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CVRI Spinning Disk #2

1. Open Soft ware:
1. For microscope: Micro-Manager 2.0
2. ForLaser Power control: Stradus
Versalase

Micro-Mana - _
ger2.0 Stradus™

Yerszala..,

2. Select C:\MMConfigs\SpinningDisk.cfg
a) Firsttimeitwill not point to the correct
configuration, selectthe “...” button
then navigate to “C:\MMConfigs\”
select SpinningDisk.cfg and “Open”

ar gurstion File
C:\MMConfigs\SpinningDisk.cfa | ... |

C:\MMConfB\SpinningDisk. cfg

\Program Files\Micro-Manager-2.0\MMConfig_demo.cfg
(none) 3
ot
5
=

It overwrites the config for EVERYONE.

Main Micro-Manager window
a) The change group (in box) should be set to Confocal channel first time and left
b) **Confocal channel, auto switches to confocal side, Your activation laser!
e |f405, 488, 561, 647 emission filter is band pass just above laser
* FASTindicated Multi band pass, Filter lets through all light for fast imaging
between channels, butrisk of bleed through
* IMPORTANT Lower turret must manually be put in the empty position
EM Gain - can boost single at camera level, will also boost noise
**Eyepiece Channel, auto switches to eye piece
* IMPORTANT Lower turret must be manually moved to DAPI/GFP/RFP/Cy5
**Syncs the camera so it exposes your sample to less light
* This is whyyou see the laser blink when in live!
* Ifleft on for Eyepiece channel you will see the epi light blink
f) **Objective- Will automatically change your objective position
You can change the stage speed
* helpfulfor live samples thatdon’tlike to bejiggled
** Exposure- Change your exposure (linked with channel)
i) Binning —you can bin yourimages (remember makes pixels 4 times larger)
j)  Shutter-will change automatically with channels, no need to touch!
k) Multi-D Acqg- Open this window to Capture images! (see separate sheet)
l) Live-TurnsonCamera
m) Stage- Click on the hand to click and move the stage and to use the mouse wheel

) as the piezo
B Micro-Manager 2.0.3 20250010 PLEASE DON’T Click this-SaveO >
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Config File: C:A\MMCc \SpinningDisk.c fg
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Image info {from camera): 512 X 5



e)

Multi-Dimensional Acquisition Window

Save data — ﬂ Multi-Dimensional Acquisition - O X
3
a) Always check box to auto save data!l € Time Points

b) Use “...” to set path to D:/Data/[your lab]/[Your name]
* Name your data, it will be increased numerically
* Dataisonthe computerfor 3 months, Take it with you!
Channels-
a) Channel group should say confocal! M Autofocus
b) Usebuttons “New” or “Remove” to +/- channels
c) Clickonthe channel name to get a pulldown option to
change channel Stacks (Slices) ek
d) Channels will be acquired in order from top to bottom! Shutter Ooe Summary
Z-stack
a) UseZ stage-TheZ motor used to take z stacks
b) Thishasa 100um piezo (number is to the right above the

Options...

Test Acquisition

set/Go To it goes +/- 50) i ' 2 Total ima ' Multi MDA
c) Relative —entervalues (i.e Start 5, and end -5 fora 10um Z . Minimurm '
stack) Order:

d) Absolute- Settop and bottom with respective Zmotor. i.e, if
you are using the piezo, make sure to setthetop and bottom
with the piezo/mouse wheel! ELIHETETET

e) Step sizeshould be correct with “Use” another chart will be [ new |
attached to check against.

Multi positions.

a) Set positionsor grid

b) For Grid go to: https://calm.ucsf.edu/stitching-images-
acquired-micro-manager for tips and stitching info!

Time points

a) Interval=how often

b) Count=how many total times

c) TIP-lookat minimum durationin summary! Saving format: ) Separste image files () Image stack file @) NDTiff

Acquisition order
a) Slice channel- allZstacks then channel
b) Channel slice, goesto eachZand then takes each channel
Autofocus
a) Onlyever clickthisifyou are using PFS +Z stack
b) Otherwise it will send you out of focus
Acquire - Click to take images!
Stop —just stops, all data will be saved to this point
Load/save as — can reload previous setting
From image — Can load settings from an image!

Acquisition Comments
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Vortan Stradus-

[® Vortran Stradus™ Versalase

Verselase

Use this software for

changing laser power
1. Enterpowersinbox — |

for respective laser /

1. Donotsethigher
thank laser Power

2. TIP: within 10% of
Min and Max power
(green area) the
lasers are less
stable

Click set
If you want to
remember your
laser powers take

N

O *
File View Connect Help L\\:
Home Terminal USB | RS-232
LASER A: LASER B: LASER C: LASER D: °C &0
. e42om 110mW 561nm 50 mW 488 nm 150 mW 405nm 100 mW &0
M B0 Power Mz 10 Power Mz 13 Power Ml 40
30
|, | [ ] T I T
SET &0 SET SET o SET
15 90 10
40 a0
70 0
30 10 B0
50 25 50 50
20 40 Base Plate
a0 30
10 20
1 25 1D
5 B - -
Current: 0 mA 0mwW Current: 0 mA 0Omw Current: 0 mA 0mwW Current: 0 mA
Emission Status Emission Status Emission Status Emission
ON OFF ON OFF ON OFF ON OFF
Laser Hours Diode Laser Hours Diode Laser Hours Diode Laser Hours Diode
21560 24 21339 25 C 21565 24 C 21569 25 C
Digital Extemal Digital Extemal Digital Extemal Digital Extemal
Modulation Control Modulation Control Modulation Control Modulation Control
ON ON ON ON ON ON ON ON
OFF OFF OFF OFF OFF OFF OFF OFF
FW Protocol: 1.0.5 FW Protocal: 1.0.0 FW Protocal: 1.0.5 FW Protocol: 1.0.5

S/N:VLOBT63H2D vy 321

S/N:VLOB165HZ3 v vier 2 2 0y

S/N:VLOB163H2T b v 321

S/N:VLOB163HZ2 Ly 99

a screen shot!!

Stradus™ Versalase

VYORTRAN

ER TECHN OLOGT,

Laser A: - Laser B: - Laser C: - Laser D: - Base Plate: 25 °C Interlock: Closed

System Firmware Version: 1.0.4



Step sizes

Magnification NA depth of field (um) Step size
4x (air) 0.2 32.5 13
10x (air) 0.3 14.44 5.78
20x (air) 0.75 2.31 0.92
40x (Air) 0.95 1.44 0.58
40x (oil) 1.3 0.77 0.31
60x (oil) 1.4 0.66 0.26

100 x(oil) 1.4 0.66 0.26
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