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Image Acquisition (Standard detector)

NIS-Elements AR 3.00 (Build 434} - Driver selection

Select display driver From the lisk below.

1. Run NIS Elements.

Directory: C:¥Program Files¥MIS-Elements

[ame | ‘Wersion |
Click and select * Nikon A1 Confocal’ e TR
then press ‘OK’ A SirmlEtar =TT
2. Observation under microscope ok | concel |

Please find your sample.
Remarks: It is recommended to close the Epi shutter frequently to avoid
specimen fading.

3. Select the optical path to Al
4. Press ' Laser safety’ button for its release.
Remarks: The laser safety will be not released even though the optical path is not changed

to the A1.

5. Select the scan mode.

Select ‘Galvano’
O] | Resonant m )
Acquire
Detector s e o=
'\"Qt Live %t{nL Ch series Mone v]
E—
il CUEHEN | Alexa 488 antibody

6. Setting Optical Path

| FLELS
6-1.Press | =& | putton to open the Setting menu.

6-2.Press and select the standard detector.

6-3.Press !for auto optical path setting and select all

channels. ~ [ i
- ~ EEN [oixsee =[eerEn ~]
i I'JMjCys LH 1f _J

Alecca 458 antified | EEE

6-4. For diascopic image acquisition, put J in the
optical path.
6-5. Optical Path is automatically set after pressing OK.
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Standard Detectar a
45050

©

IstFLBlock [cue0 -]
2ndFLBlock [cz550 -
i FL Block [505/50 700775 -

7. Define the acquisition condition
7-1.Select laser and channel.
7-2. To acquire both confocal images and diascopic images, please also select TD.

7.3, Press L2 U and adjust laser

power and detector sensitivity HV while

seeing the live image.

Color Overexposured
Remarks: Adjust offset value at 0.

Remarks: Using 'Color Overexposured’(LUTs)

Auto Scale All

FErrrrnd

makes you easier adjustment. | —
Remarks : Auto Scale All (LUTs) makes images | 2t 1 ,

brighter if the images are dark. State - Lnder: 0000 % Inside: 100000 % Above: 0000 %
Remarks : Scan size 256x%256 or 128x128 for

adjusting is recommended to minimize the sample fading.

Keep Pixel Dwell makes to remain the scan speed unchanged in case of changing the
scan size while the scan speed is changed only for Ti] remarks ones.




8. Image acquisition

8-1.Adjust the scan size such 512x512.
8-2.If necessary, please use Average function. (Line Average)

8-3.Press

for image acquisition.

Scan Size
1 64
Scan Speed 1"128
1”256
512

Frame Integrate =

Count

Y: 512 Kup Picel Dweall

Frame, sec(FerI Dwell:2.2 u sec)

0deg

9. Save image

Activate the image which you will save and select ‘Save As’ in the File tub.
Remarks : Saving as JPEG2000 or TIFF format is recommended.

amera Settings

® |

Fesonant

Acquire Filter and Diye
—
< N
| — Setting

Dl

Detectar - -

Ch series ’m Emission
|DapL 425-475
O Eh2 | Alexa 488 antibody 500-550

Ch3 AIxSGB 570-620
£62-737

FPhoto Activation

OFffFset

[ H¥ Linear Correction

4‘:()::?

Offset -

=) -

Pinhole =

.>

Offset

| Laser

> 0.0 0.0

«@

Astd.

thickress of optical section @ 0.57 um

Hy
Cffset

.E_

«m@ >
« q:“ | 2

Pixel size 1 0.62 umn

Scan Direckion | I -

8' @ Scan Size

; >Y 512 ]_ Eeep Pixel Dwell

Scan Speed J1 _ij Framejsec(Pixel Dwell:Z.2 u sec)
Line skipping m

8. & = B
Counk ’—4

I

Odeg




Multi color image acquisition (Standard detector)

1. Follow the steps from 1 to 6 of image acquisition.

Remarks : The images of each channels are shown by pressing B2 ‘Split Components’

button. Repressing this button, the original image is shown.

B sample0000.jp2

2. Acquiring multi channel images
2-1.Select Line in the Ch series tub and select the scan size
2-2.1f Average is needed, please select ‘Line Average’.

2-3.Select Line in the Ch series tub and select the scan size

Gamera Settines

O] | Resohant I ||

Acquire AlzB26
I\ Al /m FITC ), m A4S/ [Uncalibrated N/A
: i
,\%C Live & u
Sekting
i
B xv

Y
2-4. Press q%c

button for image acquisition.
9. Save image

Activate the image which you will save and select ‘Save As’ in the File tub
Remarks : Saving as JPEG2000 or TIFF format is recommended.

Camera Settings

[C)] | Resonant | ” |
iter
Laser Emission

@ ch 03.70 425-475
- - (0GR | Alexa 488 antibody 488,00 S00-550
" Abeses S61.50 570-620
A )

X7 Time..,
2 XYZ Time...
Photo Activation

L 1.000
..KEED Pixel Dwell
| Framejsec(Pixel Dweli2.2 u sec

Split

Components

2x12bit 12 x 512 pizels



Z series image acquisition
1. Follow the steps from 1 to 6 of image acquisition.

- -
2. Define the range for Z series. e

lﬁ? HYZ. . . U
2-1. Press and open ‘Caputure Z—Series’ window.

2-2. Press e Defined top &bottom.

" Live

move the fine focus knob to define the position. Pressing
= ™l to define the top position.

" Live

2-3.  While pressing for scanning and seeing the image,

X Time...

== XNE Time. .

Photo Activation

2-4.  While pressing for scanning and seeing the image,

move the fine focus knob to define the position. Pressing wto define

the bottom position.
2-5. Define the step number. )
Expetiment Setup

2-6. Select Ti Z Drive Active from Z z,

Device ] Save toFile - 2. @
Path: ‘¥Docurnents and Settings¥administratar T 25 ko’ BrOWSE, ..

Filename: | test.ndz2 Record Data w

GCapture Z-Series

If necessary, select ‘Save to File’ which
enables the images to be saved

automatically. _—
552218 abs

2. @@x

L

3. Z series image acquisition

@ Select the scan size 2. ® Gen[tn = room|fs Steps

such512x512. -
Device: |TiZDrive Active )

@ Line average is also available if

Ad d =
necessary. %‘
_‘%e, . Load - | Save - | Femove w | :
® Press ﬂ to start Z

Bl sta v~ icex  2(6/12): 10.00 pm abs Q@El

series image acquisition. B> |HIEHWQQn -
X - | &8




Creating 3D constructed image
1. Creating 3D image

. o
@ Pressing “ and open z series image.

@ Pressing © Show Volume View bottom for the 3D image construction.

2. Saving a 3D constructed image with your defined angle.
@ Adjust the image angle drugging the white out line of the 3D image.
Remarks : Ctrl+ mouse left click+mouse drag for slice |ttt
cutting Ctrl+ mouse right click +mouse drag for moving the

image position.

@ Edit->Create View Snapshot for creating a single 3D
constructed image.

@ File->Save As for saving images (jpg. tiff. bmp)

3.3D Volume rendaring

@ Press 4E Create AVI bottom on the 3D image and
Create 3D Movie window is opend.

@ Select the rotation angle and degree in
‘Rotation Parameters’ tub.

X$ &€ 40 BOB <&

@ Adjust the movie playing duration and | & SOl ().
playing fps in A’ Timing'tub. e %HS

Rotation Parameters 3
Remarks: 3-10fps are standard value. @ ~ :
|| . imm | G
@ PressTOK] and the rotating image is created. =N Qpgererse [ 53
® Select the created rotating image and save the \;,H"TT:HW . \1 .
ames per second: |10 (40 Frames) ’

image as avi. File format.

7 RN |movie—test j {FIFS |
(FI|G—>SGV6 AS) IPAINOHEERTE  [AVTImaee File Format (kavi) ~] FalAl

[ Use Default Yideo Camprassion

@’i Cinepak Codec by Radius

' petiment Loop

Remarks : It is recommended that the vt Tiing Parameters

(% Use Time Loop

compression format of avi is eighter ‘No
Compression’ or ‘ Cinepak Codec by
Radias’.Remove the check box of Use Default Video Compressio.

Remarks : Select ‘Use Original Acq. Time’.



Creating Slice View image and Projection image
1. Creating Slice view and Projection image.

@ Press = and open the Z series images.

@ Press™ or 27 on your opened image for creating the slice view and the projection

image.

(==
=T Show Maximum Intensity Projection bottom

=zt 30

: Detect highest intensity pixels from the all flame and
create a maximum intensity projected image.

It is useful for a thick sample.

== Show Slices View bottom

: Showing any positioned XZ or YZ slice

image.
== .
: Position change dragging the
T DL 02 03 B G5 06 07 08 08 10 L1 WX Cross JOInt

e Fid vk
All /m451 . m516, mEA06 o Mono ), Custom /1062 umdpx [[N/A]

H sta_xyz ics¥ — Max Intenzity Projection g@@

H sta_xyz ics* — Slices E@@

Rle@mskiiw-w-0> [H&Q Be@=izr> BHEHIMQ QSR8 -~
=—ily Il X - MIP B2 Z-zoom + View =+ =i Al X - | a BB

P

oot 012 03 0@ 05 0% 0F 08 09 10 11 B 0 I 0s o & W o0
i i | | i | i | i | i

| I - |
O LT T T T T T T LIRS N W 2 + | — —
YAl /m45] , m516  me06 , J Mono ; Custom /057 um/px M Al /m451 W56, mE06 ), 4 Mono | Gustam /062 pm/px ([N

2. Saving images
@ Capture a image (Edit->Create View Snapshot).
@ Save image (File->Save As).



Time series imaging

1. Follow the steps from 1 to 6 of image acquisition.
2. Adjust the time series

SN Xy Time...

Press to open ‘Capture Timelapse’ window.

Define interval and duration.

If you select ‘Save to File’, the images are saved automatically.

If necessary, select ‘Perform Time Measurement’.

Time measurement enables you to measure the temporal change during the image

®OO

acquisition.

3. Image acquisition

Acquire

@ If needed, select the scan size (512x512). 2 e
@ If needed, execute ‘Average’.
v
_3‘;: HYE

@ Press M for image acquisition.

- =
Capture Timelapse [Ed] --

Expetiment Setup

E17 %z Time...
|

B savetoFie ' Fhatn Activation
Path: J C:¥Documents and Settings¥administratarT 2.4 b’ Erowse. .,
Filename: |test.ndz Fecord Data W

2@ 2.0 2%

Phaze Interval | Duration

@orm Time Measurement (2 ROIs) )

Advanced ==

Load - | Save - ‘ Remove w ‘ 1 time loop ‘
—_

10



Time Measurement

1. Press = and open the time series images.

2. Click ‘Time Measurement’ tub. (Right click ->Analysis Controls ->Time
Measurement)

@ Live +
fcquizition Gontrols 4
finalysis Contrals {\* Arnotations and Measurements
Wisualization Controls o Automated Measurement
Macro Gontrols ¥ By Automated Measwrement Pesulte  CireFS

?\D Binary Tookbar
L_ Colocalization

9T Ctleatung [z EDF Z-Frofile Crl+Al+Z
op tr A bl
i Intenzity Profile Shift+F7

Battom  CtrieAlhund P Chpet s

Lavout Manager. Eg’ Chiject Count Ciri+AI0
M Pixel Classifier
ROI Statistics CtrivilteR
&t RT Deconvolution
sk Thresholdin
‘_’Q Time Measurement Girl+Al+T
j Tracking
@ Wolume Measurement Ctri+Alt+

M Left GirlAlt+Numd

Right  OtrleAlvhund

3. Making ROI on the image.

Defire...
@ Pressing " 1o open the ‘Define ROI’ window.

@ Make ROl and press & Finish {6 finish the setting.

Time Measurement

3 D | » ) (E g R ||D | i E | E 3
RO Open. Measurement: 4 | =0 <

CIE]

FOI Coolor

Bl cho2.nd2 T(258/268): 22.13 sec

o e H H 14 jl :l 11724 -

Graph / Data ;. hMeazurement Fecords: empt n

 —————————————S—m———————— =)
Define ROI X
] Rectangle (‘? Ellipse <) Polyeon % EI

. =

4. Execute the time measurement | S—SSSEEEE———

T P T T M R e

T i Hdpba@s= ppp

Al /w3 B3 Uncalibrated [[H/A] Zx16bit: 256 x 256

11



F Measure

@ By pressing , the graph is described.

@ Either Multi ROIs or Multi Dyes |[2°¢) Multi ROIs [T Multi Dyes 40 is solctable.

Multi ROls : For analyzing the changes in Multi ROls.
Multi Dyes : For analyzing the changes in Multi channels.

@By pressing F2 il , you can save the data as excel file.

Time Measurement

Left: 31

*  Right: none * (¢%] Multi ROIs ["a| Multi Dyes

ROL Define.. Open.. Save. Clear. | Measurement: #+ [ =L (: X

Graph / Data | Measurement || Fecords258 W74 KB niat running

©Time Measurement

=
] -
S

Left: 31 A
Channel number for showing the graph The ROI for showing the graph
Measurement: +— [
JI Vertical Scale Absolute —

Enlarges the window assuming that the brightness
Time measurement between two lines.
minimum to maximum displayed in the graph as

100%. It makes the low intensity data easier to see. 1

Intensity measurement between two lines

12




.

@ Pressing

Scan setting can be also shown in the scan setting

window.

Remarks: The Scan area can be also shown from

and adjust the green frame by the mouse operation.

Scan Area
.

The green flame

is adjustable.

Right click-> Acquisition Controls -> Scan Area

(®) Live +
Acquisition Contrals Ip AVI Acquisition
fnalysis Controls ¥ [ Auto Gapture Folder Ctri+Alt+A
\fisualization Controls V@ Gamera Settings Cirl+Al+G
Macro Gontrols ¥ @@ ND Acguisition

Scan firea
Left Ctriflt+Numd =
Right Crl+Alt+MNumb
Top Crl+Alt+MNumd
Bottom Crl+Alt+Num2
Layout Manager.
P Live . . - " :
® Press and adjust the image acquisition conditions.

e\ xrTime.

]

Ay ;
__:/// XYZ Time...

Photo Activation

13




Spectral Image acquisition with spectral detector

1. Select Galvano mode and press

| A1
SEtting | to open ‘optical setting’.

Remarks: Spectral image acquisition
is only possible with galvano.

2. Optical path setting

@  Pressing SD button @. , spectral detector is detected.

Manual

amera Settings
O] | Resonant I N\

Acquire

Lid

7 |DaP1

[
&& Detectar e v =
'\.%c Live féettng Chseries  |None V]

| Alexca 488 antibody

Setting

@ Pressing manual button 2285 optical path is adjusted manually.

® Select using lasers. ~ a0z =
4 | [+e8.00 ~|
4 | 6150 |
i7-1 636,10 |

3-1.Wavelength resolution (2.5nm/6nm/10nm), number of channel (1~32ch), the

acquisition range are selectable.
3-2. Select BS20/80 for the 1stDM.

G 7

3-3. Clicking the channel skip ®® n the Binning/Skip tab avoid you from detecting the

excitation lasers.
|

@ If necessary, insert J in the optical path for acquiring the both spectral and

diascopic images.

® By pressing 'OK’, the optical path is adjusted.

Detector | Binnine/Skip

! o o]

e JiE R YT suu——m‘—;
G —1 e
GECCEe Q} < TS I [sers0 ~] ) stare [20 5 4] al <|»]  End FEEE 40
el

Q Spectral Detector 1

& L]
3 o
pF—_— 4
Tranzmitted Dietector ...- lm [
-

G = Do 14




De:

tectar

‘ Binnine/Skip ’
Binning |Mone -

3. Image acquisition condition is defined.
@ Select the TD for acquiring both spectral and diascopic image.

@ Pressing

Live button and checking live — Laser 561,50
Q| «O————— » 0.0 0.0
image, move SiHV bar to adjust the sensitivity of the

spectral detector.

" Live

iy A O3 T P

Remarks: Please adjust the offset value ‘0’ as standard.
4. Image acquisition

@ Adjust the scan size such 512x512.

@ If necessary, please use Average function. (Line Average)

" xy

@ Press

5. Save image

for image acquisition.

Activate the image which you will save and select ‘Save As’ in the File tub.
Remarks : Saving as JPEG2000 or TIFF format is recommended.

15



Spectra unmixing - #1 ROl unmixing #2 Reference unmixing -

1. Press the folder =& and open a spectral image.

#1 Unmixing ~ ROl unmixing~

[1 Dram Rectaneular ROL.
/7 Dran Elliptic ROL.
) Dram Polvgonal ROL.

@'| _
@ Pressing | and make ROl using | & brav Bezier FOL.

Remarks: More than two ROIs with each independent color must be defined.

Select Image->Spectral Unmixing to open ‘Spectral Unmixing Setting’
window.

@ Select ROIs for spectral unmixing.

@ Select ROIs from Elements for unmixing add them to Unmixing Elements.
@ Assign Pseudo colors for unmixed image.

® Press ‘Unmix’ for executing spectral unmixing.

spectral Unmixing Settiing

Source Elernenks Urrixirg Elernents

e

Cakeqory: | Fast Unmix | &od Remander Channzl &
ROl B Element hiame 2. @ |ler
User Denned #1-Stardard #1-Skandard -
T #2-Skandard #2-Skandard -
Al #3-5tandard #3-5tandard -
Unsorted
Alexa Fluors
C';.faljine Dyes

Elements: 2. @

#1-5tardard
#2-Stardard
#3-Standard

500

520 540 560 580

Unimi=

Carcel |

Add S5~

16



#2Unmixing ~ Reference unmixing~

Select Image->Spectral Unmixing and open ‘Spectral Unmixing Setting’.

1. Select ROls for spectral unmixing.

2. Select ROIs from Elements for unmixing and add them to Unmixing

3. Elements. Assign Pseudo colors for unmixed image.

4. Press ‘Unmix’ for executing spectral unmixing.

5. Save image
Activate the image which you will save and select ‘Save As’ in the File tub.
Remarks : Saving as JPEG2000 or TIFF format is recommended.

Reference data acquisition
1. Proceed No. 1~No.4 for spectral image acquisition or open the spectral image from

the folder Lj.

2. Saving spectra data as a reference data.

[ Draw Rectangular ROI..
l_,'//_" Draw Elliptic ROL.

L) Draw Polveonal ROL.

@-| _
@ Pressing ‘ and make ROI using % Draw Bezier ROL.

Remarks: ROls with each independent color must be defined.
@ The spectra graph of the defined ROI is shown on the spectrum profile.
Remarks: Spectrum Profile can be open from right click ->Visualization Controls
->Spectrum Profile.

@. Live +
FAequizition Contrals L4
Aralyziz Controls 3
| Wizualzation Gontrals i Binary Lavers Citr |+ Alt+B
Macro Controls b La Histogram Cirl+Alt+H
= LUTs Cirl+Alt+L
[ Left Citrl+ I+ MNumd
Ih-l-'l Opened [maees
[T Right Ctrl+ Al Mume :
m Preview
BE= Top Citrlr Al NumS X i
|im Spectral Display Settings
[ Bottom  Culraksbum2 :
||a.:_s Spectrum Profile
Lavout Manager... |_‘ﬂ Synhchronizer Cirl+Alt+3
I Stove Spectrum.

@ Select a graph and press to save the spectra data.

17



¥ | Tracking " Time Measurement  Object Gount | Aut Gapfure Folder " Intensity Frofile  “Spectrum Profile”

Store Spectrum

Manage Stored Spectra. [E Bport ~ W Display All RO | [E |0 I ¥
ROE  Define.. Clear..

—— Spectrurn Mame:
| ROI
| #1-Stardard

Cancel

Spectra: +, -
| Spectrum Calor
EvFp/oH T =

©Spectrum Profile

i

. . +
Displays the brightness of each ROI " Adds a spectrum as an indicator.
in the Y-axis direction as a

relative value to 100%. (Normalizing

correction)

I 3

Enlarges the window assuming that

the brightness minimum to

maximum displayed in the graph as 100%.

18



Multi point image acquisition

1. Follow the steps from 1 to 6 of image acquisition.

2. Assign the image acquisition positions.
ND Acquisition window is open.
(Applications — 6D Define/Run Experiment)

Select XY Positions.
@ Move any position with the joystick.

Applicationz | Help

6D

Define/Fun Experiment..

Define/Fun Simultaneous Stimulation..

@ Click ‘Point Name’ to memorize the position information.
Select ‘Include Z' then Z position is also memorized which is either microscope Z

motor position or PFS offset value.

Repeating the step 1 and the step 2, memorize the necessary positions.

@ Select Time tube.
@ Define ‘Interval’ and ‘Duration’.
® Selecting ‘Save to File’, the image is automatically saved.
ND Acquisition ™= ND Acquisition el
Experiment Setup Experiment Setup
T: 2.T:
M:
Save to File Save to File
Path: | C:¥Users¥Nikon¥Desktop¥A 1-GUT-furuya Browse... Path: | C:¥Users¥Nikon¥Desktop¥A 1-GUI-furuya Browse...
Filename: | test1.nd2 Record Data W Filename: | testl.nd2 Record Data w |
22 2_®
L T (COm P o o]
Points
2| G vl s elxoe 2. @ vx|lre|Xs
Paint Name ¥ [mm] | Y [mm] | Z [um] PF5 Phase Interval Curation Loops
#1 13,579 3.233  4458.30 7140 ] £1 1 min +| 1hour(s) ~| &1
#2 13,557 3926  4470,95 7191 ]
#3 ->| 12,888 3.579  4465.13<-DffsetAllX,] 7141 |<-
e
Indude Z Teigs | Load... | e | Add New | i | [] Perform Time Measurement (0 ROIs)
Load - | Save - | - | 1 time loop | ,\3!. RUN now | Load - | Save - - 1 time loop | ~3" Run now |

® Adjust the scan size such 512x512.

@ If necessary, please use Average function. (Line Average)

®Press M for stating the time series imaging.
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High speed image acquisition with resonant scanner
1. Follow the steps from 1 to 6 of image acquisition.

(Gamera Settings

2. Select scan mode, ‘Resonant’.

Acquire

D
: n Detector e e -
"::5 Live Ch series
Sekking Mone B
g |DaPI
’\%5 0 el

3. Define the image acquisition
condition.

| Alexa 488 antibody

@ Press bi-direction button.. Scan speed : 30frame/second

Remarks: Minimizing the scan area enables the scan speed faster.

Scan zetting
Scan Direction 1' Direction mismatch adjustment{us) I 1,000
Scan Size wiol2 Y512
Scan Speed 30,0 Frame/secPixel Dwell:0. 1 u sec)
— Line Average LJ J oun _J -
st ) ot [z =0
Scan area setting X R Y R AF v EERCHDT
AOIPAFwZITIFP 812 512 20 Frame/sec
NYFIAF IR CXY=1:1/2) 512 256 &0 Frame/sac
M2 EIFe2TUP KoY=1:1/4) 512 128 120 Frame.ssc
IR EAF e IUP (X:¥=1:1/8) 512 64 240 | Frame/sec
@ Select all channels.
-
@ For diascopic image acquisition, put in the optical path.
@ Optical Path is automatically set after pressing OK.
® Select laser and channel.
® To acquire both confocal images and diascopic images, please also select TD.
,,%G Live .
@ Press and adjust laser power and 7 F T

detector sensitivity HV while seeing the live
image.




High speed Z series image acquisition with Piezo ZDrive

Remarks : Drive range of Piezo ZDrive is 100um at normal temperature.
Maximum total drive range is 100um.
Under 37° environments, drive range is approximately 50um.

HD Acquisition X
—Experiment Setup -

500 1L'I|DL'I 1500 2D|DL'I 2500 3D|DL'I 3500
L T T T T T T S O S S T S e SO S T B S S R T B

r Save ko File -
Path: J C:¥Documents and Settings¥Administrator¥T 29 b Browse...

Filename: | test.ndz Record Data w

@ Time: &t 7 Series

o
- AR -
. @G Qi endsmme D 4 @
Botkom 1 =
4+ ® oom|[T e
Range: | 6,00 prn =-3.00, +3,00=
4. ®| zoevice: | TizDrive  Active -
P Advanced ==
Ti Piezo ZDrive

Load w | Save w | Remove W 1 time loop ] ~3"Run oW J




Simultaneous stimulation and imaging

1. Follow the step from No.1~3 of the high
speed image acquisition.
2. Define the ROI for the stimulation.

-] -
@ Press and make ROI on the image.

@ Right click on the ROI and select

‘Use as Stimulation ROI’ from the menu window.
3.Assign the laser line for the stimulation laser.
(Photo Activation<- Camera Setting)

Remarks: Currently, only 403nm laser can be used

as a stimulation

= Frozen

- B OEa
Ero edit | B

Select All
Delete

Duplicate

Uge az Standard ROI
Use az Backeround ROI
Use as Reference ROIL

Uge az Stimulation ROI

EIEEEIL

laser line for the simultaneous

stimulation and imaging.
@ Adjust the laser power for stimulation.
@ Adjust the scan speed for stimulation.
Remarks: Photo Activation Speed is duration time for single time stimulation. Example: If 2

Copy Selected RO
Copy All ROIz

Clear

ROI Properties..

Sec/Frame is selected, the stimulating time for single stimulation is 2secs.

Camera Settings

1

Incaltravd [H/E]
————

= oz

(O] | Resonant I || |
Acquire Filter and Dipe
&_ AN Detector - S—
‘\g Live i - Ch series Eacer
Setting MNone -
3 v —
 GhE | Alexa 488 antibody 458,00
AlxSE5 551.50

Ernission

425-475
500-550
S70-620
B62-F37

XY Time...
2 37 WNE Time. .

Fhoto Activation

Acquisition

/ + Phobo Active

aniLaser: 1404}

Laser Power Monitor

[T H¥ Linear Correction

[~ Keep Intensity

v 4037 = > 1000 0.0

[ 5615 =

m | 0.0 0.0 I 8361

[ 4380 4 —— @

0.0 0.0
¢O—| > 0.0 0.0

Photao fctivation Speed

e Sec | Frame
3. @ h?_:l

{ Pizel dwell ; 5.1 usec)

4
thickness of optical section : 0.60 um Is

Scan Direction |E| | == I — [ 1000
Scan Size ’m:ﬁj Y512 [ keep Pixel Dwell
Scan Speed mj FrameseciPixel Dwell:2.2 u sec)
Line skipping m
MMore —— ~]
0 deg
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2. Time series setting for the simultaneous stimulation and

imaging
Press rheto fevaten and open ‘Simultaneous Stimulation’ window. B Live
@ Define the stimulation time. g xr

Wait : Sets the waiting time until photo activation is started.
Interval : Specify the photo activation interval. ¥, xn..
If “No delay” is specified, photo activation is continued without e\ XY Time...
interruption. 4 £ %02 Tire..
Duration : Specify the continuation time for photo activation. |
Loops :  Specify the number of execution times for the photo L =i

activation.
@ Define the time series.
Duration : Specify the continuation time for image acquisition.
(If 10min is specified, images are continuously acquired for 10 minutes.)
Loops : Specify the number of execution times for image acquisition.
@ Select ‘Save to File’ and the images are automatically saved.
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@ Press M and execute Simultaneous stimulation and imaging.
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