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Turn on system

Please sign on the log sheet before switching on system.

e Switch on main power control on the wall @, leave 10 seconds before next step
e Switch on main power control on the wall @), leave 10 seconds before next step
e Switch on main power control on the wall ), leave 1mins before next step

e Turn on computer power @,

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

MetaMorph
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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 Tokai 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
if any modification is made)

Power

HOME
TOP HEATER |STAGE HEATER

Pv 455 | rv38.0 .
sv 4558 | sv 380 Key in the

Bw LENS HEATER S0 O temperature of
Pv 40.5 | v 37.0 : 3 ‘ )

sv 405 ® | sv 37.0 - interest
SAMPLE TEMP | CO2
0 ....“ "
sv 37.0 [ sv 50

FeedBack |  €O2 Power
Enter

) <) ) (O] o on oFF P
ST mirees: =
: " e . pre SUAPLE v

Tokai Hit incubation CO, sliding butten
system controller

Turn on COz tank by turning the main switch anticlockwise.

Turn on COz regulator by turning regulator clockwise to set output pressure at 100kPa.

Put on objective heater on objective if oil objective is used.

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.

Make sure the metal
ball is floating

100KPa |

COz indicator
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Sample locating and focusing

e Select objective @ o
— select 100 X TIRF or 60 X TIRF for TIRF imaging
— select 100 X ablation or 20 X ablation for ablation @ 60x TIRF
— select 100 X CSU for super-resolution imaging 0
e Apply a drop of immersion oil if oil objective is used u 1 Y
¢ Place your sample, make sure the coverslip of the slide is facing down tﬁ 100x TIRF
e To view Brightfield under the eyepiece, click Eyepieces =2select Trans or DIC >
select Current Shutter = push the Bright Field knob up/down to tﬁ 100x Ablation
increase/decrease the light brightness.
( Trans )
a Camera o ®

[&0%0 Eyepiece ] Dl: g { ' Q

m-\&
@ Current Shutter \"“
b | MONOLE

“Bright Field knob

e To view Fluorescence under the eyepiece, click Eyepieces =>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 spacé and click OK.

XCite Intesnity % X

& come CIZEXI N e
#Cite Intensity:

= - @ S ) -

epiece
M yep Current Shutter —
. 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 Conftroller to adjust XY position (XY speed can be

adjusted by XY 2 button: )
e Focus the sample with the focusing knob = Clockwise Down; Anti-

A
M
-

clockwise Up ( Focusing speed can be adjusted by Z * button:
At
. )

e Switch on the “PFS” and adjust the focus with focus knob to lock the
focal plane of interest.
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Image Acquisition

Live SR(Super-resolution) Imaging
e 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

i MetaMorph i Multi Dimensional Acquisition E = @
File Edit Regions S5Stack Acquire Devices Display Process Log |
lium: | TIRF mCheny Q@ Mag: | 100« TIRF | f‘ Swing  [JTimelanse Summary...
! Wavelengths [ Muttiple Stage Positions
@ n b % x ‘ @ ‘ . % q = ‘ é W1: TIRF mChet [ Muttiple Wavelengths Save Siate...
] W2 TRFGFP  []Z Series

mModular LiveSR J@ MDA J! Review MDA WETrans  [gyeam
il 1 Display []Run Joumals

h— = T
Summary
Y [ Use Dual Z Motors
Load MDA Stat ™.
] Camesa Rgions and image Posiions 7+ » ThisPC » Desktop » NOSTATE v & O Search MDSTATE
[ Main: Setes 10 be pedfamed
[ Mein- File mame and drectory Organize v  New folder E- @ @
[ Time Lapss: Timelapse B This PC A Name . Fpe Size
[7] Sage: Rage Postions B 3D Objects [ csumps MDS File 1518
T VT R i A B Desia Fefault FADA DS MDS File 15 KB
[l Wavelengths: Exposures and Collsction B Documents [ thets scantans MBS File 15 KB
] Wavelangths: 7 Sesies / Audo Focus. l. Download [ TRFMDS 3082022 503 prm MO File 15K
nioads
[ Mumination: Bumination Configuration N
é}:‘“‘ File name: l'MDS il
() Nathing
() Step Size and #, Set Top and Bottom by cument

] Sream: [imensions ta steam

e Select CSU cube.
e Click Live SR and turn it on.

¥l MetaMorph 0 LiveSR-3D x # LivesR-30 x
File Edit Regions 5tack Acquire Devices Display Process Log | L= Hain
thum: | @ : f e o
| TIRF mCheny v Mag:| 100« TIRF v| » oL é?ﬁ%ﬁ?
e

5

Q @
%E"T@mxg S et S| oo
i = =

Setup MDA

®
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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 (sl,
s2....).

vl

Main

Wavelengths

Description: “Images automatically saved with base file*

W1: CSU DAPI
W2: CSU GFP
¢ DAlser Data
W3: C5U mChe Increment base name ff file exists
W4: Trans Base Name: Experiment 13
Displav

1 Multi Dimensional Acquisition
e [f multiple fluorescence channels are required, Ve

—  Check the box of “Multiple wavelengths™ in the main & — = MomberofWavdenas: 8 -
[ Mllow separate hardware AF offsets for each wavelength

men
— Chck Wavelengths W1: CSU DAPI D Allow separate binning for each wavelength
e Key in the of channels in “Number of W2: CSU GFP
Wavelengths W3: CSU mChes

o Select the proper wavelength to set the required \Wd: Trans

“IIlumination” from the illumination dropdown list:

13 2 . T
—  Select “CSU DAPI” for Blue emission«(e.g. BFP) channel %2 hufts Dirmensional Accquisition
— Select “CSU GFP” for Green emission/(e.g. GFP) channel e
—  Select “CSU mCherry” for Red emission‘(e.g. mCherry) channel Saving i M .
. . ———— Gain:
— Select “CSU Cy5” for Farred emission (e.e. Cy5) channel. Ei¥ave ength> | s
W1: TIRF mChe Digttizer: CSUGFP
Rt CSU mCheny
W2TRFGFP g DIC
W3: TIRF DAPI i
5 IRM Csu
Display Auto Expose: Lase:eé;s
Summary Laser DAPI
= Auto Focus: Laser GFP
Laser mCheny
Alignment Croppid 1'RF Cy5

Laser power adjustment pancl

¢ Preview the imageon screen by clicking Live il or snap to review
the intermedium image (image before processing)
e Adjust below parameter for each channel
= laser power (Click E button on Modular to open laser power
adjustment panel)

E 71

— key in exposure time in ¥

Main
lumination: CSU DAPI e -
Saving LR
Gain: i w
Wavelengths an Fen L)
‘W1: CSU DAPI Digitizer: 100 MHz (16-bit) w
W2: CSU GFP i 150 & —
W3: CSU mChe
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A BT

¢ Two methods as below to acquire SR image.
Method 1

—  Click Acquire B Acauie ) MDA to get intermedium image

&= LiveSR-3D x

M

. . J! Review MDA
— Open ND file in Review MDA . T oL é -
—  Select intermedium images (which has no SR at the end of file name) and T
click Process to get the SR images. - =

Method 2
oIl o

— Click live to review intermedium image for each channel.
— Set up 2.5times higher laser power or longer expose times. Process | Bath Frocess

—  Click Setup MDA. e E?

— Click Snap to take a processed Live SR image for current channel.

— Click Acquire on MDA. Both intermedium image and SR image
will be acquired and save to your selected directory. @

TIRF imaging

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

e Click MDA (Multi Dimensional Acquisition) on the task bar

e Go to Main>check Load State

e Click Select All>check Load to choose TIRF.MDS from Desktop>NDSTATE folder> check Open

w3 Multi Dimensional Acquisition E@@
2 MetaMorph
File Edit Regions Stack Acquire Devices Display Process Log | Saving  []Timelapse @
: ) @ : | P Wavelengths [ Muttiple Stage Positions
lhum: | TIRF mChemy v Mag: | 100« TIRF bl | | W1: TIRF mCher 7] Mutiple Wavelengths [Save State...|

“u (K1) W2 TIRFGFP []Z Series
Wnb%x‘@‘.%q_ﬂ| W3: Trans [] Stream i

q . é Display Run Joumal
m MModular LiveSR | ‘Jg MDA J! Review MDA —Summa ] Run Joumals
AR ; | UMMAY [ Use Dual Z Motors

[l Camers Regions and mage: Postions 1+ » ThisPC » Desktop » MOSTATE v O 0 Search MOSTATE

] Main: Series o be perfomed
[A Main: File name and dectory Organize + Mew folder
4 Time Lapse: Timatapss 5 This PC A Name Date modified Type Size

[ Stage: Sage Postions <H 30 Objects [ csu.mos MO File 15%8
A Wavelengihs: Bumination and Algrmert B Desktop [7] default MDA.MDS MDS File 15 KB
[AWavelengths: Exposures and Collection B Documents | 7 thets scanMDS MDS File 15 KB
[FlWavelengthe: 2 Seses / fute Focus * P ["] TRF.MDS MD5 File 15 KB

Tlbads
[ Mumination; Bumination Configuration PR 2

é}s::m File name: I'MDS v| *MDS w

O Nothing Cancel
) e Size 2 . St Top and Botio by cure =

[] Srmam: Dimensions ta stream
[ Stream: Exposure
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" Multi Dimensional Acquisiticn

e [f multiple fluorescence channels are required, Main _ Number of Wavelengths: |0 B
—  Check the box of “Multiple wavelengths” in the main menu :“'”lg— [ Alow separate hardware AF ofsetsfor ach wal
. Imelapse
- Clle Wavelengths [] Allow separate binning for each wavelength
— Key in the of channels in “Number of WT: TIRF GFP
Wavelengths” W2: TIRF mChel
e Select the proper wavelength to set the required “Illumination” R
. . . . W TIRF napl
from illumination dropdown list.
—  Select “TIRF DAPI” for Blue emission (e.g. BFP) channel M‘";— umination: [ TIRFmCheny Z
—  Select “TIRF GFP” for Green emission (e.g. GFP) channel — :
13 ) ol Wavelengths ggg g’/’:’P]
— Select “TIRF mCherry” for Red emission (e.g. mCherry) T WI:TIRFmChe Ditier csucep
channel W2 TREGR  ppepe;  [DC s
— Select “TIRF Cy5” for Farred emission (e.e. Cy5) channel. W3: TIRF DAPI IR test
Display Auto Expose: ::’:e:pcq;.gq“
Summary Laser DAPI
—————— Auto Focus: Laser GFP
Laser mCheny
e
TIRF FRET Green/Red
TIRF GFP
TIRF GFP IRM
TIRF QuadEM mCheny
TIRF QuadEM GFP
L
: . . : TIRF mCheny
e Click Saving - Select Directory (all data should be saved in Tems e raime
. am / /
D drive/USER under your name) WF DAPIFITC/TRITC

— 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....).
" Multi Dimensional Acquisition EI = @
,_Main Description: “Images automatically saved with base file*
Timelapse
Wavelengths
| e | Select Directory... D:\User Data
e LA Increment base name i file exists
W3:TIRFCYS  Base Mame: test
W4: TIRF DAPI
=n llumination: TIRF GFP v
¢ Preview the.image on screen by clicking Live _l"’ at the o T
bottom of “multi-dimensional acquisition” and adjust the
focus and parameters (Exposure Time, Laser Power, Dighizer: 100 MHz (16bt) b
TIRF angle). Bposure: (100 13 [ms v

@[ S| %p[= W B| | [TReGr ] BB B Acqure
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e Click double double arrow glyph icon over the “360 TIRF” on the right panel
e Adjust laser power by moving the slider bar for each laser
e 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.

Double arrow glyph icon

TIRF angle

[
| {3
©

x| R
o z Penetration Depth

8

] e (o)

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

FRAP
e Ifyou are using TIRF with FRAP, please load TIRF configuration in MDA. Then choose

e [fyou are using CSU with FRAP, please load CSU configuration in MDA. Then choose FRAP cube

and CSU objective.
i MetaMarph [0 Multi Dimensional Acquisition E = @
File Edit Regions Stack Acquire Devices Display Process Log | —
flum: | TIRF mCheny v’@ Mag: | 100 TIRF | ﬁ Saving L Timelzpse Summary...

Wavelengths [ Muttiple Stage Posttions

[;F" n % % x ‘ @ ‘ ' % Eﬂ = ‘ g Wi TIRF mCher [ Multiple Wavelengths Save State_
. ] W2 TRFGFP [ Series
mModular LiveSR ‘]E,Il MDA J! Review MDA WaTrans - [sieam

— = — T . Display [ Run Joumals

2 ] Use Dual 7 Mators
™o

(] Camera Regions and image Fosticns 4 [1» ThisPC » Desitop » NDSTATE v o O Search NDSTATE

7] Main: Series 1o be pedomed

[7] Main: File name and directory Organize = New folder =R B -] 20

3 Time Lapss: Tinelapse i PO A Mame - ate modifi Tipe Size CSU Cube G 20 Ablation

[ Stage: Stage Postions B 30 Objects MDS File 158

2 Wavelongis: Buminaion and Abgrmmect = ‘defauit MDA.MDS 1 MDS File 15K8

i et————— Soa—. O ; Vo e . FRAP Cube 60x TIRF

[ Wavelangihe: Z Seses / Auto Focus l. o IE'nRF.MDs I 3078/ m MDS File 1588 -

[ Bumination: Bumination Configuration T v 0

és:m. File mmsl'.MDs 2] Ablation Cube ] 100 CS5U

() Nething

(7 Step Size and &, Set Top and Bottom by cument

[.J CSU DAPI @, 100i TIRE
DAF
[.J A @ 100x Ablation

[] Sream: Dimensions to stream

GFP




HKU LKS Faculty of Medicine
Centre for PanorOmic Sciences
Med zsxzzasumen

Imaging and Flow Cytometry Core Version 1.2 2025

Ablation (Only applicable for ablation, please skip this step if it is not needed):

e Choose 100xablation objective u 10 Abiation

e Choose ablation cube Ablation Cube

e Turn on 355nm laser.
Please be noted that 355nm lasers are hazardous-ioi-eye/skin exposure. For safety reason,
the 355nm will go standby mode (shutter will switch off) when change to eyepiece mode.

— 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.

]
— 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”

10
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A

Please grab a dot and place the laser soot close onto 2 image corner. |
Use the ather dot to place the laser in the opposite corner.

2

360 TIRF

Laser >

Power
adjustment 3 | _
for FRAP Load:;arlflil‘)‘l;atﬁon E
t =

D Laser 0a/0ff

ve calibration{setting

Calibration

— Set exposure time to 100 ms and laser power of FRAP.t0 0% or 0.5% (lower than 1%).

— Click on the icon By ik 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.
B Live 86%) S =

q_

W “Live (86%) (s @] =

Laser Ia/0F =P

FRAP/FLIP/Ablation Experimental Protocol

=a
— Preview the image on screen by clicking Live _"l 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 ROOG NV C @‘ i 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/561nm/639nm for FRAP, 355nm for ablation)
- Line Thickness (for Line only)

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

v
A

TARGET

Laser
Power
adjustment

360 TIRF

Y

TARGET

Add multiple ROIS

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

— Click and expand the function of m
— Click on the certain position in the'MetaMorph
live window to activate the laser.

— Select n to define the duration length of
targeted laser.

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

— Set the proper diameter of laser spot and
duration.

12
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— To setup FRAP, choose FRAP from the
dropdown list@, set up Interval (time interval

between two time points) and N Time Points

s T
2000 4000 6000 8000 10000
time [ms)

[ ]

[ ]

[ ]

[ ]
G g e
TARGET ¥

(number of time points) @for Pre-sequence

and Post-sequence acquisition (maximum 2

post-sequence are allowed) @).

—  Click Setup MDA @to import the

parameters into MDA window in metaMorph

N TimePovs B2
Interval _ s v

— Click on the Acquire icon on MDA to begin
acquisition.

— Tosetup FLIP, choose FLIP from the
dropdown list D, 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
acquisition.

Timelapse

e Set up “Time interval™ between each acquisition time point—> Set the Duration of the entire experiment
or Number of time points, either one will do

P Multi Dimensional Acquisition EI = @
oo, Experiment Length
Saving Mumber of time points: |1 EI'
Timela
& Duration: 1 H ms e
Stage
Wavelengths Time: Interval: 1 2 ms e
wl Estimated minimum interval: 2860.00 ms
m Interval specified is below calculated minimum
W3: TIRF DAPI
W4: Trans

13
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Multi positions

Choose Stage

Version 1.2 2025

Give a Position Label for your stage positions; (Label name should be ended with digit “1”. The number

will be automatically updated to record the subsequence position.)

Click Start Contiguous Focusing tab or press PFS button on the control panel to start perfect focus system.
Use “Live” mode to find the position (X, y) and focus level (z)

Click “+” to add the position (X, y, z) in position list.

To overwrite recorded position, highlight the one to be overwrote and click “—". To delete recorded

position, highlight the one to be deleted and click “X”.
Click Acquire in the bottom to start acquisition of necessary.

] Multi Dimensional Acquisition

Mai Posttion Label:
Saving Postion1

Timelapse 45T
o

A
Y:
Wavelengths
—g Z 737.96
W1: TIRF mChe
Z2:

-0.0031

AF Offset:

=

-
-
-
-
-
-
-
-

W2: TIRF GFP

W3: TIRE DAPI [JOffset Z fortravel to this position |0 =
| Stage list is empty.

W Trans Posiions:
Display
Surmmary E

X,
+
¥

f.'. Maove to Position

Sort

9753 = Stop Continuous Focusing

Distance: None

Load... Save...

[] Use advanced stage posttion/wavelength table acquisition parameters

14
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Perfect Focus System (PFS)
The allowable PFS focusing range refers to the range defined for each objective (where PFS is usable).

e For glass bottom dish, focus on the sample near to the bottom surface of the sample vessel

¢ For plastic dish, focus on the sample near to the bottom surface of the sample vessel, and then move the
objective down by about 1000um.

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

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
off. range. In this case, turning on the PFS places it in an interface

detection waiting state.

15
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Z Series '
Main Interactive settings

Saving Cument Position:  |0.0021 /5 micronincrement: [0 =

e Select “ Z Series” in main menu Timelapse
Stage Settings for acquisition series
—_——————— Loop order
Method 1: use “Range around current” mode: Wavelengths e et e e et
_ Tle ¢« » W1: TIRF GFP (®) Acquire Z series for one wavelength at a time
. 3 [] Keep shutter open between steps
— Focus the center of your object ==
. . St . -
— Set up “Step Size” for distance between each focus Drealm— i 3 J3] | EARange Around Curert
plane Slsr.lay— Top: 15021 |5 Set Top To Current
N urmmary
— Set up “Number of Steps” for the total number of —————— Bottom: Set Bottom To Curent
planes Step Size: Center Around Current
Mumber of Steps: |16 =
MethOd 2: use “Top” and “BOttom” mOde, there are two Mo recommended Step Size due to unknown NA or Mag. setting
different methOdS: use Nikon Z or use PieZO Z The Z of each stage position will be the center position for each Z Seres.

— If select Nikon Z,
— Untick “Use Dual Z motors” and click “Nikon Z” in the tool bar.

& Multi Dimensional Acquisition EI =l @
Main
Saving [ Timelapse Summary...
Timelapse [ Muttiple Stage Postions I
Wavelengths Muttiple Wavelengths Save State... h Nikon Z — Piezo Z
W1: CSU GFP i
PR R Load State...
Wi CSU mChe [ Stream
Z Series ] Run Joumals
DRl [] Use Dual Z Motors Configure...
Summary
— Tick off y
— Find any one end of your sample with fine focus, Main iteracive selings
click “Set TOp To Current” Saving |Current Pasition: |D.|}DZ'| Cl |micron|ncrement: |D Cl
. . Timel
—  Find the other end of your sample with fine focus, mEERE _ o
. Stage Settings for acquisition series
click “Set BottomyTo Current” ——————  Looporder
« . 73 by, . Miaveiengths () Acquire wavelength set at each Z
— Set up Step Size” ot “Number of StepS fOI' W1: TIRF GFP (®) Acquire Z series for one wavelength at a time
distance between each focus plane Z Series [ Keep shutter open between steps
— If select Piezo Z, Stream— Range: 3 + | [[J Range Around Current
. . . Display =
— Tick “Use Dual Z motors” and click “Piezo Z.” Sy | [1.4969 3] | Set Top To Cument |
in the tool bar Battom: -1.5031 % | Set Bottom To Cument |
. . . Step Size: 0.2 +| | Center Around Cument
="“Turn off the PFS if you are using Piezo Z os= |02 Tl I

. . Number of Steps: |16 =
—__If'the thickness of sample is over 100 nm, e
please use Nikon 4 instead of PieZO V4 Mo recommended Step Size due to unknown NA or Mag. setting
. . . . The £ of each stage position will be the center position for each Z Series.
— Set the micronIncrement in the interactive

setting first.

— Adjust the Piezo Z by changing the current position in the interactive setting. After that, the current
position will be set into top and bottom.

16



HKU LKS Faculty of Medicine
Centre for PanorOmic Sciences
Med zzx=zasmmon

Imaging and Flow Cytometry Core Version 1.2 2025
Review Acquired Images [ Feview Muli Dimensional Data__ |
e Click Review Multi Dimensional Data in the Task ST R D -
Bar after Images Acquisition Dy
e Choose your folder in Select Directory and select ~ osase: Descipior:
an image Data set (base name +suffix. nd) and o R S
then click View =
e Select the acquired to be displayed. o e
e Display a single image by clicking any single grid.  [Z
L. . [] TEST1And ‘Wavelengths: Camera. n, Camera Phase
e Select Stage position in the pull down menu. i
. . . . il B
e To review series images, left click the header [ coniglos. | [QgenLes
number of the Row or Column for displaying (Crunsoumar. ) [view]
images of Time series or Z-series respectively. [ Appendsets | [ copySetis—]
° Then CliCk Load Image (S) l Delete Setis) :| Move Set(s)... ” Close
e To export series images as movie, please refer to
MetaMorph analysis software protocol.
Select Base File... DitestliNS16.ND Open Sequential
Wavelengths: 72 1123|145 6 7 8|9 1011/12/131415/16/17/18 19 20|21
1 X
gzn:acﬂ:zlue EZNXXXXXXXKKXXXXXXXXXXX
niocal areen = 3 =
4 K3
(o] s T
= 3
7 X
(]
Stage Position:
al v

Selections [x's] |Dtsplay| 2z Prnjal:tinn] Event marks]

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

e To Overlay images of different channels, check the e ] (P CEE e o [ )

box in the Display tab and then
assign corresponding channel to the RGB color to Red: Graen: Blue: Gray:

:|Cn|m Composite <None> v Confocal Blv v <MNane> v <MNone> v

composite an oyerlay image.

e To stack all plans in a z-series to create a single 2D Salochon | DR B 2 | e
image, choose Maximum projection in Z Projection

tab and check the Z Projection box. e [ ST] Orientation  BorderColor [0 |3
(® Horizontal Z Distance
Angle: 0 3 O vettcel O Celibrated @ User Specified
Planes: v to: | [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 [F 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

yitc

h Reglatm_j

o [F oil objective lens is USED, it must be cleaned thoroughly with the LENS
PAPER instead of Kimwipes.
— Oil 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.
— Switch objective to empty position in the hardware and set to “Lower Z-limit”.

¢ Exit MetaMorph software.

e 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 log book and put on the microscope cover.
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