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MitoViewer MV-2 System Description

The MitoViewer MV-2 is a unique optical monitoring device enabling real time
evaluation of mitochondrial function under in vitro and in vivo conditions. The
MitoViewer MV-2 provides significant and critical information originating from the
intracellular "Nano™ organelles — the mitochondria which provide energy for cellular
functions. The measurement is based on the auto fluorescence of the intramitochondrial
NADH which serves as a control marker in energy generation processes by the
respiratory chain in the mitochondria. NADH redox state is sensitive to the intracellular

oxygen level and to energy consumption by the tissue.

MitoViewer Principle of NADH Monitoring

MitoViewer measurement is based on the auto fluorescence of the intramitochondrial
NADH. The Mitochondrial NADH absorption band ranges from 300nm to 400nm, with
the NADH fluorescence emission peaking at around 450nm. Due to historical reasons
most NADH measurements were performed with excitation light provided by Mercury
lamps at 365nm and not at the NADH absorption peak at 340nm. The MitoViewer was
designed according to this tradition.

The MitoViewer device uses 365nm UV LED for excitation of the NADH fluorescence
(Fluor signal). This excitation light is also utilized for the correction of hemodynamic
artifacts by measuring the reflection light intensity at same excitation wavelength of
365nm (the Refl signal). The light is transmitted from and to the device by means of a
flexible fiber optic probe.

The software displays the Refl, Fluor, NADH corrected fluorescence signal and the

photodiode PD signal.
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Main Features of the Mito-Viewer

Suitable for various experimental animal models and variety of organs under in
vitro / in vivo conditions.

LabVIEW user friendly interface.

Calculates corrected NADH (independent of hemodynamic changes in the tissue).
Measurements taken via flexible fiberoptic probe.

Custom made probes can be supplied to suit experimental set-ups.

Possible integration of the MitoViewer probe with other probes in existing set-

ups.

The MitoViewer is suitable for the testing of:

Ischemia, hypoxia, anoxia, heperoxia or hypercapnia in various organs, i.e brain,
kidney, liver or muscle tissue.

Activation of the brain by cortical spreading depression or seizures.

Changing of heart metabolism by isotropic and chronotropic drugs.

Drug safety and efficacy monitored in vivo in various organs.

Organ transplants for on mitochondrial function during the postoperative period.
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Health and Safety

Before applying power to the power adaptor of the system, ensure that the protective
conductor of the three conductor mains power cord is correctly connected to the
protective earth contact of the socket outlet! Improper grounding can cause electric shock
with implications for your health or even death!

Prizmatix products are NOT authorized for use as components in life support devices or

systems.

The MitoViewer MV-2 is for use as
laboratory equipment only.

It is not cleared or authorized for
clinical use.

The MitoViewer must not be operated in explosion endangered environments!

Any maintenance shall ONLY be performed by a technician authorized by Prizmatix.
Cellular phones or other radio transmitters should not be used within the vicinity of 3-4
meters of the unit.

The MitoViewer MV-2 emits UV and other intense light. Intense UV light can be emitted
by the system and from the probe tip during operation. Precautions must be taken to
prevent looking directly at the UV light with unprotected eyes or illuminating the UV
light on skin. Do not look directly into the UV light, through the optical system, or the
probe tip during operation of the device. This can cause permanent damage to the eyes
even if only exposed for brief periods.

Keep the metal caps of optical units closed unless the fiberoptic probe is connected.
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Set Up of the Device

Remove the device from packaging and inspect the device for lose components or any
sign of damage. Notify Prizmatix if the device appears damaged in any way: do not
install damaged device.

Package List

MitoViewer MV-2 Fiberoptic Probe

USB-A to USB-B Cable

Mains Power Cord Power Adaptor
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# | ltem Description QTY

1 | MitoViewer MV-2 Mitochondrial Function 1
Monitoring System

2 | Fiberoptic Probe Standard Probe: Y-shaped fiberoptic cable 1
with stainless steel straight tip

3 | Software Three self-executable CDs containing 3

Installation CDs software and drivers.

4 | USB Cable Cable to connect the MitoViewer MV-2 to 1
the computer

5 | Mains Power Cord | Cord to connect the power adaptor to 1
mains voltage

6 | Power Adaptor Universal power adaptor 1

Fiber

Power
Adaptor
Optic

MitoViewer /@
Probe MV-2

USB Cable

The MitoViewer setup
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System overview

The MitoViewer system comprises the following main subunits:

Fiber
Optic
Probe

Light Source Unit — provides UV light at 365nm for NADH fluorescence
excitation and tissue reflection measurements. Also included is a reference
photodiode that enables correction of signals in cases of intensity changes of the
LED during measurement.

Fiber Optic Probe — transmits the UV light from the Light Source Unit to the
measured tissue site and transmits the collected light (the reflection (Refl) and the
fluorescence (Fluor) from the tissue, to the Detection Unit.

Detection Unit — provides detection to transform the Refl and Fluor light into
electrical signals which are transmitted to the electronics board for amplification.
Electronics Unit — provides amplification for the Refl and Fluor signals as well
as control of the detector gain and driver for the UV LED. The amplified signals
are transmitted to Analog to Digital convertor module.

USB-6009 module — provides Analog to Digital (A/D) conversion for the Refl
and Fluor signals and Digital to Analog (D/A) conversion for control signals sent
from a PC to control the function of the MitoViewer.

PC - Personal Computer enables control of the MitoViewer operation through the
MitoViewer software.

Power Adaptor — provides the DC voltage for operation of the MitoViewer.

PMTL Refl Signal

D e‘[ec‘[i on

r-‘ 1 .
I Unit PMT2 Fluor Signal
1 PMT2 Gain Signal

National

Instruments

USB-6009

Electronics Unit

D/A A/D

Light UV LED Current
module

Source
Uﬁit PD Signal
Adapt
L o o e e | dpror

MitoViewer subunits diagram
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The front panel features SMA optical connectors for excitation and collection branches of
the fiber optic probe and the main power ON/OFF switch. The yellow LED indicator
above the Light Source Unit optical output connector is turned ON when the UV light is
emitted during measurement. The back panel features: a USB connector with a small
LED indicator, DC voltage power input jack, Ain analog input BNC connector (to enable
display of additional parameter side by side with NADH on the MitoViewer software),

DIO connector (enables triggering or synchronizing of the MitoViewer with external

devices).

9|Page

SYstem ON/,OFF Probe connector - Probe connector
pushbutton with LED 2 .
heet detection channel Lightsource channel

MitoViewer front panel

USB connector with Analogin DIO 12VDC
LED indicator BNC connector BNC connector Power jack

MitoViewer MV-2 back panel
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Standard MitoViewer MV-2 fiber optic probe

The standard fiber optic probe features a needle-type distal end designed for
measurements on exposed tissue by means of a micromanipulator or within a cannula.
The probe contains seven fibers which are arranged in a honeycomb structure in the distal
end. The central fiber is the excitation fiber which delivers the UV LED light to the
tissue. The six satellite fibers collect the light from the tissue and deliver it to the
detection unit in the MitoViewer. The proximal end of the probe features two branches
connectorized with optical SMA connectors. The thin branch contains the single
excitation fiber and should be connected to the Light Source Unit port on the front panel
of the MitoViewer. The thick branch contains the six collection fibers and should be

connected to the Detection Unit port in the front panel of the MitoViewer.

General Specifications:

Total length: 100 cm (+10cm / -0)
Common length: 80 cm (+5cm/ -0)
Fibers: Plastic optical fibers, &750um, NA=0.5

Number of excitation fibers: 1
Number of detection fibers: 6

Connectors: SMA 905 (x2)

Tip: Stainless steel Tube, 12G (0.109" OD), length 20mm.
Maximum temperature: 70°C

Sterilization method: Ethylene Oxide gas. Do not apply Autoclave sterilization!
Biocompatibility: Materials in contact with the tissue are known to be inert to

the tissues. However 1ISO 10993 or USP VI tests were not
performed on the probe to establish this claim.
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Additional equipment not provided with the MitoViewer:

1. PC with Windows XP / Vista / 7 operating system.

2. Methods and means for stabilizing the probe on the monitored tissue may require
special mechanisms or procedures. Consult Prizmatix regarding your specific
application.
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Software Installation

The software installation is performed in two steps:
1. Installation of the National Instruments software
e NI-DAQmx Driver
e Measurement and Automation Explorer
2. Setup of Prizmatix MitoViewer software.

Installation of the National Instruments software
1. Insert the National Instruments installation CD 1 of 2 of NI-DAQmXx into the CD

drive.
2. The auto run will start the setup software, please follow the instructions that

appear on the screen.
3. Click "Install Software™ in the following dialog box:

L In -
VNA'HDNAI.
@ Install Software INSTRUMENTS™
@ View ReadMe File
@ Browse CD

@ Exit

NI-DAQ

Data Acquisition Driver Software

ni.com/dataacquisition @ 2008 Mational Instrumants. Al rights reserved
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4. Following dialog box will appear:

Product Infermation
i A A BTN PN
intalled.

NI-DAD 8.7 Device Supporl

NI-DAGmx 8.7 tuppocts the Istest DAQ devices, nthuding C Senes, M Senes, E Sares, 5 Senes, B Sanes, USB

Senes, Analog Output A avetor, Counted/Timer, Digitsl 1/0, NI-653x, DSA, S04, and SCC devices. The last

wersicn of NI-CADm:x to support the PCI-7041/6040E device is 81; # you need suppast for this device, donot instal

thes wersion of NI-UAG M. Hebes bo the NI-DAG Feasdme for suppored device models. Tradtiona NI-DAG |

1| iz an older divar with an outdated AFf that supports some addtional cider DA devices but not o of the latest DAJ
devices. Apphations developed with earler versions of NI-DAD) wil i under [radibonal NIDAL [Legacyl You can

use both NI-Dalims and Tradiional NI-DAD [Legacy] in the same computer, but must reset devices before changrg

irom Tradibora NI-DAQ [Legacy| to NI-DAQmo. Refer to the NI-DAD Readme lor guideines

S R d hom NI-DAD 7 0 and Labes

NI-DAQD 7.0 and later suppoits diferent devices, opstaling systems, aophication software, and pogramiming language
[wersicns than previous rleases of NI-DAC, Stating wath verion 7.0, NI-DAQ device support exchudes Vi< DAQ,
Femcte SC<. 120)5«: DAQ. the DAOCard-50C/700 fardy. parallel port DADPads. and several other lder
devices. Do not install NI-DAD 7.0 or later if your esisting app Refer to the
HI-DA0 Readme file on the distribution

[SaveFie.. | [ ccBack Neit > Concel |

5. Press Next and the following dialog box will appear:

% NI-DAQmx B.7.1
Destinastion Duectory
Select the primary instalation deectory. ym“
To change the dsfaull folder for instaling N. d fiweare, chck the
Brovese button and select another iokder. 'You can selact indnidual component q
[ lecations in the rewt dalog

Destination Diectory

|C'\P!WUI|F‘”\NM|M;\ | [ Browse...

[ << Back Neat 3> Cancel -]
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6. If you would like to install the National Instruments software into different
location, use the Browse button to change the installation location. Press Next to

continue the setup. Next the following dialog box will appear:

W NIDAOm: R. 7.1
Features
s ik WnsmonaL
= NI-DAOmx 8.7.1 A NI-DADme the next-generation NI-DAD driver vath
@ =] LabVIEW 85 Support m\n;m_muwmmm:r::
M= LabVIEW B.2 Sugpont PrOgamimIng jour mesturement devices. new
@ 5 <] LebVIEW B80S features and advantages over the previous vertion
B M =) LabVIEW 7.1 Suppont
X =] LatVIEW Real-Tme Support £
# X_v| LabWindows/OVI Supoort % = =
3% _ =] Labwindows/CVI Real Tine Sug
# X =] Meanurement Studio lor Visual C This feature vwill be installed on (he local hard drive.
# o] Meansement Shuks lor Vsl ©
@ % _=| MET Framework 1.1 Langusges
% 3 «| NET Framework 20 Languages
@ =D | Microsok Visual C Suppont Thes feshure and its selected subcomponents may
& % =] Microzol Visual Basic 6.0 Suppc requre up to 228 MB of ditk space.
3 =] OPCAarisble Support
% 35| NI LabvIEW SignalE morvess 251 =
< >
Directory for NI-DAGm 8. 7.1
C:\Program Fles\Naticnal Instruments\NI-DAGN Browse.
| | | |
| Restore Detouts | [Cisk Cost] | <sBack W Hew>> [l Concel |

7. Press Next to approve the installation of the additional features of the driver. The

following dialog box with license agreement will appear:

W NIL.DADmM 8.7.1

Licenze Agreement
ous muss accant the bansals) dssisped hakws 1o peccaad N Mers

NATIONAL INSTRUMENTS SOFTWARE LICENSE AGREEMENT -~

INSTALLATION NOTICE: THIS IS A CONTRACT. BEFORE YOU DOWNLOAD THE SOF TWARE
ANDIOR COMPLETE THE INSTALLATION PROCESS, CAREFULLY READ THIS AGREEMENT, BY
DOWMLOADIMNG THE SOFTWARE ANDIOR CLICKING THE APPLICABLE BUTTOMN TO

| |CCMPLETE THE INSTALLATION PROCESS, YOU CONSENT TO THE TERMS OF THIS
AGREEMENT AND YOU ABREE TO BE BOUND BY THIS AGREEMENT. IF YOU DO NOTWISH TO
AFCOME A PARTY TO THIS AGRFEMENT AND BF BOUIND AY ALL OF ITS TERMS AND
CONDITIONS, CLICK THE APPROPRIATE BUTTON TO CANCEL THE INSTALLATION PROCESS,
DO NOT INSTALL OR USE THE SOF TWARE, AND RETURN THE SOF TWARE WITHIN THIRTY
(30) DAYS OF RECEIPT OF THE SOFTWARE (INCLUDING ALL ACCOMPANYING WRITTEN
MATERIALS, ALONG WITH THEIR CONTAINERS) TO THE PLACE YOU OBTAINED THEM. ALL
RETURNS SHALL BE SUBJECT TO NI'S THEN CURRENT RETURN POLICY

1. Definfions As used in this Ag the gtlerms have the mearings

I@lmaﬂh!.‘-:arummﬂs] l |
g ]

[ i< Back “ MNeat >> ” Cancsl ]
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8. Accept the license agreement, and click Next. Following dialog box with end-user
agreement will appear:

= HI-DAGE 8.7.1

License Agreement

Wews st sccept the kesnse(t] depluged balow: bo procesd. wm
M504 Wi
ENDULUEER UCENEE AGREEVENTFORMCROECFTSOFTWARE -~
| IMICHUSOF T XML CORE SERVICES (MSXML) 4.0 ]

IMPOF.TAHT-P.EAD CAREFULLY: This Microsoft End-User Leerse Ageement ("EULA") s &
apeement between you (either an indhvidual or & single entity) ind Microsoft Comporation for the
icrosoft software identifled sbove, which may include computer seftware, asociated media, printed
materiaki, and “online™ or electrorse docwmentstion (SOFTWARET). By downlosding, installing,
copying, or otherwise using the SOFTWARE, you agres to be bound by the terms of this EULA. If
[yrena do ot agres 1o the terme of this EULA, do not inetall oruss the SOFTWARE.

[The SOFTWARE i protected by copyright luws md intersational copyright treaties, as well w other

treati
otshckon progerty Jo s it Moo o phlee oo e e SopT und e

Olmumzumwwml
=

[ scpek  J[ Hemsz [ Coca |

9. Accept the license and click Next. Following Dialog will appear. Click Next to
start the installation:

=] L X
| ¥ NI-DAQmx 8.7.1

NATIONAL
YINSTHUMENTS'

Overall Progiess

(] l

Cunently installing NI Uninstaller. Part 1 of 96

i Copying new files

Cancel
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10. During the Installation Process you will need to insert Disk 2 of 2:

& NI-DAQmX 8.7.1

Insert Source @
Please inseit the disk labeled NI-DAQMx 8.7.1 Dick 2.

Dverall Progress

| (i .

Cunently installir

| If the required files may be found elsewhere, please enter that location

I ol

The specified loldar does not contain the correct volume.

[ RescanDive | | Cancel |

Cancel

11. At the end of the process following dialog box will appear. Press Next to approve.

W NI-DAQmx 8.7.1

Inetalation Complate wm

The features in this installation have been successiully updated You may be prompled Lo reboot alter
dmissing this diakg.

. |

12. The following dialog box appears. Click Restart to reboot the computer.

f‘g “rou mast restaet pour o dote thiz

If you need to install hardware now, shat dowven the computer. If you
::‘mlommldn,l-nmmwuhﬂmlmwum
trare.

[ Fostart ] I Shast Dovens ] [ Fostart Later ]

16 |Page MitoViewer User Manual



Prizmatix

Configuration of National Instruments USB-6009 device

1. After the software has been properly installed and the computer restarted, connect
the USB cable as follows: plug the square (Type B) USB connector to the USB
port on the back of the MitoViewer MV-2 and the rectangular (Type A) USB
connector to the USB port in your computer.

2. The computer will identify the new hardware and will start with "Found new
hardware" procedure.

3. The new hardware is National Instruments A/D module called USB-6009 or USB-
6009-OEM.

4. The system will automatically recognize the new hardware and will report that the
new hardware is ready for use.

5. The following dialog box will appear:

3 New Data Acquisition Device

MI-DAQmx has detected a new data acquisition device:

ﬁ' LU5E-5009

“What would you like to da?

@ B_sgin a Measurement with This Device

et Fun Test Panels

Corfigure and Tes

L, Bl sing MI Messuremenl

@ Take Mo Action

< | @

[ Abways Take This Action

oK | Cancel

6. Click on Configure and Test This Device.
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7. The following screen, titled " NI USB 6009 "Dev1" Measurement & Automation

Explorer" will appear:

X M USE-6009: “Devl” - Meaturemen! & Automation Exalorer

» < [ G | A ko= | S s i LM Coow T
= 3 My System -
- (3 Dota Neighberhood Hae [T™ Gk | = 2

= & Devces and Intsrfaces =] Serial humber BA40RIFC
= [ MI-DAer: Devices NI-
DAGS Dovies
# IEL R System [Uired d .
o ks Basics
3 51 Software
< il Vi trivers e ——
What do you want
)

+ &) Rasmcte Systems

) Abuses | *4] Colbestion | < »

8. The National Instruments USB-6009 device will be listed in the side menu. Make
sure that the NI USB-6009-OEM (or NI USB-6009) is marked as Dev1.

9. If the NI USB-6009-OEM is named as Dev2 or by other name, rename it to Dev1l.

10. In order to rename the NI USB-6009-OEM as Dev1:

e Click on the NI USB-6009-OEM with left button of the mouse and select
option Rename from the list.

e Change the name of the NI USB-6009-OEM to Dev1 and click anywhere
outside. The name will change to NI USB-6009-OEM: ""Dev1"
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11. Click on Self-test icon to check the functionality of the NI USB-6009-OEM.

X HIUSB-6009: "Dav1™ - Measuremant & Automatinn Explarer

Configuratio L) > B Test Panele | %, Fevet Devie | [a8Creste Tack % |5 e el
& Name Va Beack —_-J i‘
5 P e ared bk ioces (=] Sowiad Mt 01404
= [l M1-DAGM: Devices NI-

W9 NIUS-£005: Tevi® DAQmx Device
# FXIFXI System (Lredercfied) .
5 aall Scaiss Basics
4 (3 Sofware

& (i Vi Devvers

i ) Remote Systems What do you want

o do?

& Bun e NEDADmx
IsstFonels

& Bamove the
The device has paised the sef-test. .

& Viewor change
device groporios

5] Amuses [*] Cobiaion] ¢ >

12. A report message should appear: "The device has passed the self-test"
13. Close the Measurement & Automation Explorer.

14. Tip: another option to access the Measurement & Automation Explorer is by

clicking the following icon on the desktop:

A

Measurement &
Automation
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Installation of the Prizmatix MitoViewer software

1. Insert the Prizmatix MitoViewer software installation CD into the CD drive.

2. Run the setup.exe to initialize the installation process.

rch i Folders |v

install

R 2,108 KB

== InstMsiv

@«

windows Installer Package

Installer For the Windows Inst..,
Microsoft Corporation

.--:.—."':'!'.‘ setup
= r’ Configuration Settings
1KEB

A data
e 27,085 KB

== TnistMsi
Installer For the Windows Inst,,,
Microsoft Corporation

3. The following dialog box will appear:

@ MitoYiewer_1.017 Setup

7

i =|olx|
Welcome to the
MitoViewer_1.017 Installation
Wizard

Itiz strangly recommended that you exit all Windows programs
befare running this setup program.

Click Cancel to quit the setup program, then close any programs
you have unning. Click Mext to continue the installation.

‘WARMIMG: This program iz protected by copyright law and
international treaties

Unautharized reproduction or distribution of thiz programm, or any
portion of it, may rezult in severe civil and criminal penalties, and
will be prosecuted to the maximum extent possible under law.

< Back

Cancel
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4. Press Next, the following dialog box will appear:

& Mito¥iewer_1.017 Setup

Destination Folder

Select a folder where the application will be installed.

The installation wizard will install the files far MitoYiewer_1.017 in the follawing falder.
To inztallinto a different folder, click the Browse button, and select anather folder

*You can choose naot to install MitaWiewer_1.017 by clicking Cancel ta exit the installation
wizard.

" Destination Folder

C:%Program Files\MitoWiewer' Browse | ‘

< Back Cancel

5. If you would like to install the MitoViewer software into different location, use
Browse button to change the installation location. Press Next to continue the

setup. The following dialog box will appear:

i Mito¥iewer_1.017 Setup

Ready to Install the Application

Click Mext to begin installation.

Click the Back buttan to reenter the installation infarmation or click Cancel to exit
the wizard.

< Back Cancel

21| Page MitoViewer User Manual



Prizmatix

6. Press Next to approve the installation of the software. The following dialog box

will appear showing the process of the installation:

i MitoViewer_1.017 Setup i P i 5

Updating System
The features you selected are curently being installed.

ANNRNRENEER

7. At the end of the process the following dialog box will appear. Press Finish to

approve.

& MitoYiewer_1.017 Setup i o i 3

MitoViewer_1.017 has been

VA successfully installed.

Click. the Finish button to exit this installation.

< Back Caticel
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8. In order to run the MitoViewer software go to:

Start>Programs>MitoViwer>MitoViwer as in following figure:

‘Windows Explarer

L
E Programs 3 I Games 12
: Microsoft Excel
|- 4 Dacuments ¥ i) CaD Prafiler ’
x 5 Mational Instruments  #
g) Settings
IF7) Birdvision 3
) search er 3 Mitohiewer 1.017

F 4
a Help and Support:
=

—J Run..

\_] Log OFf user. ..

Eﬂ)l Turn OFF Camputer. .,
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MitoViewer Software Usage

Connect all cables as described in the Set Up of the Device section.
Run the MitoViewer software as described at the end of previous section.
The following screen will appear:

= / 998
160+ Fluor

o 999

. 100 2

ias Prizmatix  MitoViewer uaias f {199 Um\_
Debeciors Vakies At Ranging LED Pirwer Befl Coneed Fugr Cannel C ﬂ
PMT1
— [ o | By e |_l
) vgh Sgna "”l w0 !
A= A | powsgn : Cighgan g 5!
‘3.73 LED FDY _ﬂ‘ 2 Lew Gan a~ q '-
— | = =] ]
. & Disabded 0= LE o
o o o om -

| D PR N e \n

Main screen of MitoViewer software

The main screen comprises the following controls and indicators:

1.

© N o g Bk~ w D

Main graph area displaying the Refl, Fluor, NADH and PD parameters as function
of time.

Current numerical values of Refl, Fluor, NADH and PD.

Control buttons Marker, Normalization, Clear Chart and Stop.

LED power level control panel.

Refl PMT detector control panel.

Fluor PMT detector control panel.

Detectors Values indicator and smoothing control panel.

Auto Ranging feature control panel.
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In order to start measurement the following steps shall be performed:

1.

At LED Power panel press ON button to enable the UV excitation light and start
data acquisition.

Increase the LED power level control slider close to the level indicated by the
yellow arrow. Watch the LED power level at the Detectors Values indicator panel
- LED PD. At the start of the measurements the LED PD value will be within the
range of 3.5 to 4.5.

Gradually increase the Refl PMT1 gain control slider, while watching the PMT1
Refl indicator (at Detectors Values indicator panel). At this initial stage of the
measurements the PMT1 Refl value will be about 4. If the PMT1 Refl signal is
too low or too high the LED indicator will change to red. If the signal level is
within acceptable limits the LED indicator will change to green.

Gradually increase the Fluor PMT2 gain control slider while watching the PMT2
Fluor indicator (at Detectors Values indicator panel). At this initial stage of
measurement the PMT2 Fluor value will be around 4.

If the PMT2 Fluor signal is too low or too high the LED indicator will change to

red. If the signal level is within limits the LED indicator will change to green.
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6. Press the Normalization button to normalize all signals to 100%. The

Normalization event will be marked by the marker.
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7. In order to clear unwanted traces from the chart use the Clear Chart button. This

will clear the chart area and the chart drawing will start from the left side of the

graph. The data in the file will not be influenced from this operation.
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8. In order to mark important events during the measurements use the Marker button

on the right side of the main screen. The marker will appear at the chart screen
and on the stored data file.

2 X 97.5

i / NADH
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“ ) Hagh signal 1003 . 80 :
dlare  mmAwer | ) cowsgna :E Dikion]] o roncan
gl3ra  LEDPD == 1) Low Gan ”::I 12! Low Gan
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9. Scaling of the chart can be performed by simply clicking on the upper or lower

scale and changing the maximum or minimum value of the scale.
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10. In order to enable continuous measurements without detector saturations or too

low S/N conditions the auto-ranging feature may be engaged.

Detectors Values Auto Ranging LED Power
: ON
|5.’5 PMT1 Refl
| ) High Signal IME
J 3.83 PMT2 Fuor ) Low Signal W‘E
S 60
o373 LED 4°§
-
Smoothing 0:
H10 /
'dﬁﬁ

11. During Auto-Ranging the LED Power will automatically change to bring the PMT

detectors within reasonable operation gain.

12. The Smoothing constant may be changed by clicking on the current value and

choosing different value.

J341 PMT1ReN A34  pMTLRef
W35 pvm2ruor Ml | |[323  PMT2 Fuor
/379 1EDPD g3s  ©° |eD

2

3

S 4
o v10

13. At the end of the measurement, press the stop button to end the UV LED
excitation and to stop data acquisition.

Note: Always stop the software by only using the Stop button.
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14. Data storage

The data is stored in an ASCII Tab delimited text file *. TXT file. The file can be

reviewed by simple editor.exe

T

TextFile.tut - Notepad

M=l X]

Be Edc Format \iew Help

5/3/2010 11:50:55
5/3/2010 11:50:56
5/3/2010 11:50:57
5/3/2010 11:50:58
3/3/2010 11:50:59
5/3/2010 11:51:00
5/3/2010 11:51:01
5/3/2010 11:51:02
5/3/2010 11:51:03
5/3/2010 11:51:04
5/3/2010 11:51:05
5/3/2010 11:51:06
5/3/2010 11:51:07
5/3/2010 11:51:08
5/3/2010 11:51:09
5/3/2010 11:51:10
5/3/2010 11:51:11
5/3/2010 11:51:12
5/3/2010 11:51:13

29,000 100,024 99,966 99,942
30.000 100,036 99890 99,855
31,000 100,045 99,816 99,771
32.000 100.034 99.766 99.732
33.000 100.009 99.772 99,764
. 99.978 99.727 99.749
35.000 99,975 99.7456 99.771
36.000 99,997 90.741 99.744
37.000 99.981 99.753 99.773
38.000 99,968 99.806 99.838
30.000 99.935 99.762 99.826
40,000 99,888 99.795 99,907
99,869 99816 99.948
42,000 99,867 99.821 99,954
43.000 99.867 99.844 99.978
44.000 99.884 99.877 099.993
. 99,881 99.816 99.935
46,000 99,853 99.777 99,923
A7.000 99,857 00746 99 800

ZRTEREEREREE
g

=
=
¥
=

BZE22Z
g

Following is the description of the file columns:

(1) Time

(2) Point number from start of the file

(3) Refl Value (not normalized to PD)

(4) Fluor value (not normalized to PD)

(5) NADH

(6) LED Photodiode

(7) Marker

The Red arrow shows the Marker signature.
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99,906 0.000
99,907  0.000
99.911 0.000
99,911 0.000
99,899 0.000
99,900 0,000
99, B97  0.000
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99 880 0.000
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The file can be imported and analyzed in Microsoft Excel. In order to import the data into

Excel choose Text Files (*.prn; *txt, *crv) option at Files of type selection at File Open

dialog box as shown in following figure:

23

+ My Recent
I pocuments

|} peskop

£y My
f_‘l Documents

My
:} Computer

-y My Network
Doinces

Sze Type
11KB Text Document

] @-2 X maE-

Date Modified
2/21/2010 12:19 AM

File pame: Ll
Files of type: } | Teut Files (.pm; =.bd; ".cv) w
R ey [r—
4|
The file will be imported into excel in correct order as shown here:
‘ . E‘ = TextFile.txt - Microsoft Excel = x
7 a = i e @ - = x

- He 1 Page@yuutﬁ Furla; Rt\éw v : : = @

2 & 7 calibri -|11 - = General ~ || ER Conditional Formatting - = 3* Insert ~ = - ? Lﬁ

= G ([ | a| == |'$ - % || 55 Format as Table - 5% pelete - || (@] -

Paste - - Sort & Find &

2 S | | [ R 5 Cell Styles - B Format - || 22 - Jyor seleet -

Clipboard = Font = Alignment = | Number = Styles cells Editing
[ Ma1 ~ @ £l
A | B G o | E | F G H J

31 5/3/2010 11:50 30 100.036  99.89  99.855 99.971 0
32 5/3/2010 11:50 31 100.045 99.816 99.771 99.957 0
33 5/3/2010 11:50 32 100.034 99.766 99.732 99.946 0
34 5/3/2010 11:50 33 100.009 99.772  99.764  99.936 0
35 5/3/2010 11:51 34 99.978 99.727 99.749  99.924 0
36 5/3/2010 11:51 35 99.975 99.746  99.771  99.912 0
37 5/3/2010 11:51 36 99.997 99.741  99.744  99.904 o
38 5/3/2010 11:51 37 99.981 99.753 99.773  99.905 100
39 5/3/2010 11:51 38 99.968 99.806  99.838  99.897 )
40 5/3/2010 11:51 39 99.935 99.762 99.826 99.906 0
41‘ 5/3/2010 11:51 40 09.888 99.795 99.907 99.907 0
42 5/3/2010 11:51 41 99.869 99.816 99.948 99.911 0
43 5/3/2010 11:51 42  99.867 99.821  99.954  99.911 0
44 5/3/2010 11:51 43 99.867 99.844 99.978  99.899 0
45 5/3/2010 11:51 44 99.884 99.877  99.993 99.9 0
46 5/3/2010 11:51 45  99.881 99.816 99.935  99.897 o
47 5/3/2010 11:51 46 99.853 99.777 99.923  99.894 o
48 5/3/2010 11:51 47  99.857 99.746 90.89 90.88 o
4 < » »i| TextFile <2 m i 0
Ready | [EEEFr e =—=hE=——
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Appendix A:

Real-time evaluation of mitochondrial function by monitoring
NADH redox state using the MitoViewer

The MitoViewer MV-2 is based on principles and technologies that have emerged during
the last five decades, and the user is strongly advised to read a few publications before
starting to use device routinely. The broad spectrum of publications on NADH
monitoring was reviewed most recently by Mayevsky and Rogatsky (2007). Several other
articles appear in the list of publications attached to this document. Accordingly, only

few significant points will be discuss in the following paragraphs.

Introduction

Only the reduced form of NAD+, i.e. NADH, absorbs UV light at nearly the entire UVA
spectrum area (315-400 nm), and fluoresces at 420-480 nm. A small part of the excitation
light delivered to the tissue by the excitation optical fiber will be absorbed and re-emitted
as fluorescence by NADH. Any change in the redox status of NAD+/NADH will be
reflected in the intensity of the emitted fluorescence, while the more reduced state
(NADH) shows grater intensity of fluorescence than the oxidized state (NAD+).

The redox state of NADH - and hence the fluorescence - depends on the availability of
oxygen as well as on the rate of ATP turnover (ADP availability). When ATP
consumption is constant, a decrease in intracellular O2 shifts the redox potential to a
more reduced state, thereby increasing [NADH] and fluorescence intensity. When the O2
level is 0, [NADH] accumulates to its maximal level. On the other hand, when [O2] is not
a limiting factor any increase in ATP turnover (ADP availability) induces a shift in the
mitochondrial NADH redox potential to a more oxidized state, thus decreasing the
fluorescence signal intensity. Due to the dual dependence of the NADH redox state on
02 availability and ATP turnover, the cause for a change in fluorescent signal is not

unambiguous. However, combined with the information provided by other technologies
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and parameters such as microcirculatory blood flow, a more accurate interpretation of the
NADH fluorescence changes can be accomplished.

There is general agreement on the characteristics of the NADH spectra and their
biochemical significance when measured in vivo and in vitro. The absorption and
fluorescence spectra of NADH (the reduced form) have been well characterized at
different levels of organizational complexity: in solution, cell suspension, tissue slices,
perfused organs and under in vivo monitoring conditions.

The conceptual foundations for tissue mitochondrial NADH fluorometry were established
in the early 50's by Britton Chance. He defined various metabolic states of activity or rest
for in vitro mitochondria preparation. These metabolic states depend on the availability of
oxygen, substrate and phosphate acceptor (ADP), and are associated with different redox
states of NAD+/NADH.

In the current paper, the brain is given as an in vivo example due to the relatively large
amount of published material on this organ, yet the same technology and data
interpretation could be presented for other organs in vivo and in vitro. As in most optical
monitoring systems, the main critical factor in achieving good NADH results is the stable
contact between the fiber optic probe and the analyzed tissue. This goal is more easily
achieved in brain monitoring and therefore the typical results of this organ will be

presented.

Total backscattered light-reflectance signal

Due to the scattering of excitation light by the tissue, some small part of the excitation
light is reflected back to the tissue surface, collected by the collecting fibers and
transmitted to the photodetector. This light intensity is referred to as backscattered or
reflectance signal.

A certain amount of light is absorbed by the tissue (primarily due to hemoglobin). The
reflectance signals are inversely correlated to the level of light absorption by the tissue.
Since hemoglobin is the main absorption element in the tissue, upon blood elimination
from the tissue the Reflectance signal increases dramatically. Conversely, when the tissue

becomes more perfused with blood, Reflectance decreases. Accordingly, Reflectance
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provides information regarding blood volume in the tissue. This feature of the
Reflectance signal also helps to correct "artifacts” in the NADH fluorescence signal due
to changes in tissue blood volume. When the blood volume increases, the Reflectance
and the Fluorescence signals decrease even when the oxygen levels remain the same and
vice versa. Various algorithms, including F/R and F-R, have been used for correction. It
is recommended to study the best correction technique for the specific monitored tissue,
although the two approaches can be applied in most cases. For details see Mayevsky and
Rogatsky 2007.
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Appendix B:

Typical Results while monitoring the Brain in vivo

The fiber optic probe of the MitoViewer was attached to the surface of the brain via an
appropriate holder cemented to the skull with dental acrylic cement. We used rats (200-
250 grams) anesthetized and operated as discussed in the various papers appears in the
attached list.

Fig. B1 presents typical responses of the brain to complete oxygen depletion by exposing
the rat to 100% nitrogen. As can be seen the Fluor signal (blue) is elevated due to
inhibition of the respiratory chain activity. The Refl signal (green) is decreasing, as
expected under this condition, due to the elevation in blood volume in the monitored
tissue. The corrected NADH signal (black) shows a symmetrical increase and decrease
during the anoxic cycle.
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Fig. B1: Responses to Anoxia (100% nitrogen)

Fig. B2 shows the responses to 2 events affecting the oxygen levels, in the brain, in
opposite directions. In the left side the rat was exposed to hypoxia (mixture of 6% oxygen
and 94% nitrogen) while in the right side of the figure to hyperoxia (100% oxygen). As
expected, under hypoxia the Fluor signal and NADH were moderately elevated compared

to anoxia and the Refl signal shows the same direction as in anoxia. When the rat was
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exposed to hyperoxia the NADH became more oxidized (decrease signal) and the Refl

signal was elevated due to decrease in blood volume in the tissue
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Fig. B2: Responses to Anoxia (100% nitrogen)

In Fig. B3, the effects of partial ischemia (occlusion of right and left carotid arteries) are
presented. As expected, the blood volume decreased momentarily due to the occlusion as
seen in the increase of the Refl signal. The Fluor and the NADH signals were initially
elevated to high levels followed by a spontaneous partial recovery. Under this situation
the ischemia is not complete due to the compensation of blood via the circle of Willis.
Only after reopening two of the carotid arteries the signals recovered to the baseline

levels.
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Fig. B3: Effect of Ischemia (Occlusion of 2 carotid arteries)

The effects of deep anesthesia are presented in Fig. B4, compared to a ten minute control
period shown in Fig. B5. When the preparation of the monitored tissue is good it is
possible to have very stable signals. After injection of the Urethane the Fluor and the
NADH signals was elevated slightly to a higher level, probably due to decrease in oxygen

consumption.
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Fig. B4: Effect of deep anaesthesia induced by IP injection of Urethane.
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Fig. B5: Stability of signals during 10 minutes

The effects of the increase in energy consumption, shown in Fig. B6, were induced by
exposure of the brain to Cortical Spreading Depression (by high level of potassium.). In
the normoxic brain the oxygen supply is not limited, and accordinly the Fluor (blue) and
the NADH (red) decreased due to the oxidation of NADH. Under this condition the ATP
turnover was dramatically increased and the extra oxygen supply was provided by an

increase in microcirculatory blood flow.
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Fig. B6: Effect of Cortical Spreading Depression (SD) induced by topical application
0.5 M KCI.
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