre -] B
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e Click double double arrow glyph icon over the “360 TIRF” on the right panel

o Adjust laser power by moving the slider bar for each laser

o Adjust TIRF angle for each laser by dragging the edge of the circle from center to edge. The actual Angle
and Penetration Depth are shown below the circle.

v

Double arrow glyph icon

[Fe
o=
—_
=
&=
o2

TIRF angle

x|
o e e Penetration Depth

8

x] oS (s405)

e Click Acquire at the bottom of MDA right to start acquisition.

FRAP
¢ If you are using TIRF with FRAP, please load TIRF configuration in MDA. Then choose

e If you are using CSU with FRAP, please load CSU configuration in MDA. Then choose FRAP cube
and CSU objective.

i MetaMorph [ Mui Dimensional Acquisition E = @
File Edit Regions Stack Acquire Devices Display Process Log | =
i
lmﬂ:|'I'lFtFrn(:l-aa|r;I | @ Mag: | 100« TIRF - f* Swing  [Timelapse ==
! Wavelengths [ Muttiple Stage Positions
[;F" n b % x ‘ @ ‘ o) % % -1 ‘ é W1: TIRF mCher  [2] Mutiple Wavelengths Save Siate.
] W2 TRFGFP [ Z Series
m Medular LiveSR ‘]g MDA J! Review MDA W3Tans  [syean
— hid — - b 1 Display [[]Run Joumals
5
S [AUss Dusl Z Motors
EZJCamera Regions and image Posticns + » ThisPC » Desktop » NDSTATE v O O Search NDSTATE
[ Main: Sediea 10 be pedfomed
[ Masin- Fie name and directory Organize = New folder = @ 20
[ Time Lagse: Timelapse I This PC A Mame - Date modified Type Size C5U Cube 20w Ablation
[ tage: Stage Postions J 30 Objects MDS File 158
[ e Rt et B Desktop ‘defzut MOA.MDS MDS File 15K8
e RIS D s I Frap cube S0 5o Tivr
[ Wavelenghs: 2 Seses / Auto Focus ‘ o ' il TIRF.MDS I MDS File 15K8 s
7] Bumination; Bumination Configuration P v @
és’:m' File nmsl'MDs o ~ Ablation Cube 100 CSU
(O Mething
() Step Size and &, Set Top and Bottom by curent

E.J CSU DAPI @) 100 TIRF

] Sream: Dimersions ta stream

EM'W DAP|

Seam: Bumination

29 e Sucage and Camera Mode I:.J @ 100x Ablation
o = CSU GFP
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Ablation (Only applicable for ablation, please skip this step if it is not needed):

e Choose 100xablation objective 4 100x Alation|
e Choose ablation cube Ablation Cube
e Turn on 355nm laser.
Please be noted that 355nm lasers are hazardous for eye/skin exposure. For safety reason,
the 355nm will go standby mode (shutter will switch off) when change to eyepiece mode.

LASER RADIATION

— Switch on laser by turning - clockwise for 90 degrees (5)

— The lights of POWER ON will flash for a few seconds.

— Press red button before acquisition. *

*Two lights of LASER ON will on continuously means 355nm laser is ON. Laser can only be switched ON‘under camera mode
and go standby under eyepiece mode. You need to press red button to start laser every time when change back to camera mode.

Press red button Laser on: Light is continuously on
before acquisition. Laser standby: Light flash

Targeted Laser Calibration
— Replace with plastic fluorescence slide.

c-1]
— Preview the focused image on screen:by clicking Live _"I at the bottom of MDA

— Select “Calibration” on the right black bar below the “TARGET”

A

( Please grab a dot and place the laser spot close onto 2 image corner. 1)
Use the ather dot to place the laser in the opposite corner.

2

360 TIRF

Laser >
Power

adjustment —r ?b i _

oad calibration [

for FRAP o J" =

-t

—

ve calibration setting

Calibration

10
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— Set exposure time to 100 ms and laser power of FRAP to 0% or 0.5% (lower than 1%).

— Click on the icon iyt to activate the targeted laser.

— Through MetaMorph live window, move the light spot in the blue grid calibration area to place the
laser spot to the top left corner by dragging the Grey Point 2. Then dragging the Grey Point 3 to
bring the laser spot to the bottom right corner.

— Click on the calibration button to begin calibration.

— When calibration is done, click on the save icon to save the calibration setting to your folder.

I “Live (86%) o|l® | = B “Live 86%) [EE=

Laser Do/IFF =P

FRAP/FLIP/Ablation Experimental Protocol

- is a tool which enables to interactively.target the laser while being in live mode.

— Click and expand the function of . =
— Click on the certain position in the' MetaMorph -

live window to activate the laser. =
— Set the certain laser power to 5% for a trail

— Select D to define the:duration length of
targeted laser.

— Select &4 to define the-replication times of
targeted laser. Each time takes 0.65 ms. If you
set replication times as 2, the total duration
shown under LIVE will be 1.30 ms.

— Set'the proper diameter of laser spot and
duration.

c-1)
— Preview the image on screen by clicking Live _'*] at the bottom of MDA and adjust the focus and
parameters (Exposure Time and Laser Power).

— Mark the region of interest (ROI) through using the region tools kOOGN\VC @@ﬂ at
the top of MetaMorph, then add one ROI by click button or add multiple ROIs by click button.

11
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— Adjust bleaching parameters.
- No. of repetitions
- Laser power (405nm/488m/ /639nm for FRAP, 355nm for ablation)
- Line Thickness (for Line only)

— The testing bleaching could be done by click laser activation button

v
A

Laser
Power
adjustment

360 TIRF

-
—
=
o
-

Y

— To setup FRAP, choose FRAP from the
dropdown list@, set up Interval (time interval
between two time points) and N Time Points
(number of time points) @forPre-sequence
and Post-sequence acquisition (maximum 2
different post-sequences are allowed) ®. The
Interval and N Time Points of 2 post-sequences
can be different.

image intensity

— Click Setup-MDA @to import the

parameters.into MDA window in metaMorph

12
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— Click on the Acquire icon on MDA to begin

acquisition.
— Tosetup FLIP, choose FLIP from the

dropdown list @), set up Interval (time interval
between two time points) and N Time Points
(number of time points) for Pre-sequence®

and Post-sequence acquisition (3), and
repetition time®@).

— Click Setup MDA @to import the

parameters into MDA window in metaMorph
— Click on the Acquire icon on MDA to begin

image intensity

0

Version 1.1 2023

T e e
5000 10000

[x]

nn
] |
- 4=

N Time Points |§ @

Interval | s v

@liwﬁ Emml

acquisition.
Timelapse
01 Multi Dimensional Acquisition (=)= |[=]
e Set up “Time interval” between each Viain
P . . Experiment Length
acquisition time point-> Set the Soving N i pots [T ]
Duration of the entire experiment or Timelapse — EE
Number of time points, either one will Stage ' .
do Wavelengths Time Intexva: [ B [ms v
W TIRF mChe e ated minimum interval: 2860.00 ms
m Interval specified is below calculated minimum
W3: TIRF DAPI
Multi Positions (i Trans
e Choose Stage
e Give a Position Label for your stage
positions; (Label name should be 71 Multi Dimensional Acquisition o]l s
ended with digit “1”. The number will Main ———
be automatically updated to.record the Saving Poston] |
subsequence position.) Timelpse  x [455 |2
e Click Start Contiguous Focusing tab Y 32 B aroma
or press PFS button on the control ——2 = 7z [ (5758 |2 [ Sop Controus Focusing
panel to start perfect focus system. werrae 2 [ommiE
e Use “Live” mode to find the position W3 TRFDap)  [1Offset Zfortraveltothis positon [0 |3
(x, y) and focus level (z) WaiTrans  egesisemly. e o
e Click “+” to.add the position (X, y, z) Display +
to the end of position list. Summary -
e To overwrite recorded position, x
change the Position Label to the same +
as existing one, highlight the one to be
overwrote and click “—". ¥ | [ Move to Positon Sort Load... Save...

e To insert a new position between two

[] Use advanced stage position/wavelength table acquisition parameters

existing positions, change a distinct Position Label, highlight the one to be inserted afterward and click “

)9,

e To delete recorded position, highlight the one to be deleted and click “X”.

e Click Acquire in the bottom to start acquisition of necessary.

13
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Perfect Focus System (PFS)

Version 1.1 2023

front panel

DIC]

e The status of the PFS is displayed on the PFS indicator on the front panel and the LCD of the joystick:

off.

PFS indicator | PFS Shown on PFS operating Details
on/off the display | status
On PFS on PFS: ON Perfect focusing is | The PFS'is maintaining the focal point.
in progress
Blinking at PFS on PFS: DIS Waiting for When the interface is detected within the allowable focusing
slow intervals interface detection | range by moving the focusing position, the PFS is
automatically turned on to start perfect focusing.
Blinking at fast | PFS off PFS: OFF Perfect focusing is | The'interface is detected within the allowable focusing range.
intervals off. Turn on the PFS to start perfect focusing.
Off PFS off PFS: OFF Perfect focusing'is | The interface is not detected within the allowable focusing

range. In this case, turning on the PFS places it in an interface
detection waiting state.

Principal of Perfect Focus System (PES)

The PFS is used to keep focus for long-term observations by using near-infrared rays.

The allowable PFS focusing range refers to the range defined for each objective (where PFS is usable).
When using an air objective, the boundary surface between cover glass and air will be detected. When using
oil immersion objectives, the PES will define the reference interface between liquid and coverslip. There
must be culture solution in the imaging chamber.

If sample cells attached to the cover glass of a glass-bottomed dish, the thickness of cover glass should be
ranged between 15010180 um, and refractive index is 1.5. The culture solution should be at least 3 mm and
1.33 refractive index.

14
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Z Series

e Click “Nikon Z” in the tool bar.

h Nikon Z

e Tick “Z Series” in main menu
e Choose Acquire wavelength set at each Z or
Acquire Z series for one wavelength at a time

Method 1: use “Range around current” mode

— Tick “ 7

— Focus the center of your object

— Setup “Step Size” for distance between each focus
plane

—  Set up “Number of Steps” for the total number of
planes

— Click Acquire

Method 2: use “Top” and “Bottom” mode

— Tick off ”

— Find any one end of your sample with-fine focus,
click “Set Top To Current”

— Find the other end of your sample with fine focus,
click “Set Bottom To Current™

—  Set up “Step Size” or “Number of Steps” for
distance between each focus plane

— Click Acquire

Main

Version 1.1 2023

A picro 7

L1 Multi Dimensional Acquisition

ive settings

Saving

Wavelengths

Cument Postion:  |?9817 % um  Increment: |05 2

Settings for acquisition series

[o] ® (]

W1: C5U GFP
s (0 Acquire wavelength set at each Z
Display (®) Acquire Z series for one wavelength at a time
Summary [ ] Keep shutter open between steps
Range 20 = Range Around Cument
Top: 2951.7 Set Top To Cument
Bottom: 2.7 Set Bottom To Cument
Number of Steps |1DT 3
Recommended Step Size: 0.2um
o Previous | | Next
e Bm:E: = Bm:E: H B H |csuGrr N7 e

YIm o |[®@g]
Main Interactive settings
Saving Curent Postion:  [29817 |3/ um Increment: [05 2
Wavelengths
W1: CSU GFP Settings for acquistion series
. order
ZSeries (O Acquire wavelength set at each Z
Display (®) Acquire Z series for one wavelength at a time
Summary ] Keep shutter open between steps
Range: 20 2 [JRange Around Current
Top: 29917 2] | setTop To Curent
Bottom: 129717 1% | Set Bottom To Cument
Step Size: 102 % || Center Around Cument
Number of Steps: [101 |2
Recommended Step Size: 0.2um
o Previous P> Next
| en:[1 ] %[ 5] (W (W] (W [1csucrp v = Close
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Review Acquired Images

Bar after Images Acquisition

Choose your folder in Select Directory and select

an image Data set (base name +suffix. nd) and

then click View

Select the acquired to be displayed.

Display a single image by clicking any single grid.

Select Stage position in the pull down menu.

To review series images, left click the header

number of the Row or Column for displaying

images of Time series or Z-series respectively.

e Then click Load Image (s)

e To export series images as movie, please refer to
MetaMorph analysis software protocol.

e To Overlay images of different channels, check the
box in'the Display tab and then
assign corresponding channel to the RGB color to
composite an overlay image.

e To stack all plans in a z-series to create a single 2D

image, choose. Maximum projection in Z Projection

tab and-check the Z Projection box.

Click Review Multi Dimensional Data in the Task

Version 1.1 2023

I Feview Mull Dimensional Daia I

/

¢ Multi Dimensional Data Set Utilities =
Select Directory... | DAcyril
Data Sets Description:
[ 1 1113k nd Multi Dimensions Experiment
1 1113k10d
[]1113.kl.2nd
(] aand
I:‘ aaa.nd \
I:‘ aaal.nd Time: 1
[ tnd
D TEST 14nd ‘Wawvelengths: Camera. n. Camera Phase
Data Log Not
[ Config Log... ] en Log
| Fun Joumal... | View... |
l Append Sets I I Copy Setis)e i
W
I Delete Setisl—"| Move Set(s)... ] l Close
Review Multi Dimensional Data . ]
SelectBase File... Di\testlINS16.ND Open Sequential
Wavelengths: l z 123|456 789 10/11/12/13/14/15/16/1718/19 20|21
1 X
v| Confocal Bl
[¥] Confocal Blue A R R [RIRR % [R5 [R [R5 R X722 % %] =
[[] Contocal Green
al 3 ”
4 X
(m] ¢
Lejie g
- 2 X
[v]
Stage Position:
al v

Time E @ [E] @ [E Timepoints: 1 3 |10 :21 s

Selections [X's] |Display| 7 Prnjal:tinn] Event marks]

(<« (o) [m] (] [>] [[cemr ]

[ Load Image(s) ] | Select Best Focus I

Selections [X's)|_Display | Z Projection | Event marks
Active Region

Red: Green: Blue: Gray:

] Color Composite <None> ¥ | |[Confocal Blu v | | ¢Mone> | % | [<None> v

Selections [X's] | Display]_Z Projection | Event marks
[ ]2 Projection

[Type: | Maximum Orientation Border Color. |0 $

(®) Horizontal Z Distance
Angle: 0[5 O Vertical O Calibrated (@) User Speciied
Planes: [ E to: E [V]All Planes zDist: 15 3
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Turn off System
Please check if the equipment will be used by other users. Please switch off system if no one books equipment
over two sessions (1h) after you.

o If you used live cell chamber and CO- controller. (Please skip this step if it is not needed)
— Take off objective heater on objective

—  Switch off temperature and CO2 controller.
—  Turn off CO2 tank by turning the main switch clockwise
— Turn off CO2 regulator by turning regulator clockwise to the end

Temperature and
CO2 controller

o If oil objective lens is USED, it must be cleaned thoroughly with'the LENS
PAPER instead of Kimwipes.
— QOil residue from the objective lens should firstly be removed.using a DRY lens

tissue.
— Repeat this step with a new area/piece of the lens cleaning tissue until no oil
Streaks are seen on the tissue.

e Switch objective to empty position in the hardware and set to “Lower Z-limit”.

o Exit MetaMorph software.

¢ Transfer data to CPOS imaging and cytometry. storage server and shut down the computer.

e Switch off laser power (5) by turning key anticlockwise for 90 degrees if you used ablation. (Please skip
this step if it is not needed)

e Switch off laser power (3), leave 10 seconds before next step.

e Switch off power (2), leave.10.seconds before next step.

e Switch off main power (1).

¢ Sign on the logbook and put on the microscope cover.
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