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INSTALLATION

Registered users can download the latest version of HCImage from the HCImage website using the
following link - https://hcimage.com/download/login/ (login required). For access to HCImage
downloads, complete the software registration form (https://hcimage.com/register/), including a
valid dongle number and email address, and an email will be sent with the HCImage download
details.

HCImage

1. Insert the HCImage installation DVD into the DVD-ROM drive. If autoplay is enabled, the
HCImage setup will run automatically. If autoplay fails to start, locate your DVD-ROM drive
and double-click on setup.exe.

Click Yes, if prompted by the User Account Controls.

3. To begin the installation wizard, click Next.

4. Follow the instructions on each installation page.

) to a USB port after the software installation has

N

5. Securely connect the dongle (
finished.

Install the appropriate DCAM-API drivers, please see "DCAM-API Drivers" below.

Turn the camera power on prior to launching HCImage.

Click the HCImage icon on your Desktop to launch HCImage.

Register the software to receive technical support, please go to www.hcimage.com and click
Register.

Lo N

DCAM-API Drivers

The current version of DCAM-API is available for download at http://dcam-api.com/. Before
installing the camera driver, make sure that the camera is turned off.

1. After installing HCImage Live from the DVD, you will be prompted to install DCAM-API, click
Yes. If you downloaded HCImage Live, please go to http://www.dcam-api.com/ and
download the DCAM-API drivers for Windows.

2. Click Yes, if prompted by the User Account Controls.

3. [Camera Link] Select the
Active Silicon FireBird /
Phoenix module. [USB 3.0]
Select the USB Camera
module. [Firewire] Select
the IEEE 1394 Camera : LISE Camera
module.

4. Click Next to begin the
installation.

5. Follow the instructions on
each installation page.

6. Click Finish when the
installation is complete.

DCAM-API IEEE 1394 Camera

Active Silicon FireBird / Phosnix

Modules and Drivers
A AL

15.4.4718
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Add the camera

Launch HCImage, go to File, select Current Profile and then follow the steps below to add a camera
to the profile.

Device Control Add Select Device Select Camera Capture Pane
Select Image Capture Click Add Select Single Select C11440-22CU Select the
: Devices : Camera click OK

and click OK C11440-22CU

Defauit File Paths | Device Control

Add the physical devices attached to the

system to
allow software control :

Dual Camera
WwAIEW Camera

B--'ﬁ Device Control
(- Stage Devices

- Fitter Devices
(-5 Shutter Devices

[H- & Microscope Devices

§ 10/LED Devices Cancel Cancel
R =11 |mage Capture Devices

En Diiske, [Active] :
[ C11440-22C1 5/N: 5Y3022 :

Capture
Capturel Devices | Sequence | Analysis |

Remove

Mono: 1Channel v |Disk W

Properties

Cancel

Olympus 64-bit Drivers from the HCImage DVD

Be advised that this application installs the Olympus Camera and Microscope drivers, as well as
copying all of the necessary dlls into the HCImage directory.

1. Open the DVD contents in Windows Explorer and navigate to
Drivers\Microscopes\Olympus\Olympus 3 Series\x64.

2. Double-click on Olympus_x64 Install.exe and follow the installation instructions.

3. Click Yes, if prompted by the User Account Controls

Note: If using a Hamamatsu 1394 camera, this driver installation may supersede the Hamamatsu
driver causing communication problems. To recover from this issue, please see "Unable to
communicate with Hamamatsu 1394 camera" on page 17.

Olympus 32-bit Drivers

Two drivers are needed, the 1394 Bus Host Controller and the Microscope I/F Device. Go to the
Olympus website for the latest driver update and installation instructions
(https://support.olympus.co.jp/cf_secure/en/lisg/bio/download/ga/ix3bsw/).

Install the 1394 Bus Host Controller

1. Open the dp1394drv folder in Windows Explorer and then open either the 1386 folder for the
32-bit version of the driver.

2. Run DriverInstall.bat to begin the installation.

A Windows Security window will open, click Install.

w
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Note: If using a Hamamatsu 1394 camera, this driver installation may supersede the Hamamatsu
driver causing communication problems. To recover from this issue, please see "Unable to
communicate with Hamamatsu 1394 camera" on page 17.

Install the 1394 Microscope I/F Device

1. Open the fsi1394 folder in Windows Explorer and then open either the i386 folder for the 32-
bit version of the driver.

2. Run DriverInstall.bat to begin the installation.

3. A Windows Security window will open, click Install.

Files necessary to run the Olympus IX3 microscopes:

Copy the files below found on the HCImage DVD in the Olympus 3 Series folder under microscope

drivers (Drivers\Microscopes\Olympus\Olympus 3 Series\) and paste them into the HCImage
directory (i.e., C:Program Files\HCImage).

fsi1394.dll gt_log.dll
msl_pm.dll msl_pd_1394.dll
gtlib.config
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CONFIGURE THE MICROSCOPE

The microscope drivers have been installed, time to configure it using the touch panel controller
(TPC) and then add it as a device in HCImage. The first step is to turn on the IX3-CBH (microscope
control box) and then the touch panel controller.

Note: The "Power On" sequence for turning the equipment on before use should be: Light Source >
PC > Camera > IX3-CBH > Touch Panel Controller > Launch HCImage.

Configure with the Touch Panel Controller

An initial system setup is required when using the microscope for the first time or after replacing
one of the components. The microscope is setup and configured using the TPC.

1. Go to System Setting in the Menu screen.
2. Select Unit, enter the components connected to the IX83 for each module and tap OK to save

the settings.
3. Select Optical, enter and configure the objectives, mirror units and condenser.
4. Select Customized, enter the focus limits and parfocality correction.
5. When the setup is complete, tap X to exit to the Menu screen.

Add Microscope to a Profile

Once the microscope has been setup from the touch panel controller, the next step is to add the
microscope to a profile and configure it in HCImage.

1. Launch HCImage, go to File and select Current Profile. In the Device Control tab, select
Microscope Devices and click Add.
2. Click on Olympus Microscope and select IX3 from the drop-menu. Go to the Device-List

tab and select the IX3 device that is listed.

3 i
Add MICROSCOPE Device IS (FLTER Device Properties %
Controller | Device-List | Fiter Setup | Stage Setupl Controller | Device-List | Fiter Setup | Stage Setup
Select the type of controller being installed E\uslomize. tpe list of i\?lter.narr\asﬁf each installed fiter posttion for each installed wheel
and which devices are to be controlled irmivare : Fimmavare Version: Unknown Auto Name
Select Components Auto
LEICA Microscope y: XY Stage @ [ FL-Block [ Lamp_| Condenser | FW-1 [Fw-2
NIKON Microscope <
OLYMPUS Microscope Z Focus FW-1 List
ZFISS Microscope
Hamamatsu AEQUORIA Darkbax Fluorescence Module Filter Pos Limit: 7
Yokogawa CSU Lamp Cartrol
Condenser
[ Dia ND Fiter
il [] Epi ND Fitter
Fitter Wheel No.1
\
= - Fiter Whesl No 2
DIA Shutter
[] Use Serial Port ci
[ ok ][ canead |[ seply | 0K | [ Cancel | [ Appy |

3. Go to the Controller tab, click Auto and HCImage will update components list.

4. Verify that the components list is accurate, add or remove components if necessary. Go to
the Filter Setup tab to see the settings for the individual components.

5. Click OK to accept the microscope settings and return to the Current Profile. The Olympus
IX3 is now listed as a Microscope Device and the components are listed as Stage, Filter and

HAMAMATSU
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Shutter Devices. Click OK to save the device settings to the profile and close the window.

===

B {oevice oo
=~ Stage Devices

- OLYMPUSHXE: X3, 25

Fitter Devices

a OLYMPLUS-IX3: X3, FL-Block/Lamp/Conder|
% Shutter Devices

| -2 OLYMPUS-IX3: [X3, Epi-FL/Lamp/DIA-Shutt

: ,E Microscope Devices

C L OLYMPUSX3: 1X3

[ § 10/LED Devices

[=-E% Image Capture Devices

@ View by device type

() View by connection

En Disk -
B C9100-238 S/N: 870000, [Active] Add
Remove
« m ] » Properties
[ ok J[ camcel |[ Heb

e %
Defaut Fig Paths | Device Cortrol |

Add the physical devices attached to the system to

allow software control

6. Go to the Devices pane and expand the Microscope Setup panel to access the individual
component controls for the fluorescence module, objectives, condenser, etc.

Microscope Setup Panel

The Microscope Setup panel is located in the Devices pane and provides access to the microscope's
controls as shown below. The focus controls are available in the Z Setup panel also located in the

Devices pane.

Fluorescence Shutter
Open and close the shutter :

Tooltip
Hover over a filter or objective :
to display its properties

Objectives :

Select magnification to change :
objective, the properties are :
displayed below :

Condenser "
Select the optical element for
applicable objective and
observation method :

Aperture Diaphragm "
Adjust the size of :
diaphragm opening :

Transmitted Light |
Turn On/Off and adjust the light
intensity level {lamp voltage) :

Observation
Methods: |- | [2] GFP-Semroc b [2] GFP-Semroc

|£ Microscope Setup
CLYMPUS-IX3

Fluorescence Module

Firmware Version:

Objective / Magnification Hosepiece [¥] Linked move

;;;;;;;;;;;;;;;;;;;;;;;;

UPLSAPO - MA: 0.95 AS: 6-61

++++++++++++++++++++++++++++++

[esape | (snanc]

Condenser [1; NCOME 3]

Side/Back-Bottom Port

50,50 Split Closed
DIALamp | apStop Shutter=
Polarizer

y Onfoff
130 4 [l »
0 255

B <on

DIA
<-Close

¢ Filter Cubes

Select from available filters,

¢ details displayed below.
 Right-click on filter to add color

¢ Linked Move
i Link condenser element to objective

¢ Link to Calibration
rveverssesesssenahni Enable objective link to calibration
! Objective Position

i Escape - move the objective to the
: lower limit

: Return - move objective to last Z

: position

" Light Path
! Displays the current light path and is
i controlled through the touch panel
¢ controller or the microscope stand

“! Shutter Controls
i Polarizer - in or out of the light path
i DIA - transmitted light shutter open
¢ or closed

www.hcimage.com
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Filter Setup Examples
Follow the steps below to configure the microscope for brightfield and fluorescence observation.

Part 1 - Filter Setup for Default Idle Positions

& Fiter setup
Enable Automated Filter Shutter Control

[110AED Devices []%vZ Stage Offset

Advanced Settings Return to Idle On Exit
Return to Idle After Capture []Dazzle Protection

Return to Idle During Delay

|:| Expasure Protection

Part 2 - Filter Setup for Brightfield

o

Advanced Settings
Enable Return to Idle On Exit, Return to Idle
After Capture and Return to Idle During Delay

Filter Group
Select Default Idle Positions

(©) Default Idle Positions Add
Copy
Remove
[ Test
Time Delay
(®) None Manuzl Automatic; 0.1 Sec.
Delay Position:  Pre-Exposure
Filter-Shutter
E Filters
O-%3 FL-Block COM1 Dont care
Q-1%3 Lamp COM1 Dont care
O-1X3 Condenser COM1 Daont care
El s'“ﬂ W Closed Shutter Controls
0.1X3 Lamp COMI Cl [~ Set the shutter status to Closed for
X3 DIA-Shutter COMA Open the Epi-FL and the DIA shutters
Don't care

& Fitter setup .
Enable Automated Filter/Shutter Control
[J1O/LED Devices [ | X¥Z Stage Offset
Advanced Settings Return to Idle On Exit
Return to Idle After Capture [ Dazzle Protection
Return to Idle During Delay "] Exposure Protection Filter Group
H b Select Default Idle Positions
(©) Default Tdle Positions Add
(:)E Copy Filter Group
: Copy =11~ Click Copy, enter BF and click QK
: Remov
: e e Filter Group
 amENEEEEEEEEEEEEEEESEEESEESEEEESEEEEESEEEESEEESEEEEEEEEEEEEE e Select BE
[JTest
Time Delay
(®) None Manual Automatic: 0.1 Sec.
Delay Position:  Pre-Exposure
Filter-Shutter
B Fiters Filter Controls
O-1X3 FL-Block COMI Open . Set the FL-Block to Open and the
O-1%3 Lamp COMA Dont care Cond to BE
0-IX3 Condenser COM BF oncenserto
B Shutters
Q-3 Epi-FL COM1 Closed Shutter Controls
' COM1 g""“dca"e [¥oe e Set the shutter status to Open for the
- Shutter e Lamp and the DIA shutters
Dont care
HAMAMATSU 9 www.hcimage.com

PHOTON IS OUR BUSINESS




Part 3 - Filter Setup for Fluorescence

& Fiter Setup
Enable Automated Filter/Shutter Control

[]10/ED Devices []XYZ Stage Offset
Advanced Settings  [v| Return to Idle On Exit

Return to Idle After Capture
Return to Idle During Delay

[ ] Dazzle Protection
|:| Exposure Protection

h
H

(©) Default Tdle Positions Add
CBF
.:_:.@ COD‘;‘ wdsssfes
Remove
|:| Test
Time Delay
(®) None Manual Automatic; 0.1 Sec.
Delay Posiion:  Pre-Exposure
Filter-Shutter
E Filters
0-1%3 FL-Block COM1 GFP wannnfus
O-1%3 Lamp COMA Dion't care
0-%3 Condenser COM1 Don't care
E Shutters
-3 Epi-FL COM1 Clozed |T .
Q-3 Lamp COM1 Closed
0-1%3 DIA-Shutter COM1 =
Dont care

000

© O

Filter Group
Select Default Idle Positions

Copy Filter Group
Click Copy, enter GFP and click OK

Filter Group
Right-click on GFP and select EGFP
from the tint list

Filter Controls
Set the FL-Block to GFP

Shutter Controls
Set the shutter status to Open for the
Epi-FL shutter

www.hcimage.com
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CALIBRATE OBJECTIVES

1. Starting with the lowest power objective, click Live, bring the micrometer into focus and

center it.

Click Abort and then click on the Calibration Properties icon (ﬁ‘1IJ Calibration |~y i the
Analysis toolbar.

Click Add, in the Title box and enter the objective magnification, contrast method and
immersion type if applicable (e.g., 40x, 40x Qil, 40x DIC, etc.).

Select Microns from the Units drop-menu and then click Calibrate. Move the cursor to a
starting position on the scalebar; click and drag a line to span the distance to measure.
Enter the known distance of the line and click OK. The Calibration Factor in the Spatial
Calibration Menu will be updated.

Click OK, to close the Calibration Properties dialog and repeat the process for the
remaining objectives.

[Save Calibration] Click Save, select file path, enter the file name and click Save. The
Spatial Calibration is displayed in the lower right-hand corner of the image file.

(=] Image Display = @] =
Calibration “
& Spatial B intensity
Calibrate the image from pixels to real+world units for comparisons.
10: The selected calibration will be used for calculating spatial measurements
File: +Ugers\Rich CIMAGING"\Documents\Microscope cal Calibrate Spatial Distance
Title: 40X Obj_NB
" ) - Messure To Calibrate enter the distance:
Units: Symbol: Length: dravin, o known scalsfactor
Microns b |pm 167.958
Original Factor Magnification: Final Factor: Line drawn is: |393.000  pjels
0.313052 |1 = |D.318052 Driginal Factor.  Magnification:  Final Factor:
Calibration is; | 0.254452 w1 = |0.254452
Title Units Factor X
Line drawn is: units
40X Obj_NB Microns 0.318052
60X Obj_NB Microns 0.263849
00XOB_NE  Microns 0160255 Load Cancel
Default Px 1.000000
-
< >
Add Remove Reset
=
I

X 613, ¥: 23 Value: 35 L B = @ Zoom|100% | SF:0.254pm

Link Calibration to Objective

To link the calibration to an objective, go to the Microscope Setup panel in the Devices pane and
follow the steps below.

Objective / Magnification Hosepiece [V Linkedmove | _ Enable Link to Calibration
4 | 10 | o [ | P | 20 | E] Click and select Link to Calibration
% X x | 40x X X
UPLSAPO - NA: 0,85 AS: 6-6 20% ‘ ¥ | Linkto Calibration |
Condenser | 1: NOME " 10x Return
60
Default
! Select Calibration
Side/Back Bo| Y | 40X e h Right-click on the 40x objective and
=0/50 Spit Closed select the 40x calibration
L1l Spll DEE
HAMAMATSU 11 www.hcimage.com
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OLYMPUS IX3-ZDC

The IX3 Z Drift Compensation module (IX3-ZDC) uses a low phototoxicity infrared laser beam to
detect the correct focus position as defined by the user. The IX3-ZDC features “"Continuous” and
“One Shot” focus modes. The One Shot AF mode allows several focus positions to be set as desired,
enabling efficient Z-stack acquisition during multiple site experiments. The Continuous AF mode
keeps the desired observation plane precisely in focus, avoiding focus drift due to temperature
changes or the addition of reagents.

Caution: The ZDC uses a 790 nm laser (Class 1) diode for Z drift compensation. Do not directly
view the laser light. Never remove the warning and caution labels on the microscope. Please
contact Olympus or see the I1X3-ZDC manual for more information.

Focus Modes and Objectives

The IX3-ZDC contends with Z drift to maintain focus on the sample during extended time lapse
sequences.

Note: A 35 mm glass-bottom dish with a cover glass thickness of 0.16 to 0.18 mm is required for
proper focusing.

One Shot Focus Mode

In this mode, the 790 nm laser beam is first focused on the glass bottom dish’s cover glass bottom
surface (or on the cover glass top surface in the case of an oil- or water-immersion objective) and
then moved mechanically from there to the target cell using software to reproduce the desired
focus position. Although this mode requires a certain period for moving the focal point, the
capability of arbitrary setting of the focus movement range makes it suitable for multiple site time
lapse observation.

Continuous Focus Mode

In this mode, while focusing the 790 nm laser beam on the top surface of the cover glass of the
glass bottom dish, you can focus the objective on the target cell. Continuous AF mode keeps the
desired plane of observation precisely in focus, avoiding focus drift due to temperature changes or
the addition of reagents.

Although this mode enables continuous observation (at the video rate - 30 fps), the focusing range
is reduced. Therefore, it is suitable for observation in which the cell position does not vary greatly.

Note: The Continuous Focus mode only supports oil- or water-immersion objectives.

Note: When using the UPLFLN60X or LUCPLFLN60X objective, focus on the area just below the
bottom surface of the cover glass, and click Get Offset.

Note: When the UPLSAPO60XW or UPLSAPOG60XS objective is used, focus on the area just above
the top surface of the cover glass, and click Get Offset.

www.hcimage.com 12 HAMAMATSU
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Supported Objectives

The table below provides a list of the objectives that are supported for IX3-ZDC operation. The
table also includes which observation methods and focus modes are supported for each objective.
If an objective has an iris diaphragm, it should be completely open.

Supported Objectives
FL DIC PH
Objective NA wp Continuous Ll Continuous One Continuous One
Shot Shot Shot
APON 60XOTIRF 1.49 0.10 v v X v X X
APON 100XHOTIRF 1.70 0.08 v v X v X X
UAPO 40X0I3/340 1.35-0.65 0.10 v v X X X X
UAPON 100XOTIRF 1.49 0.10 v v X v X X
PLAPON 60XO 1.42 0.15 v v X v X X
PLAPON 60XOPH 1.42 0.15 v X X X v X
UPLSAPO 20X 0.75 0.60 X v X v X X
UPLSAPO 40X2 0.95 0.18 X v X v X X
UPLSAPO 60XW 1.20 0.28 v v X v X X
UPLSAPO 60XO 1.35 0.15 v v X v X X
UPLSAPO 60XS 1.30 0.30 v v X v X X
UPLSAPO 100XO 1.40 0.13 v v X v X X
UPLFLN 20X 0.50 2.10 X v X v X X
UPLFLN 40X 0.75 0.51 X v X v X X
UPLFLN 40XPH 0.75 0.61 X v X X X v
UPLFLN 60X *1 0.90 0.20 X v X v X X
UPLFLN 100X02 1.30 0.20 v v X v X X
UPLFLN 100XOI2 1.30-0.60 0.20 v v X v X X
UPLFLN 100XO2PH 1.30 0.20 v v X X v v
LUCPLFLN 20X 0.45 6.60-7.80 X v X v X X
LUCPLFLN 40X 0.60 2.70-4.00 X v X v X X
LUCPLFLN 40XPH 0.75 0.51 X v X X X v
LUCPLFLN 60X *1 0.70 1.50-2.20 X v X v X X
LUCPLFLN 60XPH 0.70 1.50-2.20 X v X X X v
Note: When using a large specimen such as a microplate, focusing may not be achieved due to its
inclination. The focusing is guaranteed only with a glass bottom dish with a diameter of 35 mm.
HAMAMATSU 13 www.hcimage.com
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Setup and Controls

Once the IX3-ZDC has been installed and connected to the microscope frame according to the
procedure outlined in the IX3-ZDC Instruction Manual, the IX3-ZDC will need to be added as a
microscope component through the touch panel controller.

Touch Panel Controller

Follow the steps below to enable the IX3-ZDC through the touch panel controller.

1. Onthe Menu screen, go to System Settings and select Unit.
2. Inthe Frame tab, select IX3-ZDC from the ZDC list and tap OK.

ZDC Port Position

The ZDC port switching lever must be set to the IN
position, as shown below, to place the dichroic
mirror in the light path enabled focus operation. Pull
the port lever to the OUT position to disengage the
dichroic mirror when not using the ZDC to eliminate
light loss.

Auto Focus Properties

The IX3-ZDC will automatically be included when the IX-83 is added to the Profile. The Z Setup
panel, located in the Devices pane, provides access to the microscope's focus controls in the Z
Focus, Auto Focus and Stage Setup tabs. The controls for the IX3-ZDC are available in the Auto
Focus tab shown below. The auto focus controls are also available in the Sequence pane, as shown
in the Auto Focus Examples in the following section.

: Auto Focus Control i Active Z
i Hardware - ZDC i Select which Z motor, coarse
: Software - HClmage ¢ or fine focus, to be active
I 7 Setup “1.
; i : One Shot Auto Focus
- Auto Focus | Stage Setup i Acquire focus position within a
: O specified range at a defined interval
Active Z: [0-X3 X3 |
: ) ) : i Get Offset
[+ @ Hardware (ZDC)  © Software i Calculates the range from the top of
Select Focus Range : : the cover glass to the current focus
[¥] One Shot AF : .
Dbjective Magnffication : position and reports the number
Low  Med High 700um Get Offset sf=sereeee 4.i below
L:'] 160 =
R ! Select Focus Range
ity Signal - 151563 Te-ees :
Focus Intensiy Signal : : : Define the search area for focusing
Q Green if Auto Focus successful i on the sample
Berrrerrer FOTTTTT T T T T T T TTTT T TT I Irrrn s ‘ Focus Intensity Signal
: Continuous Auto Focus  : Auto Focus Button : Score is sample dependent, generally
¢ Acquires and maintains : In One Shot only mode, it i a higher value indicates the sample is
: Tocus position within a : activates the auto focus at @ Morein focus
! specified range  the current Z position
www.hcimage.com 14 HAMAMATSU
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Auto Focus Examples

Continuous Auto Focus using 60x Oil UPLSAPO

Get a live image, configure the capture settings and focus on the sample, then go to the Sequence
pane and follow the steps below.

- Scan Type
Select Scan Type [T'me Lapse T [Cuse scheduler Select Time Lapse

[]D1A Analysis
Progress

fps Time Elapsed:
[ | I

Event Marker : o: Delay Remaining:
HinnpnonnDoR=ED
Auto Save
Scan Settings  : ' Click the ellipses icon, select CXD and
[¥] Autosave enter the file location and naming
@ CXD convention
O TIFF (@ Live Image
(©) MPTIFF ) Revi )
i = Field Delay
? [#] Enable Madmum Control : Select 0 Delay
#++49) 0 Delay (@ Continuous Duration

Select Continuous

F

() Field Delay1 0.0 sec @) End Frame i

() Field Delay2 0.0 sec () EndTime 0.0 sec
DISK

Select to DISK

@) to Disk

) to Memary (5335) () to Temporary Buffer @ Refresh Z Foeus

|i-|Reﬁ'esh R — Disable Refresh Z Focus

1 =] Field) @[ﬂ Abort

Auto Fecus on Start/Resume

Auto Focus Options
Select Auto-Focus Properties

Use Coarse Focus to Autofocus

v Use Fine Focus to Autofocus

Auto-Focus Properties... |

Z Focus Menu ﬁ

Auto Focus |

Auto Focus Type
Select Hardware (ZDC)

Select Focus Range
For 60x objective set to Medium {50 um)

------ @ Hardware (ZDC) () Software One Shot AF
e O | L@ oo

[*]one shot AF

ActiveZ: [0IX3Ix3 T s Al

Objective Magnification

: Offset
Low Med High : Get OFfSet afeessees astetl e X
S0 um : = Click Get Offset
[ . 101= *A single beep will sound when focused
Focus Intensity Signal 653 ~#0...1750 Continuous Auto Focus

Click button to enable Continuous AF

________________________________________________ @ Save Settings
H T Click OK
OK ] [ Cancel ] [ Help ]

. Start Acquisition
Click Start

HAMAMATSU 15 www.hcimage.com
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One Shot Auto Focus using 20x UPLSAPO
Get a live image, configure the capture settings and focus on the sample, then go to the Sequence
pane and follow the steps below.

Scan Type
Select Scan Type | Time Lapse ¥ []use Scheduler Select Time Lapse

["] 1A Analysis
e
Progress

fps Time Elapsed:
[ | I

Event Marker : Delay Remaining:

LEEEEEEEE s

Auto Save
Scan Settings  : Click the ellipses icon, select CXD and
[¥] Autosave enter the file location and naming
@ C¥D convention
@ TIFF @) Live Image
(©) MPTIFF @) Revi .
= ElEenes Field Delay
i [] Enable Maximum Control : Enter30 s
() 0 Delay () Continuous

FP———

End Time
Enter 3 h

#4@) Field Delay1 30.0 sec () End Frame -

() Field Delay2 0.0 sec @ EndTime 3.0 =

&) to Disk Select to DISK

(7) to Memory (6835) () to Temporary Buffer

Refresh Z Focus
Enable Refresh Z Focus Every 1 Field
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TROUBLESHOOTING

System Information

What version of Windows is installed?

Press the Windows Logo 3=+ Pause/Break keys to view the System Properties window. The
Windows System Properties displays a basic overview of the computer including Windows
edition and System type (i.e., 32-bit or 64-bit).

View basic information about your computer
Windows edition

‘Windows 7 Enterprise

Copyright © 2009 Microsoft Corporation. All rights
reserved.

Service Packl

Installed memory (RAM): 120 GB

Systern type: 64-bit Operating System

Pen and Touch: Mo Pen or Touch Input is available for this Display

System
Rating: ;7 1A Your Windows Experience Index needs to be refreshed
Processor: Intel(R) Xeon(R) CPU E5504 @ 2.00GHz 2.00 GHz

View basic information about your computer

am Windows 8

Windows 8.1 Enterprise
© 2013 Microsoft Corporation. All rights

reserved.
System
Processor: Intel{R) Xeon(R) CPU E5620 @ 2.40GHz 2.39 GHz (2 processors)
Installed memory (RAM): 12,0 GB (10.0 GB usable)
System type: 64-bit Operating System, xf4-based processor

Pen and Touch: Mo Pen or Touch Input is available for this Display

View basic information about your computer
Windows edition

Windows 10 Enterprise -- .

© 2017 Microsoft Corporation. All rights

reserved, .. WI n d OWS 1 0
System

Processor: Intel(R) Xeon(R) CPU E3620 @ 2.40GHz 2.39 GHz (2 processors)

Installed memory (RAM):  12.0GB

System type: 64-bit Operating System, x64-based processor

Pen and Touch:

Mo Pen or Touch Input is available for this Display

Unable to communicate with Hamamatsu 1394 camera

Was the Hamamatsu 1394 driver re-installed after installing the Olympus drivers?

1. Right-click on My Computer, select Manage and select Device Manager in the System

Tools list.

2. Right-click on the appropriate 1394 controller and select Update Driver Software.

a- ﬁ 1394 Bus Host Centrollers

OLYMPUS(R) MICROSCOPE 1394 DIGITAL CAMERA SYSTEM
OLYMPUS(R) MICROSCOPE 1394 DIGITAL CAMERA SYSTEMI
L, Active Silicon Frame Grabbers

> {8 Computer

. W Data Acquisition Devices

b Disk drives

> B Display adapters

-ty DVD/CD-ROM drives

3. Choose Browse my computer for driver software
4. Choose Let me pick from a list of device drivers on my computer

s |l Update Driver Software - OLYMPUS(R) MICROSCOPE 1394 DIGITAL CAMERA SYSTEM

@ I Update Driver Software - OLYMPUS(R) MICROSCOPE 1394 DIGITAL CAMERA SYSTEM

How do you want to search for driver software?

% Search automatically for updated driver software
Windows will search your computer and the Internet for the latest driver software

for your device, unless you've disabled this feature in your device installation
settings.

< Browse my computer for driver software
Locate and install driver software manually.

Browse for driver software on your computer

Search for driver software in this location:

CAWindows\System32 -

[¥Include subfolders

< Let me pick from a list of device drivers on my computer
This list will show installed driver software compatible with the device, and all driver
software in the same category as the device.
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5. Choose the DCAM compatible driver - LSI 1394 OHCI Compliant Host Controller and
click Next to install the driver.

41§ 1394 Bus Host Controllers

§ OLYMPUS(R) MICROSCOPE 1394 DIGITAL CAMERA SYSTEM
b B Active Silicon Frame Grabbers

b 7% Computer

» W Data Acquisition Devices

> =y Disk drives

@ |l Update Driver Software - OLYMPUS(R) MICROSCOPE 1394 DIGITAL CAMERA SYSTEM

Select the device driver you want to install for this hardware.

o Select the manufacturer and model of your hardware device and then click Next. If you have a =
disk that contains the driver you want to install, click Have Disk. P - Display adapters
> ey DVD/CD-ROM drives

Show compatible hardware > Gg{. Human Interface Devices

Model il 4 ﬁ IEEE 1394 Bus host controllers
55 L511394 OHCI Compliant Host Controller | - @ 1394 OHCI Compliant Host Contraller
m1394 OHCI Compliant Host Centroller (Legacy) S I I'? :;SI 13:4 OHCI Compliant Host Controller I
[ OLYMPUS(R) MICROSCOPE 1394 DIGITAL CAMERA SYSTEM L4 ———symoards
[S5] T1394bus OHCITI
[ N ST P Y S U S S I =L
5] This driver is digitally signed.
Tell me why driver signing is important

ZDC fails when Get Offset - Double Beep

What is the Focus Range setting?
For 20x and 40x objectives, the focus range should be set to an objective magnification of Low
(200 pm). For 60x objectives the focus range should should be to Med (50 pm). For 100x
objectives the focus range should be set to High (<10 pm).

Is the ZDC port lever in the IN position?
The ZDC port switching lever must be set to the
IN position, as shown below, to place the
dichroic mirror in the light path enabled focus
operation. Pull the port lever to the OUT
position to disengage the dichroic mirror when
not using the ZDC to eliminate light loss.

Is the ZDC enabled in the Touch Panel Controller?
Go to System Settings in the Menu screen and select Unit. In the Frame tab, select IX3-
ZDC from the ZDC list and tap OK to save the settings.

Using a glass bottom dish?
A 35 mm glass-bottom dish with a cover glass thickness of 0.16 to 0.18 mm is required for
proper focusing.

Is the objective supported for ZDC operation?
Please see "Supported Objectives" on page 13.

Using an immersion objective?
Use the weight provided with the ZDC or attach the stage clips to keep the dish from floating.
Check for bubbles in the immersion oil or water and verify that has not dried.

ZDC focuses on/at incorrect position

What is the Focus Range?
For 20x and 40x objectives, the focus range should be set to an objective magnification of Low
(200 pm). For 60x objectives the focus range should should be to Med (50 pm). For 100x
objectives the focus range should be set to High (<10 pm).
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