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GENERAL INFORMATION

GENERAL INFORMATION
Important Safety Advice

Warning: Make sure to read the following advice prior to installation or use of the device and the software. If you do not
fulfill all requirements stated below, this may lead to malfunctions or breakage of connected hardware, or even fatal injuries.

work. Work according to good laboratory practice to obtain best results and to minimize risks.

Warning: The device and the software are not intended for medical uses and must not be used on humans. MCS assumes no
responsibility in any case of contravention.

: Warning: Always obey the rules of local regulations and laws. Only qualified personnel should be allowed to perform laboratory

The product has been built to the state of the art and in accordance with recognized safety engineering rules. The device may only

. be used for its intended purpose;
. be used when in a perfect condition.

Improper use could lead to serious, even fatal injuries to the user or third parties and damage to the device itself or other material damage.
Malfunctions which could impair safety should be rectified immediately.
Grounding

This product is grounded through the grounding conductor on the power cord. To avoid electric shock, the grounding conductor must be
connected to earth.

Orient the Equipment Properly

Do not orient the equipment so that it is difficult to manage the disconnection device.

High Voltage
Electrical cords must be properly laid and installed. The length and quality of the cords must be in accordance with local provisions.

Only qualified technicians may work on the electrical system. It is essential that the accident prevention regulations and those of the employers'
liability associations are observed.

Each time before starting up, make sure that the power supply agrees with the specifications of the product. Check the power cord for damage
each time the site is changed. Damaged power cords should be replaced immediately and may never be reused. Check the leads for damage.
Damaged leads should be replaced immediately and may never be reused. Do not try to insert anything sharp or metallic into the vents or the
case. Liquids may cause short circuits or other damage. Always keep the device and the power cords dry. Do not handle it with wet hands.

Requirements for the Installation

Make sure that the device is not exposed to direct sunlight. Do not place anything on top of the device, and do not place it on top of another heat
producing device, so that the air can circulate freely.

Explanation of the Symbols used

--a-
Caution / Warning DC, direct current
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GENERAL INFORMATION

Guarantee and Liability

The general conditions of sale and delivery of Multi Channel Systems MCS GmbH always apply. They can be found online at
https://www.multichannelsystems.com/sites/multichannelsystems.com/files/documents/Terms%20and%20Conditions.pdf

Multi Channel Systems MCS GmbH makes no guarantee as to the accuracy of any and all tests and data generated by the use of the device
or the software. It is up to the user to use good laboratory practice to establish the validity of his / her findings.

Guarantee and liability claims in the event of injury or material damage are excluded when they are the result of one of the following:

. Improper use of the device.

. Improper installation, commissioning, operation or maintenance of the device.

. Operating the device when the safety and protective devices are defective and/or inoperable.

. Non-observance of the instructions in the manual with regard to transport, storage, installation, commissioning, operation
or maintenance of the device.

. Unauthorized structural alterations to the device.

. Unauthorized modifications to the system settings.

. Inadequate monitoring of device components subject to wear.

. Improperly executed and unauthorized repairs.

. Unauthorized opening of the device or its components.

. Catastrophic events due to the effect of foreign bodies or acts of God.

Operator's Obligations
The operator is obliged to allow only persons to work on the device, who
. are familiar with the safety at work and accident prevention regulations and have been instructed how to use the device;
. are professionally qualified or have specialist knowledge and training and have received instruction in the use of the device;

. have read and understood the chapter on safety and the warning instructions in this manual and confirmed this with their signature.

It must be monitored at regular intervals that the operating personnel are working safely. Personnel still undergoing training may only work on the
device under the supervision of an experienced person.
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PRODUCT OVERVIEW

PRODUCT OVERVIEW

Welcome to the Multiwell-MEA-System

The Multiwell-MEA-System is a member of the Multi Channel Systems MCS GmbH MEA product family. Featuring 24- and 96-well plate format,
it is the perfect tool for medium and high throughput electrophysiology.

The Multiwell-MEA-System includes high-quality, low-noise amplifiers, and freely programmable stimulators. The data is sampled at up to 50 kHz
per channel (simultaneously on all channels). Thus, the accuracy of your data is guaranteed, whether you record from cardiac or neuronal samples.

The Multiwell-MEA-System consists of four components:

1. The interface board contains the USB 3.0 interface to data acquisition computer and analog and digital in- and outputs for synchronization
with other instruments.

2. The headstage includes 288 channel amplifiers, analog/digital conversion, integrated heating, integrated stimulator, current and voltage
stimulation, selectable via software. Any electrode can be used as stimulation electrode. The sampling rate is up to 50 kHz per channel on all
electrodes simultaneously.

3. Three types of well plates are available: 24-well plates with 12 electrodes each and 96-well plates with 12 or 3 electrodes in each well.
Additionally, there is at least one reference electrode integrated in each well. The well plates are made from opaque epoxy substrate with gold

electrodes or from transparent glass substrate with gold electrodes, coated with PEDOT.

4. For data acquisition and detailed analysis two software versions are available, Multiwell-Screen and Multiwell-Analyzer. Depending on your
application, please run the software in "Cardio" or "Neuro" mode.

Multiwell-MEA-System e Publication 20211111 ¢ www.multichannelsystems.com 6



HARDWARE

HARDWARE

The Multiwell-MEA-System consists of two devices, the interface board and the headstage. The third component is the well plate.

Multiwell-MEA Headstage

Place the well plate into the designated area of the Multiwell-MEA headstage. Touch the left sensor button to close the brackets of the well plate
contacting unit, touch the right sensor button to open the brackets again.

GND SATAp
O

Connect the headstage via SATAp to iX cable to the HS/SCU socket 1 of the interface board IFB-C Multiboot. Ground the headstage, if necessary.
Please use the provided cable for the connection between grounding socket on the rear panel of the headstage and the external ground.

Multiwell-MEA-System e Publication 20211111 ¢ www.multichannelsystems.com



HARDWARE

Interface Board IFB-C Multiboot

The multiboot interface board IFB-C facilitates operation of all MCS in vitro and in vivo headstages within the entire 2100 amplifier solution suite.
This suite includes: MEA2100-HS, Multiwell-MEA-HS, CMOS-MEA-HS, MEA2100-Beta-Screen-HS, W2100-HS and ME2100-HS. The modular 2100
amplifier solution suite design makes it easy to modify your lab equipment generally with modest hardware upgrade investments.

Front Panel

SYNC ANALOG IN ANALOG IN CONNECT DIGITAL QUT D\G\TALIN

IFB-C aur i ® muttichnne \*0
em:

AAL_ 100 +s OO0 OOO0 o

From left to the right:

Sync OUT/IN

Two or more interface boards IFB-C can be daisy-chained by use of the Sync Out / Sync In connectors. All daisy-chained interface boards run on
the same clock — to allow perfectly synchronized recordings in large settings.

Analog Channels

Up to eight Analog In channels are available via 10-pin connector. Please read chapter “10-Pin Connector for Analog IN” in the Appendix for more
information about the pin layout. The additional analog inputs are intended for recording additional information from external devices, for
example, for recording patch clamp n parallel to the MEA recording.

Analog Channels 1 and 2

Two of these eight analog channels (Analog In No 1 and No 2) are separately available via Lemo connectors on the front panel of the interface
board IFB-C.

Two Status LEDs

The status LEDs indicate the link status of headstage HS 1 and / or HS 2. They light up when one or both headstages are connected to the IFB-C
interface board via iX-industrial cable.

Digital IN / OUT

A Digital IN / OUT for 16 digital in- and output bits is available (Honda-PCS-XE68LFD) on the rear panel of the interface board. On the front panel
four Digital IN and four Digital OUT bits are also accessible via Lemo connector (DIG IN bit 0 to bit 3 and DIG OUT bit O to bit 3). The Digital OUT
delivers TTL pulses with 3.3 V or 5 V. The voltage can be switched between these two voltages with the software IFB-Control, please read chapter
“IFB-Control” in the Appendix.

[=1 IFB-Control - Version 2.1.1 = %

MCS MuttiBoot Devices
MEA2100 (eoooc-A) v Exit

Headstage 1: |none Refresh Digttal-10-Voltage
® 5v
O33v

Headstage 2 |none

Available mutiboot images
® MEA2100

O MEA2100-32
EA2100-Lite

O MEA2100-Mini

O MEA2100-256

O Multiwel-MEA

O Muttiwel-MEA-Mini
(O MEA2100-Beta-Screen
O ME2100

O eCube

(O Graphene RagShip Core 2
O w2100
(O CMOS-MEAS000
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HARDWARE

If access to more bits of the DIG IN / OUT channel is required, it is necessary to connect a Digital IN / OUT extension Di/o board with a 68-pin
standard cable. This Di/o board is available as an optional accessory.

Ground

If an additional ground connection is needed, you can connect this plug with an external ground using a standard common jack (4 mm).

Rear Panel

ONIOFF POWER GND DIGITAL INJOUT
2avoC

O[O | | dool 100 & o,

From left to right:

AUDIO DSP ITAG 2 HS/SCU_1 usa-C UsB-C
[ A

Toggle Switch On / Off

Toggle switch for turning the device on and off. The Multiwell-MEA-System is switched to status "ON" when the toggle switch is switched to
the left. The device is switched "OFF" when the toggle switch is switched to the right. If the Multiwell-MEA-System is "ON", and the device is
connected to the power line, the Power LED on the front panel of the interface board should light up. If not, please check the power source

and cabling.

Power 24 VDC

Connect the power supply unit here. This power supply powers both, the headstage and the interface board IFB-C of the Multiwell-MEA-System.
The device needs 24V and 2.5A /60 W.

Ground

If an additional ground connection is needed, you can connect this plug with an external ground using a standard common jack (4 mm).

Digital IN / OUT

A Digital IN / OUT for 16 digital in- and output bits is available via Honda-PCS-XE68LFD connector. Please read chapter “Digital IN / OUT Connector”
in the Appendix for more information about the pin layout of the connector. The Digital IN / OUT connection accepts or generates standard TTL
signals. The Digital OUT delivers TTL pulses with 3.3 V or 5 V. The voltage can be switched between these two levels with the software IFB-Control,
please read chapter “IFB-Control” in the Appendix.

TTL stands for Transistor-Transistor Logic. A TTL pulse is defined as a digital signal for communication between two devices. A voltage between
0Vand 0.8V is considered as a logical state of 0 (LOW), and a voltage between 2 V and 3.3V or 5V means 1 (HIGH).

The Digital OUT allows generating a digital signal with up to 16 bits and read it out, for example, by using a Digital IN / OUT extension Di/o board.
You can utilize this digital signal to control and synchronize other devices with the Multiwell-MEA-System.

Bit O to 3 of the Digital OUT are separated and available as Lemo connector DIG OUT 0 to 3 on the front panel of the interface board. So, the Di/o
extension is only necessary if more than four trigger inputs or outputs are needed.

The Digital IN can be used to record additional information from external devices as a 16 bit encoded number. The Digital IN is most often used to

trigger recordings with a TTL signal. The 16 bit digital input channels is a stream of 16 bit values. The state of each bit (0 to 15) can be controlled
separately. Standard TTL signals are accepted as input signals on the digital inputs.

Warning: A voltage that is higher than +3.3 Volts or +5 Volts or lower than 0 Volts, that is, a negative voltage, applied to the
A digital input would destroy the electronics. Make sure that you apply only TTL pulses (0 to 3.3 V or 5 V) to the digital inputs.

Auxiliary Channels

Two reserve auxiliary channels are available for future use. They have no function at the moment. It is possible to use them in conjunction with the
Digital Signal Processor DSP for real-time feedback, but this feature is not available for Multiwell-MEA-Systems.

Audio OUT

To the Audio Out (3.5 mm phone jack) you can connect an audio system to make one or two of the electrode channels audible. This audio output

is real-time. Headphones or speakers can be connected directly to the Audio Out. Select the audible channels via software. Only two channels at
a time can be converted into sound (Stereo). The Audio Out is not in use in Multiwell-MEA-Systems.
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HARDWARE

JTAG Connector

The JTAG connector has access to the digital signal processor DSP. The DSP connector is used to program the digital signal processor DSP for the
real-time feature. This feature is currently not in use in Multiwell-MEA-Systems.

HS / scu

Socket 1 and 2 for connecting up to two Multiwell-MEA headstages via iX-industrial cable(s).

USB-C Connectors B and A
Both USB-C connectors are used to transfer the amplified and digitized data from all data channels and the additional digital and analog channels
to any connected data acquisition computer via USB-C cable. Connector A corresponds with connector iX-industrial input 1, and connector B with

iX-industrial input 2.

If both iX inputs are used, also both USB-C connections must be used. Both USB cables must be connected to different USB-C ports of the
computer, do not use an USB hub! Only use high grade USB-C cables, as provided with the system.
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HARDWARE

Multiwell-MEA Well Plates

Two different types of well plates are available: Multiwell plates on glass base and plates on epoxy base. For more information, please read the
respective datasheets and the “Multiwell Plate Quick Guide”.

The period of shelf-life for multiwell plates is six months from the date of delivery.
Well plates should be used as consumables. We generally recommend to always use new multiwell plates for your recordings. However, repeated
use is possible when paying attention to the cleaning and sterilization procedures. The number of cycles depends on the experimental design.

Repeated use of multiwell plates is on customer’s own risk.

Important: Ordered from Multi Channel Systems MCS GmbH, each well plate comes sterilized in a blister pack!

Multiwell Plates on Glass Base

96 well plates on glass base are available with 3 gold electrodes per well. The electrode diameter is 100 um, the distance between the electrodes
700 pum. They are perfect for neuronal cultures and the glass substrate facilitates visual check of cells under the microscope.

PEDOT coated gold electrodes on glass base are available in 24 wells with 12 electrodes per well. The electrode diameter is 30 um, the distance
between the electrodes 300 um. They are perfect for neuronal cultures and the glass substrate facilitates visual check of cells under the
microscope. The PEDOT coated gold electrodes are ideally suited for recordings and stimulation. Every single electrode can be selected

for stimulation.

Multiwell Plates on Epoxy Base

Gold electrodes on epoxy are available with 24 wells and 12 electrodes per well or 96 wells and 3 or 12 electrodes per well. The electrode
diameter is 100 um with 3 electrodes per well, or 80 um with 12 electrodes per well. Respectively the distance between the electrodes is

700 um with 3 electrodes per well, or 300 um with 12 electrodes per well. These plates are ideal for (iPS cell derived) cardiomyocytes.

Please read the respective datasheet in chapter "Datasheets" on page 144.

Multiwell Plates on Glass Base

96 well plate with 3 electrodes and 1 circular reference electrode in each well on glass base: 96W700/100G-288.

Multiwell Plates on Epoxy Base

24 well plate with 12 electrodes and 1 circular reference electrode in each well on epoxy base: 24W700/100F-288.
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Non-Transparent Multiwell Plates

Additionally, available are non-transparent 24 well plates to avoid optical radiation from well to well in case of optical stimulation via MW24-opto-
stim device.

24 well plate with 12 electrodes and 4 reference electrodes in each well on glass base: 24W300/30G-288-opto.

Multiwell-MEA-System ¢ Publication 20211111 ¢ www.multichannelsystems.com 12
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LED Stimulator

The LED stimulators MW24-opto-stim for 24 well plates and the MW96-opto-stim device for 96 well plates are using LED flashes with different
intensities and pulse frequencies as a stimulus, for example for optogenetic neuromodulation or retina experiments.

A LED stimulator may be used in combination with the Multiwell-MEA-System, or as stand-alone solution. Three LEDs in different wavelengths
per well are provided for 24 well plate stimulators, one LED per well is available for 96 well plate stimulators.

TEXXN NN

MW24-opto-stim MW96-opto-stim
Setup of an LED Stimulator

Connect the MW24/96-opto-stim device to any USB 2.0 or 3.0 connector. Connect the device to a power supply. The three Sync Out ports of the
stimulator will create TTL signals whenever the respective LED is on.

When using the MW24-opto-stim device, which provides three LEDs per well, all three Sync Out ports have to be connected to the Digital In ports
of the Multiwell-MEA-System interface board, for example to Digital In 1, 2, or 3.

== =
Digital In" Sync Out Sync Out Sync Out

| O

1 2 3 4
Lemo connector USB Power Supply Lemo connector

When using the MW96-opto-stim device, with one LED per well, the left Sync Out port beside the Digital In port on the rear panel of the stimulator
has to be connected to one of the Digital In ports of the interface board, for example to Digital In 1, 2, or 3.

®

Digital In USB  Power Sync Out

Place the MW24/96-opto-stim device upside down accurately on the well plate in the headstage of the Multiwell-MEA-System, so that the LEDs
are exactly over the wells of the well plate.

Control the LED stimulator device via the Multiwell-Screen software. The software allows to define independent stimulation patterns for all three

LED types. Stimulation patterns designed in the program are converted into pulses, which are sent to the stimulation LED(s). Please read chapter
"Optical Stimulation" on page 43 in "Multiwell Screen Software" for detailed information.
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INSTALLING THE SOFTWARE
System Requirements

Software: The following Microsoft Windows ® operating systems is required: 64-Bit Windows 10, Windows 8.1 (English and German versions
supported) with the NT file system. Other language versions may lead to software errors.

Important: The Multiwell-Screen software needs Windows 10 or 8.1 (64 Bit) for data acquisition. The Multiwell-Analyzer software needs
Windows 7, Windows 8.1 or Windows 10 (64 Bit).

Hardware: Multiwell-MEA-System and a data acquisition computer.

Due to the amount of recorded data, a computer with low performance may lead to performance problems; therefore, Multi Channel Systems
recommends an up-to-date computer with a SSD data memory. Please contact MCS or your local retailer for more information on recommended
computer hardware specification. Please note that there are sometimes hardware incompatibilities of the data acquisition system and computer
components; or that an inappropriate computer power supply may lead to artefact signals.

It is not recommended to run any applications in the background when using the Multiwell-Screen-Software. Please remove all applications from
the Autostart folder.

Important: You need to have installed the latest data acquisition driver to operate the device, which is automatically installed with Multiwell-
Screen software. The installation may be invalid if the data acquisition does not respond. Please contact Multi Channel Systems MCS GmbH
or your local retailer in this case.

Recommended Operating System Settings
The following automatic services of the Windows operating system interfere with the data storage on the hard disk and can lead to severe
performance limits in Multiwell-Screen. These routines were designed for
use on office computers but are not very useful for a data acquisition computer.
. Turn off "Screen Saver".
. Turn off "Windows Indexing Service". Only important for data hard drive.
. Manual management of automatic Windows Update.
. Power Options: Power scheme: Never turn off monitor, hard disk and system standby.
. It is not recommended to run any applications in the background when using Multiwell-Screen software. Remove all applications from
the "Autostart" folder.

. Be careful when using a virus scanner.

Please check the system requirements before you install the software. MCS cannot guarantee that the software works properly if these
requirements are not fulfilled.

Important: Please make sure that you have full control over your computer as an administrator. Otherwise, it is possible that the installed software

does not work properly.

General Software Features

The chapter "General Software Features" describes some of the Multiwell-Screen and Multiwell-Analyzer software features on base of examples.

Numeric Up-Down Box
Post: |500 24 ms

Adjust a value in the numeric up-down box either by clicking on the arrow buttons or by clicking into the window and moving the mouse wheel.
Turn the wheel forward and the level increases, turn the wheel backward and the value decreases in fast steps. Use the arrow buttons for fine
tuning the adjustment. The third possibility is a replacement of the number in the window by overwriting it, if the value is predefined, for example.

Zoom In and Zoom Out

Zoom Buttons

! Click the "Adjust to signal Min/Max" button. The scaling of the y-axis is set to the minimum and maximum of all visible samples in the
channel.

Q

Click the "Zoom" buttons. Zooming in cuts the scaling of the respective axis in a half and zooming out doubles the scaling.
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[rerp—

Zoom by Mouse-click

Additionally, to the zoom buttons you can freely zoom into a region of interest by moving the mouse inside a display from the left to the right
while pressing the left mouse button. Move the mouse from the right to the left for zooming out.

Alternatively, you can draw a rectangle with the left mouse in the display to zoom into a region of interest.

Moving the Display Presentation

Click onto the display with the right mouse button and keep the button pressed to move the data content of the display in any direction.

10 M

Voltage [uV]

Display Floating
Design your own display with the floating feature. Decouple a dialog display of your choice and place it wherever you want.

Settings .8

&
HEA0QqeBAE

Experiment Control

B -
£

Double-click the floating window to send it back to its default place.

Selecting Representative Channels

T

]

aow HQAQH

Click one of the channels of the well to select it, for example to display the channel in the single view. The selected channel is highlighted in green.
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To create the "Dose-Response" curve one channel has to be selected. It should be a representative channel which mirrors the activity in the well.

Please click the button "Select representative channel" first. The channel will be framed by a blue frame. The actual selected channel and the

representative channel may overlap, but they do not have to overlap.

Select different well and define the representative channel. This way it is possible to collect data for the dose-response curve.

Apply Settings to Wells

G @ E

Use the arrow buttons to "Undo last changes" and "Redo last changes" or for the "Reset".
-

=
Click the "Apply settings to all wells of that compound" button - and the following dialog appears, for example.

Select Settings to Apply
SR

| QT Detector
[V Search Start Offset
[#] Search Stop Offset
[¥] T Detection Target
[¥] Noise Suppression
[V] Peak Factor
(] Inter-Peak Noise Time

5 [V QT Runner

[] Overwrte Manual QT

0K Cancel

Select the settings you want to apply via check boxes. The settings will be immediately applied to all wells of the currently selected compound.

Click the "Apply changes to all wells" button
The settings will be immediately applied to all wells.

and the same dialog appears. Select the settings you want to apply via check boxes.
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Tooltips

In some dialogs tooltips are available to guide through the respective settings.

Detection Threshold
O Userdefired @

L a)
~ A

ke, detection threshold is computed as 2 multiple of the
10 standard deviation of the signal.

Thes value is multiplied with the standard deviation of

the signal to compute the d hrechald

Specify the minimum amount of time allowed for the signal
Msamum Rse T¥ 45 reach a point where it exceeds the detection threshold, e.g. 100 5.

Detection Timing

() Local min/max @ Global min/max
e Minima and masma can happen in any sequence
Search inteval. 20 throughout the search interval. I
Amount of time before and after the current time point to
Dead search for minima and maoma, ¢.9. 10 ms.

Tene Samp Type:  Mrimum v

Selects which time stamp is reported back to the application: oK I { Cancel |
The time stamp of the minimum or the maximum of the Na-peak §
of the point of the maximum siope.
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MULTIWELL-SCREEN SOFTWARE

E Multiwell-Screen - olEl
| Appicsion Commands Sesings  Halp
. Boseepose =@l

FA0Qe/ B0
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33
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1,1

NENTE N
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Waltage [u¥]
o i
-
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Parameter; R interval

Temperature Control | Lagie | Rawe Dt Crverviess | Merages OWell A1) | Faw Data (Well &1) | el | = [l
Mubtiwel-MEA-System: n/s Dats Acquesition: /s Stimdation: /s Recoeder na

The software Multiwell-Screen is developed for cardio and neuro applications and facilitates data acquisition and analysis. The software is used
for online monitoring and recording. It controls the Multiwell-MEA headstage and the interface board IFB-C, the MEA Xpress robot and the
MW24/96-Opto-Stim devices.

To start the software, please click the icon or select it from the program menu.

If a firmware update is available and the Multiwell-MEA-System is switched on, the firmware will be updated automatically.

The Multiwell-Screen Startup

g

Multiwell-MEA Experiment

T

MEA Xpress Experiment

A1,
£

MW-Opto-Stim MEA Xpress
Standalone Standalone

Q

Analyze Recordings
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The "Multiwell-Screen Startup" dialog for the selection of the operation mode of the Multiwell-Screen software:

. "Multiwell-MEA Experiment": Record data from the Multiwell-MEA headstage.

. "MEA Xpress Experiment": Record data from the Multiwell-MEA headstage with automated liquid handling by the MEA Xpress robot.

. "MW-Opto-Stim Standalone": Control a MW24/96-Opto-Stim device without a connected Multiwell-MEA headstage.

. "MEA Xpress Standalone": Control the MEA Xpress robot without a connected Multiwell-MEA headstage.

. "Analyze Recordings": Analyze previous Multiwell-Screen recordings either with the Multiwell-Screen Replayer function or the
Multiwell-Analyzer software.

The advantage of this initial selection is the automatic adaption of the software modules to your special experimental schedule. Parts of the
software you do not need will not be available, so the software is slenderly built and more intuitive. Nevertheless, you have the possibility to
change your initial settings while working later.

Click "Help" to view this manual and "Quit" to close the dialog and the software.

Click the “About” button to display the version number of the software.

Ea About X

Multiwell Screen *

Muttiwell-Screen

19400

Mutti Channel Systems MCS GmbH
Copyright © MCS 2015-2021

Click “Help” for online help and “Quit” to leave the dialog.

Experiment Selection

Application
Experiment Selection X
Select or customize an Experiment to continue
Applicaton
Cardiac Cells Mﬂhd!
Experments
Substance Screening
Test dose-dependent effects for one or more compounds
- L Sperment: Substance Screering
Substance Screenn Cel Type Screening s o
e o e Efects Stimuiation: None
431 Dosng Protocol Non Cumdative
— )
- — A [T] Petting: MEA Xpress
-
Custom Smple: Recording [ Recordng: Snge Fie

Reporting: No Report

Customize. Stat

After selecting either the "Multiwell-MEA Experiment" or the "MEA Xpress Experiment" during startup, the first dialog "Experiment Selection"
allows you to specify whether you want to run the software in "Cardio" or "Neuro" mode and to select, which kind of experiment you are planning
to run. These choices are stored on your PC and will be used the next time you start the Multiwell-Screen software. See section "Redesign of an
Experiment" on how to change your selection from the main window of Multiwell-Screen.
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Cardio or Neuro Mode

Eeperiment Selection b

Select or customize an Experiment to continue

G

Cardiac Cells Nmmhan

Determine the “Application”: “Cardiac Cells” or “Neuronal Cells”.

Application

Depending on this selection, the user interface and the analysis functions are optimized for experiments with either cardiac or neuronal cells.
Experiments

The next step is to specify the type of experiment you are planning to run and to select the necessary software modules for it.
There are five different predefined experiments available: "Substance Screening", "Cell Type Screening", "Time-dependent Effects", "Custom",
and "Simple Recording".

The first three options are intended to cover the typical use cases for the Multiwell software: Creating dose-response curves for test substances,
measuring the activity of different cell types, and running long-term experiments to track activity changes over time, respectively.

If none of these fit your needs, you may select the "Custom" experiment type.

The "Simple Recording" experiment type is most appropriate if you are planning to just record a single segment of data without stimulation.
The selected experiment type has two effects on the software: First of all, some aspects of the user interface depend on the experiment type.
For example, in a "Substance Screening" experiment, you can group multiple wells together and assign them to the same "Compound".

In "Cell Type Screening" mode, these well groups are termed "Cell Type" instead. These changes are mostly cosmetic, but they are intended
to make working with the software more intuitive. Secondly, each experiment type comes with a default selection of software modules which
impact the functionality of the software. The selected software modules can be fully customized for each experiment type, with the exception
of the "Simple Recording" type, where only the most basic function is selected for each software module.

Please see below for a description of each software module.

Expenments

Substance Screening

Test dose dependent effects for ane or more compounds.
A Everment: Sibstance Screening
Substance Screening [ | Cell Type Screening o
Stimuation: None:
411 Dosing Protocol Non Cumuative
_TE _N_ m Pipetting: MEA Xpress
Custom Sole Recordng [ Recordng: Single e

Reporting: No Repot

Customize. Stant

Select the experiment type on the left hand side. The default software modules for the selected experiment type are listed on the right, below a
short description of the experiment type. You may customize the software modules by pressing the "Customize..." button to open the "Customize
Experiment Settings" dialog. If you are satisfied with your selection, press the "Start" button to open the main display of Multiwell-Screen.

Simple Recording

Simple Recording

Record a sngle segment of data
This mode disables several advanced features of the
software (e g stimulation control and support for mutiple
Time- dort recording phases). t simpifies some interactions in the
Substance Screening Cel Type Screenng 9"’?’. software, making t best suted for a quick recording of a
. data segment.
—
o —_
= A
Custom Simple Recording

Stat

“Simple Recording” experiments are predefined to “Record a single segment of data”.
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Click “Start” button to open the main display of the Multiwell-Screen software. Click “Customize” button to adapt your experiment with the
“Customize Experiment Setting” dialog.

Click “Save” button to store your settings. The software will start in the defined mode until you change your settings. For changing, please click
the “Application” menu, option “Define Experiment” to start up the “Experiment Selection” dialog again.

Customize Experiment Settings

Custormize Experiment Settings

Compound Testing

Simuation

None Bectncal
Dosing Protocel
+
A s
il H1|
Nene Cumuistive Non Cumudative

Ppeting

Manual MEA Xpress

Recordng

:
Single File Muticle Fis

Reporing

None PDF Repott

There are five software modules in Multiwell-Screen for which you can customize their functionality from this dialog.

Stimulation: This defines if and what kind of stimulation is used during the experiment
None: Neither electrical nor LED stimulation is used.
Electrical: Voltage or current controlled electrical stimulation can be used.
LED: LED stimulation can be used. This requires a connected MW24-opto-stim (for 24 well plates) or MW96-opto-stim (for 96 well
plates) device.
Both: Voltage or current controlled electrical stimulation and LED stimulation can be used. This requires a connected MW24-opto-stim
(for 24-well plates) or MW96-opto-stim (for 96-well plates) device.

Dosing Protocol: The dosing protocol defines how the doses in the dilution series are applied to wells
None: Choosing “None” means that no liquid handling will be done. Neither the Pipet nor the Wash-In phases will be available in the
software.
Cumulative: Choosing the cumulative dosing protocol means that each well will receive the full dilution series, starting with the lowest
concentration in the first pipet phase and increasing the concentration in each successive pipet step.
Non-Cumulative: Choosing the non-cumulative dosing protocol means that only a single dose will be applied to each well.

Pipetting: This defines whether liquid handling is performed with manual pipettes or by a MEA Xpress System
Manual: Liquid handling has to be performed manually. Between recording phases, a dialog window will display which concentrations
are needed in which wells. The experiment will continue after a manual confirmation that pipetting is finished.
MEA Xpress: |f a MEA Xpress System is used, it can perform all liquid handling automatically. Requires a connected MEA Xpress System!

Recording: This defines whether all recording phases are collected in a single file or split into multiple files
Single File: The data for all recording phases will be stored in the same file. This makes file handling easier, because there is only a
single file, but for long recordings especially the *.mwd files with raw data can get very large.
Multiple Files: The data from each recording phase is stored in its own file. This makes it possible to have smaller individual files and
also to analyze only a subset of the recording phases in the Multiwell-Analyzer.

Reporting: This defines whether a pdf report is created at the end of the experiment None: No report is created.

PDF Report: At the end of the experiment, a customizable pdf report is created that contains a summary of the experiment setup, dose-
response curves and result tables for each well.
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Substance Screening

Expenments

Substance Screening

Test dose-dependent effects for ane or mare compounds
pig C0) © R
Substance Screening | | Cell Type Screening T"";“:;‘“" 4 -
431 Dosing Protocol: Non Cumuative
—
o — A, [®] Poeting: MEA Xoress
-
Custom Smole Recordng [ Recoudng: Sngi Fie

Repoting: No Repot

Customize. Stat

“Substance Screening” experiments are predefined to “Test dose-dependent effects for one or more compounds”.
Click “Start” button to open the main display of the Multiwell-Screen software.
Click “Customize” button to adapt your experiment with the “Customize Experiment Setting” dialog.

Click “Save” button to store your settings. The software will start in the defined mode until you change your settings. For changing, please click
the “Application” menu, option “Define Experiment” to start up the “Experiment Selection” dialog again.

Cell Type Screening
Expenments
Cell Type Screening
Measure responses for diferent cell types
% : @) Ewenment: Cell Type Screenng
Substance Screenng Cel Type Screening Y""E’m‘ St
Dosing Protocel. None:
.T':" .~. T Poeting Manual
Custom Smple Recordng [} Recording Singe Fie
Repoding: No Report
Customize. Start

“Cell Type Screening” experiments are predefined to “Measure responses for different cell types”.

Click “Start” button to open the main display of the Multiwell-Screen software.

Click “Customize” button to adapt your experiment with the “Customize Experiment Setting” dialog.

Click “Save” button to store your settings. The software will start in the defined mode until you change your settings. For changing, please click

the “Application” menu, option “Define Experiment” to start up the “Experiment Selection” dialog again.

Custornize Experiment Settings

Cell Type Testing

Simlation
Stimulation Procedure
This defines if and what kind of stimulation is used during the experiment
Hone Becncd None: Neither electrical nor LED stimulation is used.
Dosing Protocal Electrical Voltage o current controlled electrical stimulabion can be
N o use
Now al C:,,,l L n arderto use LED stmulaton. please connect & MW24-apto-atm for 26 wel plates) or 8
Qumalsive Hen e MW35-gto-stm for 96 wel pates) device:
Ppeting
N
Marul MEA Xormss
Fecordng
Sngle Fie
Reportg
None PDF Repot

Click “Save” button to define your settings. The software will start in the defined mode until you change your settings. For changing, please click
the “Application” menu, option “Define Experiment” to start up the “Experiment Selection” dialog again.
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Time-dependent Effects

“Time-dependent Effects” experiments are predefined to “Run long-term experiments and track activity changes over time”.
Click “Start” button to open the main display of the Multiwell-Screen software.
Click “Customize” button to adapt your experiment with the “Customize Experiment Setting” dialog.

Click “Save” button to store your settings. The software will start in the defined mode until you change your settings. For changing, please click
the “Application” menu, option “Define Experiment” to start up the “Experiment Selection” dialog again.

Substance Screening | [ Cet Type Screening

Time dependent
Effects

Smple Recording

Custom

Substance Screenng Cel Type Screening

T
Effects.

Smmple Recordng

Time-dependent Effects
Run long term expenments and track activty changes over
tme:

(O Swement: Time dependent Hects
Stmudation: None
Dosng Protocol: None

§ Poeting: Manual

LD Recordng: Muiple Fles
Reparing: No Repot

Customize Stat

Custom
Define a custom expesiment

I= Expenment: Custom

b Stmuation: Bectical

£11 Dosing Protocol: Cumulative
T Peeting Manua

D) Recortng Magie Fies
Reporting: PDF Report

Customize Stat

“Custom” experiments are predefined to “Define a custom experiment”.

Click “Start” button to open the main display of the Multiwell-Screen software.
Click “Customize” button to adapt your experiment with the “Customize Experiment Setting” dialog.

Click “Save” button to store your settings. The software will start in the defined mode until you change your settings. For changing, please click
the “Application” menu, option “Define Experiment” to start up the “Experiment Selection” dialog again.

Redesign of an Experiment

You can change the experiment type and the selected software modules from the main window of Multiwell-Screen:

Please click in menu “Application” the option “Define Experiment”. The “Device and Experiment Selection” dialog opens again and you can change
your choices.

Application | Commands  Settings

Define Experiment
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Missing Hardware in an Experiment

If some hardware is missing that is necessary for the selected experiment, the "Device and Experiment Selection" dialog is shown.

[T Devico and Dxpriinant Seection x (Z] Devico and Dxprirnent Seection
A MEA Xpress liqud handler is needed, please make sure that it is powered on! Everything okay, you may return to the axperiment
Seeces Erpmmet Avaiabe Headtapes Semctos Exgarrert Ausiatie Meotaces
Custom @ Custom @
v v

Defre & custom experment. = c a — 3 custom ex -
35 Bosert:Outon Ocirw s cusiom expetmest T Epesment.Cton
S —— o Smston 150
o A el LED S
P E— B — 160 S

[] Postin: MEA Yorwss: ¥ L — w
v 20wt sy v

24w 589
[ Recsring S Fe

) Feconing S Fie
Repsing POF Report

Reptng POF Pt
[Tr—

Cutonize Expement

It gives you an overview over the available devices and highlights which devices are missing. You should either make sure that all necessary devices
are connected or use the "Customize Experiment" button to modify your experiment so that it fits to the available hardware.

For example, if your experiment had been configured to use LED stimulation, but no MW-Opto-Stim device is connected, this dialog will notify you
that no LED stimulator is available. If you were not planning to use LED stimulation in your current experiment, use the "Customize Experiment"

button to select either "None" or "Electrical" for the stimulation module.

If you connect a device to your PC, it should be automatically shown in this dialog. If not, use the "Rescan" button to actively scan for connected

devices.

Multiwell-MEA-System e Publication 20211111 ¢ www.multichannelsystems.com

24



MULTIWELL-SCREEN SOFTWARE: CARDIO APPLICATION

MULTIWELL-SCREEN: CARDIO APPLICATION
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The main menu window is divided in three parallel sections: The left side contains control functions, the middle part displays data in overview
and single view and on the right side you see the current results. All windows are framed by the menu bar above and the footer below, which
holds information about the status of the hardware and / or the file name.

Menu Bar

Application Menu

Application | Commands  Settings

Define Experiment

Load Recordings

Save Configuration As ...

Load Cenfiguration

Save as Default Configuration
Restore Default Configuration
Delete Default Configuration
Export Results

Load Results

Reset Window Arrangement

Menu to change the "Application" mode via first option "Define Experiment". The "Select your Application" dialog appears. Menu to "Load
Recordings" for replaying files. Menu to save and load configurations and to save, restore and delete default configurations. Menu to "Load"
and "Export Results".

"Reset the Window Arrangements" restores the factory defaults of the docking status of the windows. "Exit" the program.

Multiwell-MEA-System e Publication 20211111 ¢ www.multichannelsystems.com




MULTIWELL-SCREEN SOFTWARE: CARDIO APPLICATION

Load Recordings
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The "Load Recordings" menu allows you to select a recording and load it into either the Multiwell-Screen Replayer or the Multiwell-Analyzer.
Please see page ?? [link] for more details on this dialog."

Load Results
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Immediately after starting the Multiwell-Screen software before inserting a new well plate, it is possible to load a result file for further analysis.
The main menu is empty except for the result section. Change the analysis parameter for a different analysis of the dose-response curve.

Export Results

] [reer—— Ex
—rier L il Bl ) mon g
st £ | S o v Dacmans. Ll

| ¥ ek L

Lt it

[ T

To be free for further analysis of the results created with Multiwell-Screen, the software offers the possibility to export results to ASCII format.
Export the result file as a comma separated value file “*.csv” or as Excel “* xIsx” format. Please read chapter "Result Files" on page 59 later on.
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Commands

Commands | Settings  Help
Explore Cell Culture

Start Experiment

Start Stimulator

LR e

Start LED Stimulator

Override Plate Type

The options in the “Commands” menu depend on the hardware which is connected.

Menu to start and stop the exploring mode "Explore Cell Culture" or an "Experiment". Menu to start and stop the electrical or optical stimulators
with "Start Stimulator" or "Start LED Stimulator". The command "Start LED Stimulator” is only available if, for example, a LED stimulator device is
connected to the Multiwell-System.

Click "Override Plate Type" to open the plate type settings drop down menu in case the Multiwell-MEA-System will not identify the plate type
by itself. Select the currently used plate type and override the setting. If necessary, the well plate inserted in the headstage will automatically
be moved into the respective position for recording.

Settings

| Settings [ Help
Lab Book
Compounds
Experimental Flow
Analyzer

Data Acquisition
Stimulator

LED Stimulator

Recorder

Report Sheet SZR1 G ®\ & ‘IJ-L -‘#- . E]

This menu is also available as "Settings" dialog in the control section of the main menu.

Pos-Q 20"

The options in the “Settings” menu depend on the selected tools and the hardware which is connected.

EFE0Qe/ BE EFEOQe B O N B0 Q ¢ 8

Examples: “Cell Type Screening” experiment with “Stimulation” and “Report”, “Time Dependent” experiment with “Stimulation and “Report”
or without “Stimulation” and “Report”.

If, for example a LED stimulator device is connected, you find an additional button for optical stimulation in "Settings" and "Experimental Control".

Settings -

A0 ¥ BE

Experimet Contrl -n
A - LED Stimulator
E, Sploe
i w
> - DI

Contral | | 300pM || 1nM
oo
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Help

Menu to view the online help and the "About" dialog and to check for updates.

Help

View Help
Check for Updates...

About

Enter the online help with the "View Help" command. The option "Check for Updates" provides fast access to the MCS web site.

Check For Updates

Uodate for Multiwell-Screen available!
Version 1.6.5.0
Please visit our webste or download the newest update direcily.
Baleass Notes
Version 1.6.5.0 )

- New feature: automatic check for updates
- Update. Suppor for 35 well piate wiin 1152 chamnels
~Lots of Bugfes

Dovrioad Visi Website | Close

If the Multiwell-Screen software is not up to date, click the button "Visit Website" and download the newest software version.

Click "About" to open the dialog. See the version number of the actual software and firmware information about the Multiwell-MEA device and
information about the LED stimulator, if connected.

iz About “

Multiwell Screen

Multiwell-Screen
1.11.20
Mutti Channel Systems MCS GmbH

Copyright ® MCS 2015-2019

Multiwell-MEA Device

S/N: 0000¢-A
DSPboot: 1.03
USB: 169
DSP code: N/A
FPGAIF. 019
HS1: 0.61
Mator: 140
Touch: 007
1c: 010
Bootstrap:  1.17
LED Device

S/N: 0000
PIC32: 0.30

LED 0: Blue (470 nm)
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Control Section

First dialog of the "Control Section" is the "Settings" window.

SA0Q@ [ BE 2E 0@ 83

The icons displayed in this window vary in dependency of the experimental needs. Select the tools in the “Device and Experiment Selection”
dialog, the desired tools are mirrored in the “Settings” window.

@ Lab Book

EEl Lab Book X £l Lab Book X SE| Lab Book X
Study  General Motes Study General Notes Study General Notes
Study
sy [ ] e hotes
swgytane [ ] Do [
T —

St o

Bpemetin [ ] Opetor [

Cellinel: [ ]
CellneMame: [ |
Cell Culture Age |:|
Dition Mediom: [ |

0K Cancel OK Cancel 0K Cancel

Dialog with three tabs for general information about the experiment. Fill in data referring to your experiment in "Study" tab, "General" notes
about the scientist and institution and free text in "Notes" tab. The "Lab Book Settings" will be stored in the "Multiwell" settings file *.mws.

| | [w]
i ® M
Compounds, Cell Type or DO well Groups

This dialog allows you to define groups of wells that are treated the same way in your experiment. The look of this dialog and its functionality
differs slightly depending on the selected experiment type:

A Compounds and Dilution Series X @ ol fypes amd Recording P
Defaut Dittion Seres. Dwfok Rocrdng Phases.
[ Contror> 500w 11 i [54 [ 100 | 300w 100 | 3000w 1 {340 [ 104 13044 Wash 0w
e Prdined Suin — =
(@) Diktion Sedes (.} Labelled Series Ao 13 110 Add Wash Out Phase.
Canpounts Canpound Segs ot Fomn ot Ty S
1 2 3 4 5 6 © 1 2 = 4 B 6 o
' » I
A Nome A ® s
2 - -
: , " —_—
2 *o =]
2 2
¢ - I c . . =
X EaiaknS | [E——
|
X Notes | / =
5 3 X
x
X | (0
le
o Caral P 1

For “Compound Screening” experiments (left screenshot), it has a beaker icon R and is used to define the compounds and dilution series used

during the experiment. You may specify either dilution series with certain molarities for each compound or use freely assigned labels.

For “Cell Type Screening” experiment (right screenshot), its icon shows two cells % and you can define the different cell types in the experiment.

You can define a label for each recording phase of the experiment.
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S |

Tz 5 4 =]
. 0@

] l e
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—
L
i |
—

| | [=]
[ "[s]
For “Time-dependent Effects” and “Custom” (left screenshot), the more general term "Group" is used, and the icon OO0 shows a 3x3 set of
rectangles. For “Custom” mode, the recording phases in each group can either be specified as a dilution series or as freely assigned labels.
In “Time-dependent Effects” mode, only free labels are possible.

| | =]
EEO
For “Simple Recordings” (right screenshot), the icon OO0 is the same 3x3 group of rectangles. However, the dialog is much simpler, it is only

possible to create or delete groups of wells. Because only a single data segment is recorded in this mode, it is not necessary to define labels for the
recording phases.

To avoid too much redundancy, this dialog is shown here only for “Compound Screening” experiments, because its variants work very similar and
only look slightly different.

Define ,,Compounds and Dilution Series” in “Compound Screening” Experiments

Z Compounds and Dilution Series X
Default Dilution Series
300 pM [ E 10 M | 30 uM ) Wash Out
Series Type Predefined Series
@) Dition Series ) Labelied Series Auto 13 110 Add Wash-Out Phase
Compounds Compound Settings
1 2 3 4 5 6 D
A Name
_ﬂ Medium
B
Series se Defa
1
A
b
C A

MNotes

o
X X

oK Cancel
Default Dilution Series

Define a default dilution series for all compounds. Two predefined series of default dilutions are available, 1:3 and 1: 10. "Add Wash-Out Phase"
via check box, if necessary. It is not possible to change "Control", which always has to be the first phase of an experiment.

Default Series

Cortrol, |J\gor1\5t. Stimulation On, Stimulation CHf |

Seres Type Predefined Series
() Diution Series (@) Labelled Series 1:3 1:10 [ Add Wash-Out Phase
Default Serzs
Series Type Predefined Series
() Diution Series (@) Labelled Series 13 1:10 [] Add Wash-Out Phase
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Autogeneration of Dilution Series

Dosing Pretocol Defouk Sesies
PPN - ) 2254 ) 13 ) 304 ) 101k ) 2008 ) 00k ) 00k ) 1 ) 218 ) 104 ) 20k ) vk O
| - Sedes Type Predefined Series
@ Oktion Seies () Lebefed Seses 13 110 | [ Add WeshOut Prase
1T 2 3 4 5 | e

| Nurber of Fepettions 5 0

A Base Label: [Phase I Name
I oK Cancel Medum

R -

Please click the button "Auto" if you want to generate series automatically. The "Generate Series" dialog appears. Select the "Number of
Repetitions" from the up down box and assign a name to the created series in the "Base Label" window. This feature is useful for longterm studies,
for example.

Series Type

Select the "Series Type" via radio button, "Dilution Series" or "Labeled Series". Please click the "Edit" button or click on the graphic to rename the
labels. The user defined labels will also appear in the "Dose-Response Curve".

User defined labels in the

H Dose-Response Curve
£ 4 < &
¢ #
& %ﬁ;

“Dilution Series” have to be built from concentrations of the compound, for example “10 uM”, in following units: pM, nM, uM and mM.
The dilutions must be arranged in increasing order, separated by commas.

“Labeled Series” with freely selected names should not contain a comma in the label, because again the compounds of a series have to be
separated by commas.

In both cases it is essential, that a label is used only one time, duplicates of names are not allowed!

Compounds

Compounds

Add up to 24 or 96 new compounds. Remove n X

compounds, delete all compounds and clear the assignment

X

2 7
for all compounds . Load a compound from the compound database or save a compound to the database.

Click "OK" to proceed. The "Assign Wells for Compound X" dialog opens.
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Assign Wells to Compounds

Assign wel for Compound 01

- T T T e D D BT DR
Sertes Type Predetred Seves

® Ot Sews O Liboed Sern | Ade "
1 2 3 4 5 6

A X X X
8 X XX
. XA XK
g XXX

[ Add WashOut Prase

Please assign wells to the compound by drag and drop. Click "OK" to proceed.

As each well has to receive exactly one concentration in this protocol, assign concentrations to wells by clicking the concentration on the right,

then selecting wells for these concentrations by clicking on the left or via drag and drop. Pressing this button assigns one or more columns of wells
to each concentration so that all are distributed equally. Click "OK" to create the compound. For the "Single Dose per Well" protocol, the overview
in the dialog will show the concentration assigned to each well.

Compound Settings

Define Compound

Enter basic information for the new compound.

D Compound 01
MName
Medium

Motes

Load Nexdt Cancel

Define Compound

Enter basic information for the new compound.

1D Compound 01
MName

Medium
Notes

Load Meodt Cancel

| Load compound from database i

To define a compound, please click the respective button. Tooltips are available when moving the mouse over the buttons. Open the "Define
Compound" dialog and enter the windows "ID", "Name", "Medium" and "Notes" for the compound.

Per definition it is not allowed to have identical IDs. That is why the ID has necessarily to be entered and it has to be specific for each compound.

Please save the compound information to the compound database by clicking the respective button in the "Compounds" window.

Compounds

Save compound to database

P
:
pil
Lo
2

X X

The entries of "ID", "Name", "Medium" and "Notes" are compared with the database. If the data do not match, the compound information will be
saved: "Successfully saved compound to database".
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If identically entries of all four windows are available, saving of this compound will be declined: "Compound already exists in database".

Save successful

“ Saving not necessary

o Successfully saved compound to database!

o Compound already exists in database!

For reusing a compound definition, click "Load" in the "Define Compound" dialog or click the respective button in the "Compounds" window.

Lo

’T' Lead compound from database

The "Select Compound from Database" dialog appears. You find information about the compound: “ID”, “Name”, “Medium”, “Dilution Series” and

“Notes”.

The selected compound is highlighted in blue. Refresh the database with the button "Reload Database".

Select Compound from Database

Compounds in Database

Medium Dilution Series Notes

Control, 100pM, 1nM, 10nM, 100nM, 1 uM, 10

Reload Database

Control, 300 pM, 1M, 3nM, 10nM, 30nM, 100...

Delete Compound from Database |

Delete a compound with the button "Delete Compound from Database". Please confirm the removal of the entry in the "Confirm deletion" dialog.

Confirm deletion

o Are you sure you want to delete compound DMS0 from the database?

Conflicting IDs

If you try to load a compound from the database with the same ID as already open in the "Compounds" window of the "Compound & Dilution
Series" dialog, the software points on this fact, which is not allowed and shows the "Conflicting compound ID's" dialog. Only the entries in the

windows "Name", "Medium" and "Notes" are reloaded, but not the "ID" of the respective compound.

Compound Settings

Series Use Defauit

Control, 300pM. 1 M. 3
10nM, 30nM, 100nM, 300
M, 1M, 3 ub, 10 uM, 30
WM. Wash

Edit Diution Series

Notes

The user is asked to choose another compound ID manually in the "Compound Settings" window of the "Compound & Dilution Series" dialog.

Conflicting compound 1Ds u

A compound with an identical ID has already been defined. Please choose

another compound 0.

Multiwell-MEA-System ¢ Publication 20211111 ¢ www.multichannelsystems.com

33



MULTIWELL-SCREEN SOFTWARE: CARDIO APPLICATION

@ Experimental Flow

(W Experimental Flow X
Recording Phase

Recording Phase Timing Timer v

Recording Phase Duration |2 | |min ~

(¥ Experimental Flow X
Analysis Phase Recording Phase
[J Restrict Analysis to Time Segment Recording Phase Timing  Timer -~

Recording Phase Duration |2 = [min ~

2 < | |min
Analysis Phase
Washin Phase [[] Restrict Analysis to Time Segment
Use Wash-In Phase ha Ly 0 Experimental Flow X
Wash-In Timing Timer v 2 + | ' min Recording Phase
Wash-In Duration 2 S min v Recording Phase Timing Timer ~
Pause Phase
Pipet Phase Recording Phase Duration |2 = [min v
Pause Timing Timer v
Pipet Phase Enabled v
Pause Duration 0 = S

B oK Cancel B oK Cancel Cancel

The dialog , Experimental Flow“ is available in three appearances to meet your requirements.

Left: Select “MEA Experiment” with all options and the detailed dialog is available.
Middle: Deselect the module “Dosing Protocol” to simplify the dialog: “Wash-in Phase” and “Pipet Phase” are replaced by a “Pause Phase”.
Right: Select option “Simple Recording”, the dialog shows “Recording Phase” only.

"Define the length of the "Recording" and "Wash-In" phases of the experiment. Within the "Recording" phase, an "Analysis" phase can
be optionally defined. This has the effect that all the data during the recording phase will be recorded, but the online data analysis will

only run on the time window within the analysis phase. If no analysis phase is defined, the online analysis will run on the full recording phase.
Add a "Wash-In" phase if necessary.

The mode selected in the "Pipet Phase" is important when using 96-well plates with 1152 electrodes (96W300/80F-1152): Select "Common"
from the drop down menu for pipetting a concentration of compound into all 96 wells at a time. Select "Per Region" for pipetting the compound
into one region of the 96-well plate after the other. The 12 columns of the 96-well plate are grouped in 4 "Regions" with 3 columns each, region 1

is built from column 1, 5 and 9, region 2 from column 2, 6 and 10, region 3 from column 3, 7 and 11 and region 4 from 4, 8 and 12. The actual
selected region is highlighted in white.

Important: Select pipette mode "Common" for pipetting a concentration of compound into all 96 wells at a time and "Per Region" for pipetting
the compound into one region of the plate after the other.

Multiwell SelectionPanel _______________|
123456780101112

Regian

Lo &
highlighted: -
Columns 1,59 = ©

I G MmO N o>

’

Display Style: Latency Map

Plate Region: |1 >

During the experiment the concentrations of the wells are measured one region after the other. The program starts with the actual selected

region, for example "Region 1" in the screenshot above. After measuring all well from Region 1, the wells of Region 2 are measured, after that
Region 3 and so on.

Please realize, that data of the four regions are saved in independent data files, labeled by the number of the region additionally to the file name.
When analyzing the experimental files with the Multiwell-Analyzer, the software is able to recognize files belonging together. The region files are

added together again. In parallel you have only one data file compiled from region files belonging together when generating a "Report" with
Multiwell-Analyzer.
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Configuration of a Detailed Time Schedule

B oK Cancel

Enable Scheduler and configure individual timing

Please click the “Enable Schedule and configure individual timing” button in the “Experimental Flow” dialog to open the "Time Schedule" dialog for
individual experiments. The schedule for the timing of each segment of the experiment is highly flexible: You can change the parameter for each
concentration independent from others.

Please define the concentration series in the "Compound and Series" dialog first, otherwise the time schedule will not match with the number of
phases set before. In this case, if an experiment is started, the following error message appears. After correcting the schedule, the experiment can
be started.

Invalid Scheduler Configuration X

The number of phases defined in the Scheduler differs from
the actual number of recording phases. Please use the
Experiment Flow Dialog to review and confirm the updated
schedule!

Please define for each "Phase" of your experiment, whether you "Enable" or "Disable" the "Pipet" phase.

Set the timing for the "Wash In", the "Recording", the "Analysis" and for the "Pause" phase to "Enable", "Timer" or "Manual". Define the
"Duration" of these phases individual in seconds, minutes and hours.

(¥ Experimental Flow x
'E '@ .
Phase Use Pipet Washin \ashin Duration :mf:“ Recardng Phase &ﬁﬂm froiys Phase | Anclyle Pisse :f;::; Pause Duration
iming
Cortrol O |os 2min Disabled v |0
300pM Enabled | Tmer  ~|2mn O les = Disabled ~ 0=
1nM me O |os [2mn Disabled |~ |03
3nM Enabled | |Manua ] 2min ] 0s 2min Disabled |05
10nM Ensbled |~ |Timer | |2min B s 2mn | Disabled |0
00 Enabled |~ |Tmer |~ [2mn o |0 2min I,
100nM Enabled |~ |Tmer |~ |2min 0O |os 2min Us
300nM Enabled |~ |Tmer | [2min O  |os 2min Disabled v [0
1M Enabled |~ |Tmer  |v[2mn O Jeos 2mn Disabled v |0
3uM Enabled |~ |Tmer |~ |2min O |os 2min Disabled v |0
10:M Encbled  |v|Timer  |v|2mn O los |2min Disabled | |0s
30uM Ensbled |~ |Tmer |~ |2min O |os 2min Disabled v |0+
Wash Out Enabled ~ | Timer ~ | 2min [m] 0s 2min
D) oK Cancel

Use the "Copy Column" button E to copy the contents of the current cell to all other cells in the same column. Use the "Copy Row" button
ﬁ to copy the current row to the complete time schedule.

Use the arrows to redo or undo last changes.
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@ Analyzer

Please define first the level, you like to work on: Should changes in the settings of the "Analyzer Settings" dialog affect all electrodes of the plate,
all electrodes in a group, or the electrodes in one well only. The default is “Setting changes are applied to all wells”. Please see chapter "Tutorial".

all wells wells of a group single well

Setting changes are applied to all wells

@, Analyzer Settings

Heatbeat Detector | Heattbeat Processing
Detection Threshold

O Userdefined @ Signaldefined

Theshold: 10 o
SD Estmation Duration: 500 sims
Mnimum Rise Tme: 100 s
Masimum Rise Tme: (1000 s

Detection Timing
© Local min/max (@) Global mn/max
Search Interval: 20 i ms
Dead Tme: 200 ] ms
Reporting
Timestamp Type: Mhrimom v

(11} [ [ [m] ooo
] | | [m] om0
L] ooo ooo

Y

P

[ [ [m] ooo

O om0

ooo ooo
Group 01
Group 02
Group 03

0K Cancel

@, Analyzer Settings

Heatbeat Detector Heartbeat Processing
Detection Threshold

O Userdefined
Threshold:

SD Estimation Duration:
Mirimum Rise Time:

Maximum Rise Time:

@® Signadefined

500 3 ms
100 oLl
1000 Hs

O Local min/max @ Giobal min/max

Detection Timing
Search Interval
Dead Time:
Reporting
Timestamp Type

Tooltips are available and guide through the settings of the "Analyzer Settings" dialogs.

The "Analyzer Settings" dialog has two tabs for the configuration of the analyzer instruments: "Heartbeat Detector" and "Heartbeat Processing".

@, Analyzer Settings

Heattbeat Detector  Heartbeat Frocessing
Detection Threshold

O Userdefined @ Signal-defined

Treshold: 10 =
SD Estimation Duration: 500 & ms
Minimum Rise Tme: 100 S
Maximum Rise Time. 1000 il
Detection Timing
O Local min/max ® Global min/max
Search Interval: 20 2] ms
Dead Tme: (200 2] ms
Reporting
Timestamp Type: Mimum v

It is useful to configure the "Analyzer Settings" when the "Explore" mode is running. All changes are directly sent to the instruments, that is why
you can directly see the effects in the data stream. Decide based on the running data, whether your actual settings fit or not.

)

Sedting changes are appled to all wells

oK

20 +{ ms
200 2| ms
[ -
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Heartbeat Detector Tab

©, Analyzer Settings X
Heartbeat Deteclor Heartbeat Processing
Detection Threshold B85
ooo

O Userdefined @ Signaldefined

e :

SD Estimation Duration: 500 =l ms
Group 02
Minimum Rise Time: 100 e
Group 03
Maximum Rise Tme: (1000 =
Group 04
Detection Timing

O Local min/max @ Global min/max

Search Interval: (20 & ms
Dead Time: 200 ms

Reporting
Timestamp Type: Mirimum v

oK Cancel

The left side of the dialog allows to define the parameters for detecting the waveform of a heartbeat / field potential.

Select the "User-defined" or "Signal-defined" "Detection Threshold" with the numeric up-down boxes. Define the "Threshold" and the "Duration"
in ms. Define the "Minimum Rise Time" and the "Maximum Rise Time" in ps.

Select the "Detection Timing" via "Local min/max" or "Global min/max." "Global min/max" searches for the global minimum and maximum within
the whole search interval. "Local min/max" extracts the first minimum from the second half of the search interval and the local maximum directly
preceding this minimum. Define the "Search Interval" and the "Dead Time" in ms. Define the "Time Stamp Type" for the "Reporting" display from
the drop-down menu.

The right side of the dialog allows the assignment to the wells, the "Well Selection". Click the "Apply changes to all wells of that compound" button

iy
n and the following dialog appears.

Select Settings to Apply

=-[m] Al settings
—}-[m] Heartbeat Detector
[ Detection Threshold Mode
[ Threshold
[ Duration
[[] Minimum Rise Time
[ Maximum Rise Time
[ Min/Max Mode
[[] Search Interval
[ Dead Time
[ Timestamp Type
=[] Heartbeat Averager
[J Duration Pre
[ Duration Post
= Heartbeat 2D
[ Propagation Time
[ Min. Cluster Channels
- [ QT Detector
[ Search Start Offset
|
[ T Detection Target
[[] Noise Suppression
[[] Peak Factor

OK Cancel

Select the settings you want to apply via check boxes. The settings will be immediately applied to all wells of the currently selected compound.
e}

Click the "Apply changes to all wells" button IEI and the same dialog appears. Select the settings you want to apply via check boxes.
The settings will be immediately applied to all wells.

Use the arrow buttons for "Undo last changes" and "Redo last changes".
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Heartbeat Processing Tab

@, Analyzer Settings X

Heartbeat Detector Heartbeat Processing

e =m0
Durationpre: 10 S|ms ooo
Duration post: ~ |500 +ms 3 4
Heartbeat 20 Analyzer
Propagation Time: |10 | ms B
Min. Cluster Channels: 2 s C
QT Detector
Search Start Offset 50 +ms D
Search Stop Offset 500 S| ms
Noise Suppression: |10 +ms
Peak Factor: 300 S
T Detection Target Giobal Extremum -
0K Cancel

The "Heartbeat Processing" allows to define the "Heartbeat Averager", the "Heartbeat 2D Analyzer" and the "QT Detector".

The "Heartbeat Averager" averages the waveform of a signal in relation to each heartbeat in a time segment. Display several recordings of an
electrode channel in overlay and average the values. The pre and post time in ms before and after a heartbeat can be selected via up-down box.

The "Heartbeat 2D Analyzer" calculates the latency between the different electrodes in one well. Define the time span in ms from the drop-down
menu in which the "Propagation Time" should be calculated. The action potential runs over the heart cell culture or tissue or whole heart from
the pacemaker to the peripheral regions of the syncytium. The excitation propagation is measured in high spatial resolution by the electrodes
detecting cardiac field potentials and extracting local activation times. The propagation time is the longest possible period for passing of the
excitation from the first detected excited electrode to the last detected excited electrode of one cluster. If the propagation time is too short,

you miss data for the complete heartbeat. If the propagation time is too long, the next heartbeat starts, and the results are incorrect.

The "Min Cluster Channels" gives the minimum number of channels at which heartbeats have to be detected to form a cluster. For example,

if a syncytium covers all 12 electrodes of a well it could be 6 otherwise it should be less than 6. This function is displayed in the lower part of the
"Result Section", the display "2D Latency" map.

The "QT Detector" detects the QT-like interval in the averaged heartbeats. Define the parameters for the QT-like interval: The level of the offset,
the "Search Start Offset" and the "Search Stop Offset" in ms and the "Noise Suppression" in ms from the up-down boxes. Select the "T Detection
Target" from the drop-down menu.

QT Detector
Search Start Offset 50 24/ ms
Search Stop Offset 500 S ms
Noise Suppression 10 S ms
Peak Factor: 300 $

T Detection Target Global Extremum v

Global Extremum

The “T Detection Target” defines your preferred detection target. The “Global Extremum” describes the extremum over the greatest integral.
“Maximum” or “Minimum” define the respective maxima or minima. Please see the following picture.

Glabal Maximum

Latest Maximurm

Latest Minimuem
& Latest Detection

Global Minimum

Multiwell-MEA-System e Publication 20211111 ¢ www.multichannelsystems.com 38



MULTIWELL-SCREEN SOFTWARE: CARDIO APPLICATION

E Data Acquisition

Click the "Data Acquisition" button to open the "Data Source Settings" dialog.

&7 Data Source Settings X
Data Source
Sampling Rate: 10000 v| Hz
1000
5 “
Fiter o 10000
25000
High-Pass Fiter: ~ [30000 «| | Make Pemanent
Low-Pass Filter: 4 order v 3500Hz v~ Make Permanent

w

Data Source
Please select the "Sampling Rate" in Hz in the "Data Source" window from the drop-down menu.

Filter Settings

&7 Data Source Settings X & Data Source Settings X
Data Source Data Source
Sampling Rate: 10000 v | Hz Sampling Rate: 10000 ~v| Hz
Fiter Settings Fiter Settings
High-Pass Fiter: 2. order ~| | 1Hz v Make Permanent High-Pass Fiter: | 2.order v~ | 1Hz v Make Pemmanent
Low-Pass Fiter:  [4.order | [3500Hz ~ Make Pemmanent Low-Pass Fiter: |4 order v| |3500Hz v Make Pemnanent

1. onder
2. order
3. order

Set the "High- and Low-Pass Filter" settings of the Multiwell MEA device with the drop-down menus. Choose between 1st and 2nd order
Butterworth filters for the "High-Pass Filters" and between 1st and 4th order for "Low-Pass Filters".

If the data acquisition is not active, press "Make Permanent" in order to write the filter settings to the device. This ensures that the same settings
will be loaded after rebooting the Multiwell device.

When using a 96-multiwell plate with 1152 electrodes, the value of the high pass filter influences the time span which is needed to change from
one region of the plate to another. Please consider the time bar in the "Multiwell Selection Panel" dialog.

ultuiol Soloction el e
2.3.4 5 6 7 8 9 1011132

A&
(OB VR O
?XX NWRRX RN
Re
m% SRR  RNX
C .5,
g et BRI R

Wx XXX XXX

%@Pd.xxx X X X
XXX XXX XXX e oot e o

XXX XXX XXX

Display Style: Latency Map ~ |Plate Region:

Display Style: | Latency Map =|| Plate Region: (3
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Stimulation

The Multiwell-Screen software controls electrical and optical stimulation.

Electrical Stimulation

Please select “Electrical” or “Both” in the “Stimulation” module otherwise the dialog is not available.

The headstage of the Multiwell-MEA-System is equipped with an internal stimulator for current and voltage driven stimulation. Each electrode

in each well can be used for stimulation via Multiwell-Screen software. Currently, one stimulus pattern is available which can be inverted. Bipolar

and monopolar stimulation is possible in "Voltage" mode and monopolar stimulation in "Current" mode. For biphasic pulses, it is recommended
to start with the negative part of the stimulation pulse.

J* Stimulator Settings X
Stimulus Defintion Stimudation Blectrodes  Schedude
fmpot  Stmulation Mode Stimuks Pattem Syne Out e
Symmetric: £7] on: 4 on: [
[~ @® Vohage 1.Phase: (1000 [ 1000 [3]mv Etenson: 300 348 Puise Court
O Curent 2 Phase s slmv 18I Sims

IPL: 1000 &1 ms

Single Pulse Stimulation Timing
1.200 1.200
200 7

1.000 1.000
800 800
600 1 600
400 400
200 (%) 200
400

- ] -200
- -400
-600 -600
-800 -800
-1.000 -1.000

-1.200 1.200
-1.000 -500 0 S00 1.000 1.500 0 0,5 1 15 2 2,5 3

Time [ps] Time (5]

Voltage [mv]
Voltage [mV]

The "Simulator Settings" dialog has three tabbed pages.

Stimulus Definition

"Import": Press the "Import" button to import a stimulation pattern from an ASCII file.

"Stimulation Mode": Define the stimulation mode via radio buttons, "Voltage" or "Current".

"Stimulus Pattern": Choose the shape of the stimulation pattern via check box "Symmetric". Modulate the amplitude of the rectangle pulse of
"Phase 1" in mV and the duration in s via up-down boxes. Modulate the amplitude of the rectangle pulse of "Phase 2" in mV and the duration

in us via up-down boxes when creating an asymmetric pulse. Define the inter stimulus interval "ISI" in ms via up-down box.

"Sync Out": Enable the sync out for the stimulus via check box "On". Define the "Extension" in s via up-down box. The sync out signal is available
on digital out port 1 on the interface board.

"Burst": Enable the check box "On" for burst stimulation. Define the number of pulses per burst, the "Pulse Count" and the "IBI", the inter burst
interval in ms via up-down box.

The settings in the up-down boxes influence the complete stimulus pattern which is immediately displayed in the window below.

Download the stimulation parameter settings to the internal stimulus generator with the "Set" button.
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Import a Stimulation Pattern

T Stimulator Settings: “
Strwiun Defrteon  Sgrulsion Secirades | Schedas

gt Imporied Smuka Patien
Fle Mame: DY ks WA i Sy
- Cusnd Vode: 'éstage CRy— Hh ~

'b 1000

Vakage [m4]
o

g ¢

o SpnaBlanking w

o 1.e00 24002 3000 4.000 5400 [T 7400 [T 2.080
Tima (1]

It is possible to import user defined stimulation patterns from ASCI! files. The ASCII file with stimulation pattern must have a determined format.
Best way to get this required format is to create the stimulation pattern with the MC_Stimulus Il software from Multi Channel Systems MCS.

Once imported, the stimulation pattern is shown in red, while the associated time course of the stimulation blanking and sync out signal is shown
underneath it in blue. As for the simple biphasic pulses, this stimulation pattern will be repeated continuously. Use the "Repeat Pause" numeric

up-down box to define a pause duration between repeats. You can press the "Import" button to load a different ASCII pattern, or the "Discard"
button to discard the imported pattern and return the definition of simple biphasic stimuli.

MC_Stimulus I

Please use channel 1 of the MC_Stimulus Il software to create a stimulation pattern. Optionally you can also configure a pattern on Sync 1.
This pattern defines the stimulation blanking and the Sync Out TTL available on Dig Out 1 of the Multiwell-MEA-System interface board.

Use option “Export ASCII File” to create the stimulation file.

[ ] MC_Stimuius Il - [NC_Stim1.stm] ==
EEHR 4TG Batch %ignal View Window Setngs Help -alw
0 Mew cmeN
= . CirleD
Ul xe e QF' “ohage Fasge: Curvasi Fangu
h  Siwe Cirs5  foedd Coonl Motk Curpeit Mosde | — Dowakond Chasrel Dawricad Smo
Sig S AL [l -] & Wohage F1F2 Fi e
e Import ASCII Fie & o € Cumen
_E Export ASCH File..
|
Pt CoitP AT vata [ und tima [ una]] Row 1] Grows
1 bise s b w10 |ms |10
2 Print Setup._. my [
3| | (s
] 1 ChLkR kWSl S0 = T
5 2 MAC_Stimil_Schnessim IED I
Bl 3 SHmISTGA002-0p0 a0 iy ]
A Ok, AT Somi Dptasim

SRR b

T T T T T
000004000 B0 00500 00 09731000 000001500 00002900

Tzl
FE. =41 gﬂﬂwu'rmrml‘sm
Expart signal daia 1o am ASCH file TG
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Blanking
I+ Stirrdator Sestings | = |
S lefrbon  Soruiston Sectrodes  Schadus
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The ,Blanking” feature is generally active as long as the stimulator output is not zero. In some cases, it may be necessary to extend the blanking,
for example to blank the zero crossing of a sine wave which should be applied. In this case, please adapt the time variation of the TTL pattern on

Sync 1 to overlap all blanking areas.

Stimulation Electrodes

A SrRmaiBine SaTings ﬂ
B Ui i Farmie ke

Pl i o~ ~ |k

Dialog to select the wells and the electrodes to which you want to apply the stimulus. In voltage controlled stimulation mode, you may assign
more than one electrode per well to a stimulation pattern. For current controlled stimulation, only a single stimulation electrode may be used

per well.

The defined stimulation pattern is indicated in red and can be assigned to one of the electrodes, resulting in monopolar stimulation.
In voltage stimulation mode, the inverted pattern is available as a green icon to allow bipolar stimulation 111 X

Click on one of the icons and select the electrode you want to assign the pattern to. Delete the electrode selection for the selected stimulator

an
with the "Clear" button R
Undo or redo the last command with the arrow buttons. Apply the stimulation pattern to all wells with the same compound or to all wells

a

a [E

of the plate. Download the settings to the internal stimulator with the "Set" button.
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"Stimulation Electrodes” in "Current" Mode

Shermiytor Safings a

S Oy, i’ Eande radhis

ot

12 3 456 78 9101112

o o i O T+

Firry | e . e kg mn B D ek e e
e e

The stimulation in current mode is monopolar, the stimulation electrode is indicated in red.

Each group of 12 electrodes is controlled by the same two stimulators. For 96-well plates, this means that groups of three or four wells,
respectively, are assigned to the same stimulator pair. If more than two of these wells are stimulated in current mode, two stimulation
electrodes have to be assigned to the same stimulator. In this case, the current output cannot be guaranteed to match the amplitude
defined in the stimulation pattern because the current is distributed between the stimulation electrodes depending on their impedances.

That is why the connected well groups are marked in yellow in the background. Additionally, the following "Warning" is displayed.

Waming: In well groups with yellow background, more than two electrodes are assigned to a stimulator.
The stimulation cument on these electrodes is not guaranteed to match the settings.

Download the stimulation electrode settings to the internal stimulus generator with the "Set" button.

Schedule
+ Stimulator Settings | = |
Strmis Dt | Sornisbon Bectrden Setwtin
St S Mok Pt
rusmson - Fos e
Deristion Meds: o w
B . Mg g
Trmimon Mo Certruan v
S Tesl i Corwel hasie
Srmuimnion Mode T v St SO 0 [l e v
Sarmdson [urmscn e
sa e

Start / Stop Mode
Define the start and stop mode from the drop down box. The stimulation is started or stopped manually or via protocol.

Define the "Stimulation Mode" in the respective experimental phases from the drop down menus in the pipet phase, the wash-in phase
and in the test and control phase. The options "Off", "Continuous" or "Timer" are available.

Please define the "Stimulation Start Offset" and the "Stimulation Duration" via up down boxes when using the "Timer" option.

If the start and stop mode is set to "Protocol", you can define the "Stimulation Mode" in the respective experimental phases from the drop-down
menus in the pipet phase, the wash-in phase and in the test and control phase.

Four options are available: Disable stimulation with "Off", repeat stimulation infinitely with "Continuous", use the "Timer" to repeat the
stimulation in the defined time window and choose "Once" to apply the stimulation pattern only one time.

Please define the "Stimulation Start Offset" for the "Timer" and the "Once" option and the "Stimulation Duration" for the "Timer" option.
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Optical Stimulation

Please use the LED stimulator “MW24-opto-stim” or the “MW96-opto-stim” devices for optical stimulation of the Multiwell-MEA-System and
select “LED” or “Both” in the “Stimulation module.

For setting up an LED stimulator, please read chapter "Hardware", "LED Stimulator" on page 13".

’

Please control the LED stimulator devices via the Multiwell-Screen software. Click the icon ﬂ "LED Stimulation Settings" in the "Settings"
window to open the "LED Stimulator Settings" dialog.

@

LED Stimulator Settings -oEN = LED Stimulator Settings ==
S Dfron | LED Asmcrmers | Schede | Synctvonsaton Simbs Defion | LED Asagrmer | Schectia | Symchmnzaton
Res0rngn 5210m) | () G 5270m) | (£ Bus 470 | T © sevnm
Red-Orange (621 nm) (¥ eratle Blue (470 nm) ¥ Erabe
Max Cuent Mode Max, Cument Mode:
[ e (020 5] ma N - 2 Repes 4 [ ey 1000 3] ma i - Fepets ©
T owsn [0 ™ Pase [0 5] ms Pase 10 2] me T e 20 3 m _ Pae (2000 ] m . Pame 100003 m
Wiodity the pulse duration | Wity the pouse between puts |
Stimulus Preview Stimulus Preview
30 1
= B
t
P i,
Eis i
£u I
£ £,
o o h—
0 2 = C) au oo i T % 3 o S0 10000 15000 20000 25000 30000 000 40000
Time [ms] Time [ms]
Load Save Set Ciose Load Save Set Close

Please define independent stimulation patterns for all three LED types by clicking on the respective tab. See the preview of all three stimulus time
schedules in the tab "Timing".

Only rectangular positive current pulses are available.

Use the "Enable" check box to disable or enable the stimulation for this type of LED. The pulses are immediately visible in the "Stimulus Preview".
Enable the “Max. Current Mode” check box, if needed. If "Max Current Mode" is inactive, the maximum intensity is limited to a value that is save
for continuous stimulation. If "Max Current Mode" is active, higher intensities are possible. In order to avoid LED damage, the maximal duration,

and the minimal pause of the pulses are restricted.

Define via up-down boxes the amplitude “Intensity”, the “Duration”, the “Start Offset”, the “Repeats”, the “Pause” and inter pulse interval “Pause”
individually for each of the three LEDs.

Furthermore, a pulse train can be repeated a number of times, with a pause in between. See the stimulus pattern in the “Stimulus Preview”.

Once programmed, a pulse paradigm can be saved or loaded as *.xml file. Download the settings to the LED stimulator with the "Set" button
before saving the file.

LED Assignment
LED Stimulator Settings - o IEd LED Stimulator Settings - olEd
Sinin Dok L6 oyt Sk [Spcinn S Dl LED s | Shcl | St
e :H* ALY L . TV & o~
T2 3 4 5 &6 1234567 89101112
000000 seeee0cee o0e
'000000 8958052080
‘000000 o 5685
r 900000 :1 L L1 L L :::
o e - o = - s. e

Dialog to select the wells and the LEDs to which you want to apply the stimulus. Using a MW24-opto-stim device, you may assign more than one
stimulation pattern to one well by creating independent pattern for each of the three LEDs. Using a ME96-opto-stim device, only one stimulation
pattern per well can be sent to the single LED.

v M [V x'|'|~f‘|'|x
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To assign the optical stimulation patterns to the wells on the plate, three possibilities are provided:

1. Click on the desired LED symbol in the single well on the right side of this dialog tab to enable or disable LEDs for the currently selected
well.
2. Click on the wells on the left side of the dialog tab. The effect of this depends on the selected LED button: For a button with check mark,

the LED corresponding to the button color will be enabled for the clicked well, whereas for a button with an X, the LED will be disabled.

3. Click and drag the mouse over the wells to draw a rectangle. As above, the effect depends on the selected LED button, but is applied to
all wells covered by the rectangle.

The arrowicon ° in the toolbar allows you to select wells without simultaneously changing the LED settings for this well.

Undo or redo the last command with the arrow buttons. Apply the stimulation pattern to all wells with the same compound or to all wells

of the plate.

Download the settings to the LED stimulator with the "Set" button. "Save" the configuration and "Load" it again, if needed.

Schedule

B LED Stimulator Settings =0
Stmus Defirtion | LED Assigrmert  Schedue  Synchvorization

Stot/Stop Mode: | Protacel
Somulation n et phase

Semulation Mods Contruous v

Samustion i Wash-h phase
Sumuiaton Meds Tmer v Simuiaion Start Offset 0 2 [m
Stumdstion Dursion. E] s v
Sumuation n Test and Certro phase

Sumuation Mads Once v Sumudstion Start Offpe o 2 lm v

Samustion n Pause phase

Sumulation Made of v

Define parameter for scheduling the experiment in the same way as for "Electrical Stimulation" via drop down menus in this tab of the
"LED Stimulator Settings" dialog.

Define the start and stop mode from the drop down box. The stimulation is started or stopped manually or via protocol.

Select the "Stimulation Mode" in the ""Pipet", "Wash-in", "Test and Control" and in the "Pause" phase. The options "Off", "Continuous" or "Timer"
are available. Please define the "Stimulation Start Offset" and the "Stimulation Duration" via up down boxes when using the "Timer" option and
the "Stimulation Start Offset" when using the "Once" option.

Download the settings to the LED stimulator with the "Set" button. "Save" the configuration and "Load" it again, if needed.

Synchronization

B LED Stimulator Settings -0
Simus Defirtion | LED Assigrment | Schedue | Syncivonzation
Sy Ot 1 (RedOrange, 621 $yrc Out 2 Groen, 527 Sync Ot 3 @oe, 470
0gn2 v
T

(o —

& LED Stimulator Settings - oliEN
Sumuius Defrtion | LED Assgrment | Schedule  Synchromaston

Synchvonizaion gt Dign 1 v

The "Synchronization" tab gives an overview about the interaction of the "Sync Out" ports of the LED stimulator device and the "Digital In" ports of
the interface board of the Multiwell-MEA-System. Please assign the ports to each other via drop down menus. If the LED stimulator is connected to
the Multiwell-MEA-System, which is currently not in action, please click the button "Auto Detect". The actual connected ports will be automatically
detected and displayed.
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D Recorder

8 Recorder Settings X
File name
Path: |D:\Data
File name prefix: | Date v
File name core: | CellLine v
File name suffix: | Autolncrement w

Example: 20210607_Compound|D_CellLine_001 mwd

Data streams
Analog In 4] Stimulator [
Bectrode Data [V] Averages
Other Settings

Record Unassigned Wells []

] -

Dialog to define the "File name" and the "Path" where you want to store the files. Select a "File name prefix", a "File name core" and a "File name
suffix" from the drop-down menu.

Select or deselect the "Data streams" you are going to record by clicking the check boxes. Deselect data streams to reduce the size of the recorded
files, but do not forget that the opportunities for offline analysis are restricted. For example, when deselecting the "Electrode Data", raw data are
not recorded. Therefore, it is not possible to reload data in the "Replayer Mode" of Multiwell-Screen or to display or to work on electrode raw data
in the Multiwell Analyzer.

For each compound different files are created:

Extension *.mwd: Raw data files in binary format (analog, digital and stimulation)

Extension *.mwr: XML-files with analysis results and analysis settings.

Extension *.mws: XML-files with general settings of the experiment.

Optionally: Extension *.mwec: Cutouts ("Spike Cutouts" or "Heartbeat Averages") in binary format.

During an experiment, the names of all generated files are displayed in the status bar of the footer. Because of the huge amount of data,
it is recommended to use a SSD data memory.

The check box “Record Unassigned Wells” in “Other Settings” is activated by default. Wells without group assignment will be recorded to avoid
missing data in case of incorrect well assignment. Deselect the feature, if not necessary.

Report Sheet

[¥] Report Sheet Settings = m] X

Report Shest
General

Generate Report Sheet [/
Report File Name

Logo
Logo on Tile Page []

Logo File Name:

Dose-Response Plots

Style of Dose-Response-Plots:  Mean + SEM v
Invert Y-Axis for Slope [A]

Resuits per Well
Result Tables (] T Detection Overay
Raw Data Plots /] Na Peak Oveday

|
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Please activate the option ,,PDF Report” in the software module “Reporting” to create a report sheet with Multiwell-Screen directly after running
an experiment. Please define the parameter in the "Report Sheet settings" dialog.

"General": Create the report file name and the path to the storing folder.
"Logo": Define the file name of the logo, if you want to insert a logo on the title page of the report sheet.

"Dose-Response Plots": Select the "Style of Dose-Response Plots" from the drop-down menu. Click the check box "Invert Y-Axis for Slope" to invert
the y-axis of the non normalized HB-slope parameter of the dose response plots.

"Results per Well": Select the parameter you want to include in the report sheet via check box.
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Experiment Control

Second dialog of the "Control Section" is the "Experiment Control" window. The appearance is different for “MEA Experiment” or for “MEA
Experiment with MEA Xpress”. Please read the “MEA Xpress” manual for detailed information about the use of Multiwell-Screen software and

the liquid handler “MEA Xpress”.

Experiment Control Experiment Control

A -
B> coon
* ¥
>G,‘

Control

A -

Eject

A -
B o
*
[ 7 | wersores
>

Control

In this window you schedules your experiment. Before you can start an experiment, please fix the well plate in the headstage. There are two ways

Insert

to do so, either press the left touch pad on the headstage or click the "Insert" button = in this dialog. To remove the well plate again,

press the right touch pad or click the "Eject"

A -

button.

If the plate is not detected by the software, please make sure that the contacts on the plate are clean.

0 The plate type could not be identified!

Selact Plate Type

Please make sure that the plate has been inserted properly and
that the contacts between the plate and the device are clean

oK

Manual Plate Type Selection

This overndes the automatic piate type identfication!

Failure 1o identfy the plate type indicates contact problems
between the device and the plate. Itis possible that the
contact to electrode channels might be bad as well

Avalable plate types:
N300/306)
24-Well Plate Glass (24W300/30G)
24-Well Plate Epcxy (4W700/100F)
72-Well Plate Epoxy (72W500/100F)
96-Well Plate Epoy (96W700/100)
|MV/288 Tester

You can define the plate type manually by pressing the “Select Plate Type...” button and selecting the appropriate plate type from the drop-down

menu.
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; Explore

Next step is running a test phase of the experiment without adding compounds and without recording. Use this "Explore" phase to adjust the
"Analyzer Settings" for preparing the experimental phase.
B Running

Click the "Explore" button to start the "Explore" mode and the symbol turns to “Running"

Q Stop

Stop the "Explore" mode and the symbol turns to "Stop"

Important: When using a multiwell plate with 1152 electrodes, please run the "Explore" mode in each of the four regions of the plate to set,
for example the automatic threshold. Otherwise, you get the error message: "Unvisited Regions".

Mutiwel SelectionPanel _________ |
1234567 89101112
AALOX XX XXX XXX
B R XXX XXX XXX
| "ERX XXX XXX
> . > » & X
O ighiltpa: XXX X% X
Columns1,59 % ~ %
F XXX XXX XXX
G HKANX HKXX XXX
H XXX XXX XXX
Display Style: Latency Map ~ |Plate Region: |1 )
2
3
4

l Electrical Stimulator Optical Stimulator

Add an electrical and/or a LED stimulator in the “Customize Experimental Settings” dialog.
Click the respective "Stimulator" icon to apply the previously defined stimulus pulse.

Important: When using a multiwell plate with 1152 electrodes, the stimulus is only applied in that region of the plate, which is currently active!

&
“ MEA Xpress
Ap MEA Xpress

Add a liquid handler in the “Customize Experimental Settings” dialog. Please read the “MEA Xpress” manual for detailed information about the use
of Multiwell-Screen software and the liquid handler “MEA Xpress”.

P

After checking the experimental parameters, start the experiment with "Go!". First, the software checks the disk space.

This experiment will consurme roughly 33,47 GB of disk space. There are 0,00 GB of
disk space remaining on the selected drive. Do you want to continue?

Go!

Make sure that enough disk space is available otherwise the program is stopped. Click "Go!" again. The different phases of the experiment will
run automatically one after the other through the single wells of the plate. The process is stopped each time a new compound or another dilution
of the compound has to be applied. Start the next phase automatically on "Timer" or manual by clicking on the respective phase icon, if "Manual"
is selected in "Analyzer Settings".
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B~ EDIOZDEVIE)

The actual applied dilution and the phase of the experiment are highlighted in blue.

Multiwell Selection Panel

Third dialog of the "Control Section" is the "Multiwell Selection Panel". In "Cardio" mode the 2D Latency map is displayed in each well.
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This dialog allows the selection of the well from which data should be displayed. You can change your selection while the program is running,
so you can view all wells to control the experiment without stopping inbetween.

r i
Click on the desired well to select it. The selected well will be highlighted /‘)in light blue. See the effect of your selection in the "Data
Display Section" and in the "Result Section".

If no experiment is running, it is possible to exclude a well. Please click on the well with the right mouse button. To reselect it again, double-click
the well with the right mouse.

Important: The electrode channels of a deselected well will neither be displayed nor recorded!

Select the display mode from the drop down menu. When using a multiwell plate with 1152 electrodes, please select the "Plate Region" from
the drop down menu below.

[Mutthe Selecion Panet — ]
$oolod &5 -6 480 A0 IVie

AXRXKOXXX XXX

BXXX XXX XXX

CRAX HAUAX XXX Switching to next Plate Region..
DXXX XXX XXX

EXXX XXX XXX L
FXXX XXX XXX

GXXX XXX XXX

HX XX XXX XXX

Display Style Averages ~ | Plate Region: | NN - Display Style: | Latency Mag »|| Plate Regior

The software needs a few seconds to switch from one region to another. Please consider the switching progress in the "Multiwell Selection Panel"
dialog.

Temperature Control and Logfile

Last dialog of the "Control Section" is the "Temperature Control" and the "Logfile" available in two tabbed pages.

Temperature Control Tab

Temperature Control

38

— Sewpont
> — Measured I
0 0,2 04 0,6 08 1

Setpaint: 370 13]°C - |Range: 1 (2 {min | [}
Temperature Control | Logfile
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I

Temperature [°C]

2

33
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The headstage of the Multiwell-MEA is equipped with an internal temperature controller. That is, why the "Temperature Control" starts
automatically when the software is started. The temperature controller is not disabled when the software is closed. Stop the temperature
control by clicking the button "Disable". The drop-down menus "Set Point" and "Range" will be active. Choose the temperature in "°C" or in
"Fahrenheit" scale. Changes in temperature set point will be directly sent to the device. The actual temperature is measured one time a second.

Choose the time span in minutes from the "Range" drop-down menu. Click the "Stop" button to pause the display, the recording of the
temperature data will go on. Temperature files are stored in "*.mws" data files.

Note: The temperature sensor reading shown in the software represents the temperature of the Multiwell-MEA-System heating plate.

The temperature in the wells might be 1-3 °C lower. The temperature difference depends on the room temperature, the use of the cover lid,
and potentially other factors unique for each individual setup. It is therefore recommended to determine the temperature difference for

a specific experimental setup with a thermometer inside a well filled with liquid and adjust the set temperature accordingly.

Logfile Tab

<31.102014 135351 > Data Acquation started A~
<31.10.2014 1354:00 > Data Acqustion stopped [
<31.102014 135409 > Data Acquistion started [
©31.10.2014 1354:22 > Data Acquistion stopped

©31.102014 13:54:23 > Data Acquistion started

31102014 135426 > Data Acquistion stopped

Temperature Control _Logfile |

The "Logfile" documents the ongoing experimental proceedings online. The "Logfile" data is stored in the "*.mwr" results files.

Data Display Section

View your current data in this section. In "Cardio" mode, the data are presented in three formats in tabbed pages: "Raw Data Overview",
"Averages" and "Raw Data". In "Neuro" mode, there are four displays in the tabbed pages: "Raw Data Overview", "Spike Cutouts", "PSTH Plots”
(Peri-stimulus time histogram) and "Raw Data". Please see chapter ""Multiwell-Screen: Neuro Application" on page ERROR! BOOKMARK NOT
DEFINED." for the neuro mode.

The upper display shows an overview of all wells in "Raw Data Overview" window, or the display shows the electrodes of the well that was
selected in the "Multiwell Control Panel" dialog in the left "Control Section". The lower display shows the single view of one electrode.

Overview: Raw Data Overview

E

| B
E

3 b

2

P Q@ [t [ e

e Dt Overview | Averages (Wel 41) | Raw Data (el 21)

The "Raw Data Overview" window gives an overview of all wells of the plate. The overview will automatically be adapted to 24 or 96 wells.
Navigate from well to well by clicking on it.

By default, this display is initially disabled, because calculating the huge amount of data streams needs capacity and performance of the computer.
Click the check box "Enable" in the footer of the window to see the data streams.

425 mV - Warning: Display dis 5
225 my —} a a 5 s E [] Enabled Warning: Display disabled due to performance problems!

If the data acquisition computer is overloaded during an experiment, the overview display will be automatically disabled: "Warning: Display
disabled due to performance problems!"
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Export a picture of the "Overview Raw Data" window by clicking the button "Export to Image File" E The file format is *.jpg, *.png or *.bmp.
Overview: Raw Data

The upper display shows the raw data of all electrodes, so you have a good overview about the activity in the desired well.

Raw Data (Well B4)

3

mow @@ s X[

See the identification of the selected well in the header of the dialog. The upper left electrode is selected by default. Jump between the electrodes
without stopping the experiment, the selected electrode will be highlighted in green and viewed in detail in the "Single View". The red marker
indicates the detection of a heartbeat or a spike in both displays.

Click the "Adjust to signal Min/Max" E ! button and read the current value beside. The scaling of the y-axis is set to the minimum and maximum
of all samples in the well.

Clicking the button "Zoom In" cuts the scaling in a half and "Zoom Out" doubles the scaling . Use the up-down box to scale the time

X

x-axis in each window of the overview. Deselect electrodes by clicking the "Exclude Channel" button first and then on the electrode.
Double-click the electrode to select it again.

Important: Data of excluded electrodes will not be recorded and stored!

One channel of the well has to be defined for analysis and display of the "Dose-Response" curve.

Define this electrode by clicking the "Select representative channel" button |
in a blue frame.

. The analyzed channel will be highlighted in green and framed

Multiwell-MEA-System e Publication 20211111 ¢ www.multichannelsystems.com 52



MULTIWELL-SCREEN SOFTWARE: CARDIO APPLICATION

Single View: Raw Data

The lower display shows the single view. The single view shows data of the selected electrode channel more detailed.

100 [37
T 50
T olda 4 4 A 4 "
2 e ¥ e Y G v
3
> -s0
-100
s 7 8 s 10 1
Time [s]
4aa::: M

Averages (Well A1) Raw Data (Well A1)

In this example the raw data of the selected electrode No 21 is displayed. See the electrode ID in the left upper edge of the display. Each field
potential is described by its data trace and two additional set points: The red triangle indicates the detection of a heartbeat, the blue diamonds
mark the position of the maximum, the minimum and the maximum slope of the Na peak.

Click the "Adjust to signal Min/Max" ' ! button. The scaling of the y-axis is set to the minimum and maximum of all samples in the channel.

Zooming in cuts the scaling in a half and zooming out doubles the scaling . Additionally, you can zoom into a region of interest
by moving the mouse from the left to the right while pressing the left mouse button. Move the mouse the other way round for zooming out.
Please read chapter "General Software Features". ) )

Use the up-down box to scale the time axis of the single view display. Start and stop the data display independent from the overview
In experimental mode the recording of the data will go on, even if the data display is stopped.

Stimulation Markers

The display shows stimulation markers if stimulation was applied during the experiment. The start of a stimulus pattern is marked by a triangle
in the upper part of the display. Electrical stimulation is indicated by an orange triangle, optical stimulation by a triangle in the color of the LED,
which was used. Additionally, the duration of the optical stimulation is marked by a horizontal bar beside the triangle, color coded respectively.
Overview: Averages

The "Average" display is for "Cardio" mode only and like the "Raw Data" separated in the upper overview and the lower single view display.

In the "Overview" display you see the mean values of the data segment around all detected heartbeats.

Mwerages (Well B4)

1 Edl

] F 2 1z
3 FE EE] 13
p—

34 34

ow Wt Q@ [

See the identification of the selected well in the header of the dialog. The upper left electrode is selected by default. Jump between the electrodes
without stopping the experiment, the selected electrode will be highlighted in green and viewed in detail in the "Single View".
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Click the "Adjust to signal Min/Max" i ! button and read the current value beside. The scaling of the y-axis is set to the minimum and maximum
of all samples in the well.

One channel of the well has to be defined for analysis and display of the "Dose-Response" curve. Define this electrode by clicking the "Select

Clicking the button "Zoom In" cuts the scaling in a half and "Zoom Out" doubles the scaling

representative channel" button . . The analyzed channel will be highlighted in green and framed in a blue frame.
Single View: Averages
In the "Overview" display you see the mean value of the data segment around all detected heartbeats. In the "Single View" you see the mean

value of the data segment around all detected heartbeats in this channel (the black colored data trace) and additionally the standard deviation
of each sample in red color.

Voltage [pV]
°

W QQ P tims post 40z ms [l

Averages (Well B4) | Raw Dats (Well B4)

In this example the averages of the selected electrode No 33 is displayed. See the electrode ID in the left upper edge of the display.

Click the "Adjust to signal Min/Max" ' | button. The scaling of the y-axis is set to the minimum and maximum of all samples in the channel.

Zooming in cuts the scaling in a half and zooming out doubles the scaling . Additionally, you can zoom into a region of interest
by moving the mouse from the left to the right while pressing the left mouse button. Move the mouse the other way round for zooming out.
Please read chapter "General Software Features".

Use the up-down box to scale the time axis of the single view display. Use the two up-down boxes to scale the time axis of the single view

display via "Pre" time before the averages and the "Post" time. Start and stop the data display independent from the overview ’ | . 1,

In experimental mode the recording of the data will go on, even if the data display is stopped.

Single View: Overlay

Click the "Show Overlay" check box. Now the "Single View" display shows an overlay of the mean values of the data segment around all detected
heartbeats in this channel for the different concentrations of that experiment. The traces of the different concentrations are color coded.

soo |22

- Contral
300 pM

— 1M

vohage [pv]
|

30 nM
100 M

306 AM
1M
3 M
10 M

AR

0 = 100 150 200

..§ Q@ Fre ms Poe 1335 ms ] # Show Deerlay

Averages (Well A1) | Raw Data (Well A1)
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Result Section

View your current results in this section. Three types of result presentation are available in three dialogs: "Dose-Response" or “Treatment

]

Response”, "2D Latency" and "Result per channel".

The upper display shows the "Dose-Response" dialog for each compound. The lower displays show the "2D Latency" map and the "Result per
channel" on the base of the selected well.

Dose-Response
The dose-response curve shows the variation of the physiological markers in relation to the concentration of the compound.

The "Dose-Response" dialog looks different in dependency of the settings. All available compounds are displayed. This example shows the field
potential duration for the compounds 1 to 4.

Compeund 01 Compound 02
25
T us )
E E 20
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Use the drop-down menus to organize the dose-response curves.

Parameter: | Conduction Velocity [ Display Style: | Mean +- SEM - u

FP Duration
2D Latency | siope =5 [R Mean +- StdDev -q
RR Interval Mean +- SEM
Channel

Peak-to-Peak Mean + Scatter
i BowPlot
v |

Choose the type of the curve from the "Parameter" drop-down menu: "FP Duration" describes the latency from one extremum of the
T-component of the heartbeat to the next extremum. "Slope" is the maximal slope of the Na peak. The "RR Internal" is the time span between two
heartbeats, measured from one maximum, that is the QRS-component to the next maximum. "Peak-to-Peak" describes the amplitude between the
maximum and the minimum of a Na peak. The “Conduction Velocity” shows the velocity of the excitation, calculated between the first and the last
detected electrode as a function of the time.
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Choose the "Display Style": The "Mean" is calculated from the mean results of all wells of one compound. This simple display format does not
show the variability of the wells.

Compound 03
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The "Mean + StdDev" shows additionally * 1 standard deviation of the mean and allows to estimate variability between the wells but does not
show outlier values.
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Compound 04
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The "Mean + Scatter" plot shows additionally to the mean the results of all concentrations of that well as own points. Click on the points to make

the results of this well but other concentration available. Offers an easy way to find outliers and to correct them, if necessary, during offline

analysis.

Dose Respanse.

Compeund 01

Compound 02

§ s i
S a0
8 205
& 200
w,«i\\eq" & s\\*\ac‘*&c" \‘00: " g8 \\\f \Qj:;w’

Duratson[ms)
L

"
g

Parameter; £ Duntion - | Display Syl [T

The "BoxPlot" shows the distribution of the results between the wells. You clearly see the wells which differ from the median.

The Coefficient of Variation "CV" is a degree for the variability of a distribution. The "CV" is calculated from mean divided by standard deviation

and has no unit. You need at least two measurements to calculate the "CV", that is why it is useless for parameters like QT interval or spike count.

The "CV" displayed in this plot is the mean of the "CV" of the concentrations in one single well.

Raw Values
See the variation of the physiological markers in the dose-response curve in absolute values "Raw Values" - or in "Normalize"

Normalize

Experimental Control

Follow and control the process of the experiment in the left "Control Section" in the "Experimental Control" dialog.

Q

Tt

mode. Normalized results are calculated in relation to the respective control section in %.

B ~ EBOIDEYIE)

The actual running phase is highlighted in blue.

Each time a new dilution of the compound is applicated, the "Pipette next dose" dialog appears.

et o

7 8 9
XXX

-

HXXXXAXXXKXX

If “Manual” pipetting is used, each time a new dilution of the compound is applicated, the "Pipette next dose" dialog appears. For pipetting via the

MEA Xpress system, the doses are applied automatically. Please see the MEA Xpress manual for more details.
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Theoretical Background of Dose-Response Curve Calculation

The dose-response results from a well are computed using the activity on a single channel in the well. This "representative channel"
is automatically selected as the first channel in the well producing a heartbeat or spike. As long as the experiment is not running, you can

modify this selection by clicking the "Select representative channel" D button in the "Raw Data Display", the "Averager Display" or the
"Cutout Display" in Neuro mode.

The physiological parameters of this channel are collected during the experimental test period and the mean value of the data is calculated.
This mean value is the result for that well. The mean values of all wells with the same compound in the same concentration gives the result
for the respective dose. The sum of all concentrations build the "Dose-Response" curve.

2D Latency Color Map

2D Latency (Well CS

v

The 2D latency color map is for "Cardio" applications only. The map displays the propagation of a heartbeat from the pacemaker to the outer

regions of the cardiac cell culture. The isochrones are indicated by black lines. The colors indicate the latency distribution over the well. Red color

represents the pacemaker when using the color map "jet inverse".

The electrodes in the well are symbolized by circles: Black circles indicate a detection of a heartbeat on this electrode, white circles indicate no
detection of a heartbeat, but the color map is completed by interpolation of data.

Below the map the current time stamp is displayed in hour:minute:second:millisecond.

Click the icon [ ﬁ ! to adjust the map parameters in the "Map Settings" dialog.

Map Settings Map Settings
Data | Map Data = Map
Irterpolation Colot Map Jet - @ et
Missing Data NearestNeighbor M Contour Black - Tms =
Missing Channel off - P of .
M T 2
Show Time Stamp  hivmmss_ys - s A
Minimum r . At
Size (Wx H) 352x 352 2,
Interpolation Bicubic -
Show Blectrodes (2

Map Settings Dialog: Data Tab

In the "Data" tab of the "Map Settings" dialog the interpolation parameter refers to the data, generating the map. Default is the interpolation
method "Nearest Neighbor". With the method of interpolation, you can substitute missing channels also. The program uses the same "Nearest
Neighbor" method for interpolation: If you do not want to substitute missing channels, click "Off". In the drop-down menu "Show time stamp"
you can choose the type of the time stamp you want to be displayed below the color map.
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Map Settings Dialog: Map Tab
In this dialog you have to define the settings for the "2D Latency" color map.

"Color Map": The typically used color map for cardiac issues is the "Jet Invers" map, but you can also choose "Hot, Cool or Grey" maps. To remove
the colors from the map, click "Off". The isochrones will remain only.

"Contour": The drop-down menu is for changing the color of the contour for the isochrones into "Black, Jet, Hot, Cool and Grey". Or you can
remove the lines with "Off". Adjust the number of the contour lines from the time scale drop-down box besides, the smaller the time interval
between the contour lines is chosen, the more isochrones are available.

"Arrows": Choose “Gradient” from the drop down box to show the direction of the propagation of each heartbeat across the MEA via arrows.
The arrows are vectors showing the gradient field of the interpolated heartbeat propagation map. The arrow size is normalized on the greatest
gradient.

"Minimum / Maximum": You have to define the minimum and the maximum of the scale of the color map. That means, you define the time frame
in which the excitation pattern are displayed in the color map. Usually, you start with zero in the minimum, which is the pacemaker. The excitation
pattern will run from the pacemaker over the map to the maximum. The widest selectable time frame for the color map spans from 0 ps in the
minimum to 10000 ms in the maximum.

"Size (H x W)": Define the size of the map in pixel.

Interpolation: Interpolation is a mathematic method to calculate missing information inbetween two points of a line. The bilinear interpolation
uses four points of the nearest vicinity to calculate the interpolated point. The bicubic method uses eight points to calculate the interpolated point.
The interpolation method of the "nearest neighbor" uses the mean value of four or five points to calculate the interpolated point.

"Show Electrodes": Decide via check box whether you want to display the black circles indicating the electrodes in the map or not.

Result per Channel

Result per channel (Well C5) Resuit per channel (Well A1)
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Have a single view of one channel of the selected well in the "Result per Channel" display. See the electrode ID in the middle over the display,
the well ID in the header.

Define the "Parameter" via drop-down menu: "Na Peak-to-peak" or "RR-Interval" and "Conduction Velocity". Start and stop the "Result per

>u

Zoom into accumulated data by moving the mouse from the left to the right while pressing the left mouse button. Move the mouse the other way
round for zooming out. Please read chapter "General Software Features".

Channel" display independent from the compound overview

Settings Files

You can store default parameters for the Multiwell-Screen software to have direct access to your preferred experimental settings each time you
start the software. This covers not only display settings, but also analyzer settings, experiment settings, recorder settings and the content of all
other dialogs accessible from the "Settings" section of the main window.

The default settings are specific for each plate layout and application mode, “Cardio” or “Neuro” and are loaded each time, a plate is inserted in
the Multiwell headstage. To store the current configuration as default settings, select “Save as Default Configuration” in the “Application” menu.
To revert the current configuration to the default configuration, select “Restore Default Configuration” from the “Application” menu. To delete
the current default configuration and revert to the factory defaults, select "Delete Default Configuration" from the "Application" menu.

If a set of different experiments is run regularly, it can be beneficial to have a default configuration containing the common settings between the
experiments, and a set of individual settings files, each storing the settings specific for a single experiment. The current configuration can be stored
in an external configuration file in XML format by selecting “Save Configuration As...” from the “Application” menu. Pressing “Load Configuration”
in the “Application” menu allows the loading of either such a settings file in XML format or a *.mws file which is generated when an experiment is
started, storing the settings of this experiment.
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When loading a configuration, you can select which parts of the settings should be loaded. For example, if you want to keep your current
“Analyzer" settings but load everything else from the settings file, disable the “Analyzer” check box in this dialog. Loading a configuration is only
possible if neither an experiment nor an exploration is running.

The configured experiment type and the selected software modules might differ between the current configuration and the one in the
configuration file. You can decide whether to override your current experiment type and software modules with the ones from the file, or not.
To override them, activate the "Experiment Definition" check box in the "Load Configuration" dialog.

Load Configuration

Select Features to Load

A

Experiment Defintion [ ]

Lab Back
Compounds and Timing
Analyzer

Data Source

Recorder
Report Generatar
Displays

Liquid Handling

o

If settings have been modified with respect to the default settings and the software attempts to load the default settings again, either because the
“Restore Default Configuration” entry in the “Application” menu has been selected, or because a plate has been inserted, the software prompts
the user on how to proceed before overwriting the current configuration. This gives the user three options:

3 Replace the default configuration with the current configuration by overwriting it.
3 Store the current configuration in XML format.
. Discard the current configuration.

Result Files
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When an experiment is finished, the analysis results can be exported by selecting “Export Results” from the “File” menu. This opens a dialog where
the analysis parameters to be exported can be selected, as well as the channels.

In “Cardio” mode, there are four tabbed pages from which you select the analysis parameters:

Heartbeat
Heartbeat 2D
QT-related Interval
Dose-Response

On each tab page, there are a number of parameters which can be selected or deselected. Clicking the “Export” button on one of the pages will
export these parameters to a comma separated file "*.csv" or to an Excel “* .xIsx” file.

The tabs of the export dialogs are build analogical. On the left side of the dialog enable or disabled the check boxes to choose the parameters
you are interested in. Select the designated electrode channel on the MEA electrode field and select the wells.

LB ]
Use the "Select all Electrodes in the Well" buttons - - = to select or deselect all electrodes of a well, click onto a single electrode
e T}
B2
to select or deselect one of them. Apply the stimulation pattern to all wells with the same compound or to all wells of the plate.
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Export Heartbeats
Click the respective button to export the file as comma separated value file "*.csv" without any limitations
of data volume in one result file. Excel files "*.xIsx" are limited to 1048576 rows per file. If the limitation of data volume in Excel is reached,
the following error message appears and the exported “*.xIsx” file will contain only 1048576 rows.

B Export Results n
€ -1 « data(D:) » Multiwell Data v e Muitiwell Data" durchsuchen 0
Organisieren v Neuer Ordner =~ @

225EP primary ventrich A Name
CMOS-MEA Data
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Multi Channel Experim
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20141205_Muttiwell_Experiment NMI
Janssen
Muitiwell_Data_Output 03.07.2018

D4 Error writing results x

< >

9 Reached maximum number of rows for Excel file

Dateiname: v

Dateityp: | CSV files (".csv) v

Excel files (*xdsx)
# Ordner ausblenden Speichem 1 Abbrechen

In order to import the generated comma separated value “*.csv” files into Excel, please use the “Text Import Wizard”:

Comma separated files can also be opened, in Excel. Please import the file to Excel, do not double-click on the "*.csv" file to open it, otherwise the
parameters are not separated in columns. Excel opens the "Text Import Wizard" dialog for the import of a "*.csv". Please click the option
"Delimited" for the original data type and click "Next".
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Select option "Comma" in "Delimiters" window. Click "Finish" to import the file.
The "*.csv" file is opened. Now you can use it for further analysis.
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In “Neuro” mode, the spike time stamps and the spike bursts can be exported.

In the “Well Selection” part of the dialog, select a well by a left mouse button click. In the “Well” part of the dialog, you can select channels to
export by clicking the grey squares. Selected channels are displayed in red. Deselecting a channel can be done by clicking it again. Pressing the
“Select all” button will select all channels in the well, while pressing the “Deselect all” button will deselect all channels.

As in the “Analyzer” settings dialog, pressing the “Apply to compound” button will copy the channel selection of the current well to all wells with
the same compound. Pressing the “Apply to all wells” button will copy the channel selection to all wells. The “Undo” button reverts the last action
while the “Redo” button performs it again.

If no plate is inserted, results generated earlier during an experiment and stored in a file with analysis results with the extension "*.mwr" can

be loaded by pressing “Load Results” in the “Application” menu. These results of a single compound are displayed in the dose-response plot
and can be exported to a "Comma Separated File" with "*.csv" extension as above via the “Export Results” entry in the “Application” menu.
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Multiwell-Screen: Neuro Application

Tutorial for Neuro Experiments

This tutorial explains step by step how to organize a neuro experiment with the Multiwell-Screen software. The typical neuro experiment
is arranged in different phases, but at first the experiment must be well prepared. Please read the tutorial step by step.

To start the software, please click the "Multiwell-Screen" icon or select it from the program menu.

Neuro Mode

Please use the "Application" menu, option "Define Experiment". The “Experiment Selection” dialog appears.

Experiment Selection X

Select or customize an Expenment to continue

Application
Cardiac Cels Neuron}&s
Experiments
Custom
Define a custom expenment.
o :m 3= Expenment: Custom
Substance Screening Cell Type Screening deper
e b Stimulation: Bectrical
£11 Dosing Protocol: Cumulative
— .
] — -«,— T Piettng: Manual
.
Custom Simple Recording D Recorsng: Hie Fies

Reporting: PDF Report

Customize.. Start

v
Click "Neuro Cells” in the “Application” window.

Depending on this selection, the user interface and the analysis functions are optimized for experiments with neuronal cells.

Experiments

The next step is to specify the type of experiment you are planning to run and to select the necessary software modules for it.

There are five different predefined experiments available: "Substance Screening", "Cell Type Screening", "Time-dependent Effects",
"Custom", and "Simple Recording".

For settings in the “Experiments” window, please read chapter “Experiment Selection” above.
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Main Window of Multiwell-Screen in “Neuro Mode”
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The main window in "Neuro" mode is built analogously to the main window in "Cardio" mode. The left "Control Section" side consists of
the same dialogs. The "Data Display Section" is different and has four tabbed pages: "Raw Data Overview",” Spike Cutouts" and "Raw Data".
The "PSTH Plots” are additionally available if the software module “Stimulation” is selected.

The "Result Section" on the right side holds additionally to the "Dose-Response" curve the neuro application specific dialog "Spike Counts"
and "Result per Channel".

Most of the functions in "Neuro" mode are similar to them in "Cardio" mode. Please read the chapter ""Multiwell-Screen: Cardio Application"
for detailed information. This tutorial explains neuro specific functions only.

Control Section

Configuration of the Experiment via "Settings" dialog.

Settings

ELdQ¢ @88 FTFEOIAS DO

Please read chapter “Control Section” in “Multiwell-Screen” “Cardio Mode” for detailed information.

@ Lab Book

Start the configuration of your experiment with the first "Settings" command "Lab Book".

EE Lab Book X EZ Lab Book X 52 Lab Book X
Study  Gereral Notes Study  General  Notes Study General Motes
Study
s ] P Hos
Sugghare: [ ] S
w [ ]
Epermet e
o0 [ ] e —
[

celtmern: [ ]
CellneMame: [ |
Dicton Medium: [ |

OK Cancel oK Cancel oK Cancel

Type in all information you need for this experiment in the "Study", "General" and "Notes" tabbed pages.
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a0

D00 compounds

Define the "Groups and Recording Phases". Please read chapter "Compounds" on page 29 for detailed information.

Defaut Recoring Phases
Series Type Predefined Senes
O Dittion Series @ Lobelled Sesies | Auo | | 13 | | 190 | [ Add WashOut Phase

23

@ Experimental Flow

Define the "Experimental Flow". Please also read chapter "Experimental Flow" on page 34 for information.

Recording Phase
Recording Phase Timing Timer

T T

I

Analysis Phase Recording Phase
[[] Restrict Analysis to Time Segment Recording Phase Timing
Analysis Phase Start 5 > Recording Phase Duration |2 &I [E]
Analysis Phase Duration |2 S min v~
Analysis Phase
Wash-n Phase ] Restrict Analysis to Time Segment
Wash-In Timing Analysis Phase Duration |2 + | |min v Recording Phase
Weikoetn B S
Pause Phase i =
Pipet Phase Recording Phase Duration 2 |3 @
. Pae Towg
.
P e o o]
=1| =1 [ = f=="] =

The dialog , Experimental Flow” is available in three appearances to meet the requirements of your experiment in dependency of the settings.

"Define the length of the "Recording" and "Wash-In" phases of the experiment. Within the "Recording" phase, an "Analysis" phase can be
optionally defined. This has the effect that all the data during the recording phase will be recorded, but the online data analysis will only
run on the time window within the analysis phase. If no analysis phase is defined, the online analysis will run on the full recording phase.
Add a "Wash-In" phase if necessary.

The mode selected in the "Pipet Phase" is important when using 96-well plates with 1152 electrodes (96W300/80F-1152): Select "Common"
from the drop down menu for pipetting a concentration of compound into all 96 wells at a time. Select "Per Region" for pipetting the compound
into one region of the 96-well plate after the other. The 12 columns of the 96-well plate are grouped in 4 "Regions" with 3 columns each, region 1
is built from column 1, 5 and 9, region 2 from column 2, 6 and 10, region 3 from column 3, 7 and 11 and region 4 from 4, 8 and 12. The actual
selected region is highlighted in white.
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Important: Select pipette mode "Common" for pipetting a concentration of compound into all 96 wells at a time and "Per Region" for pipetting
the compound into one region of the plate after the other.

[Multiwell SelectionPanel ______________]
1 234567 891701112

X X X -2

X X

Regian ..

& <0 %
highlighted:
Columns 1, 5, ¢

I G TmMmo N ©>»

Display Style: Latency Map >,

During the experiment the concentrations of the wells are measured one region after the other. The program starts with the actual selected
region, for example "Region 1" in the screenshot above. After measuring all wells from Region 1, the wells of Region 2 are measured, after that
Region 3 and so on.

Please realize, that data of the four regions are saved in independent data files, labeled by the number of the region additionally to the file name.
When analyzing the experimental files with the Multiwell-Analyzer, the software is able to recognize files belonging together. The region files are
added together again. In parallel you have only one data file compiled from region files belonging together when generating a "Report" with
Multiwell-Analyzer.

Configuration of a Detailed Time Schedule for Experiments

75 oK Cancel
Enable Scheduler and configure individual timing |

Please click the “Enable Schedule and configure individual timing” button in the “Experimental Flow” dialog to open the "Time Schedule" dialog for
individual experiments. The schedule for the timing of each segment of the experiment is highly flexible: You can change the parameter for each
concentration independent from others.

Please define the concentration series in the "Compound and Series" dialog first, otherwise the time schedule will not match with the number of
phases set before. In this case if an experiment is started, the following error message appears. After correcting the schedule, the experiment can
be started.

Invalid Scheduler Configuration X

The number of phases defined in the Scheduler differs from
the actual number of recording phases. Please use the
Experiment Flow Dialog to review and confirm the updated
schedule!

Please define for each "Phase" of your experiment, whether you "Enable" or "Disable" the "Pipet" phase.

Set the timing for the "Wash In", the "Recording", the "Analysis" and for the "Pause" phase to "Enable", "Timer" or "Manual". Define the
“Duration" of these phases individual in seconds, minutes and hours.

(9 Experimental Flow x
=R
Phase UsePpet Yo Washvin Duration Phsse Recordng Phase ﬁ;rn::‘m JstusPhuse | Aratoin Prass | Puse Pause Duation
Control Timer | 2min (] 0s 2min Disabled 0=
300pM Enbled v [Tmer  ~|2min Timer | 2min O Jos 2min Disabled
oM 2rmin me O Jos 2mn Disabled
3nM Endbed 2nmin mer 17| 2min O s 2min Disabled |05
10nM Enabled v |Tmer v |2min Tmer v |2min = 2min [Disabled |05
30nM Endbled v |Tmer v |2min Tmer  ~|2min O s 2min ‘ed 0s
100nM Endbled v |Tmer v |2min Tmer  ~|2min =D 2mn Manual 0s
300nM Endbled |~ |Tmer v |2min Tmer  ~|2min O os 2mn Disabled |05
1uM Endbled v |Tmer v |2min Tmer  ~|2min O os 2min Disabled | 0s
3uM Endbled v [Tmer v |2min Tmer  ~|2min O es 2min Disabled |05
10 4M Endbled v |Tmer v |2min Tmer v |2min O es 2min Disabled |05
304M Endbled v |Tmer v 2mn Tmer v |2min a  es 2min Disabled |05
Wash Out Ensbled | Timer v | 2min Timer  ~|2min m] 0s 2min
S oK Cancel

Use the "Copy Column" button E to copy the contents of the current cell to all other cells in the same column. Use the "Copy Row" button

i

to copy the current row to the complete time schedule. Use the arrows to redo or undo last changes.
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@ Analyzer Settings

Analyzer Settings for "Spike Detection" and "Spike Processing".

Please read the chapter "Appendix” for more information about spike detection. Tooltips are available and guide through the "Analyzer" dialogs.

@, Analyzer Settings X
Spke Detector  Spike Processing
L {1} | =] ooo
| 111} [ | [m] Oomoc
Detectiontype: | Threshold v L [} ooo ooo
i "A 2 3 B S 6
Edge Selection ~ A
Rang Edpe 1
Faling Edge [7] B Q
Atomatic Threshold Extimation C
D
Number of Segments: |1
Baseine Duration: 1000 5] ms
Rasing Edge: (50 3] 2. Dev
Faling Edge: |50 3] Sd. Dev.
Estmate Estmate For Al
Timng
Dead Time: 3000 ol
Cutouts
Pre Trgger: (1000 o
Post Tigger: 2000 o=
oK Cancel

Define the "Analyzer Settings" in the "Spike Detector" and "Spike Processing" tab. It is useful to configure the "Analyzer Settings" when the
"Explore" mode is running. All changes are directly sent to the instruments, that's why you can directly see the effects in the data stream.
Decide on the basis of the running data, whether your settings fit or not.

Spike Detector

The "Spike Detector" tab allows to set the "Detection type" from the drop-down menu. In dependency of the detection type the dialog offers
different options.

Detection type: | IIEE] v
Threshold

Detection Type: Threshold
Define the "Rising Edge" or "Falling Edge" in the "Edge Selection" window.

In the "Automatic Threshold Estimation" window you can select the standard deviation for the rising and falling edge from the numeric up-down
boxes. Apply these estimations to the currently selected well by pressing the button "Estimate" or to all wells with the button "Estimate for all
wells".

@, Analyzer Settings X
Spke Detector - Spke Processng
. 111 T Ts) ooo|
1] T 1] omg|
Detectontpe. [ Trreshod < [ oog oog|
o - PR B S S
Edge Selection = JA
Reng Edge |4 e
Faling Edge [ B O
Automatic Threshokd Estimaton C
D
Nomberof Segents: [1
Baselne Duration. 1000 s ms
Reng Edge: 50 &1 Std. Dev.
Faling Edge 5.0 % Sd Dev.
Estrmate Estmate For Al
Teneg
Dead Time: 3000 S .
Cutouts
Pre Tngger 1000 o .
Post Tagger: 2000 -
oK Cancel

Use the up-down box "Number of Segments" to define, how many individual segments are used to estimate the thresholds. The duration of each
segment is defined by the “Baseline Duration”. The threshold is computed as the minimum standard deviation over all segments, multiplied by
either the “Rising Edge” or “Falling Edge” factor. Using multiple short segments for the computation of the standard deviation instead of one long
segment reduces the risk that the standard deviation is strongly influenced by spike activity.
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Select the "Dead Time" in ps in the "timer" window.
When using "Cutouts", please define the "Pre Trigger" and "Post Trigger" in us from the numeric up-down boxes.

On the right side of the dialog the well plate is displayed for the "Well Selection". As usual, the currently selected well is highlighted with a blue
circle.

Click the "Apply Changes to all Wells" button and the following dialog appears "Select Settings to Apply".

| Select Settings to Apply

=} -(w] All settings
= [m] Spke Detector
[ Detection Mode
[C] Use Risng Edge
[[] Use Faling Edge
[[] Baseine Duration
[ Risng Edge Std Dev. Factor
[[] Faling Edge Std Dev. Factor
Minimum Rise Time
[} Maimum Rise Tme
[V Slope Detection
|| Threshold
] Dead Time
] Pre Trigger
[] Post Trgger
=[] Spke Analyzer
V] Bn Wicth
] Pre Trigger
4] Post Trigger
Burst Detector
Max. interval to Start Burst
Max. Interval to End Burst
Min. Interval Between Bursts

OK Cancel

Select the settings you want to apply via check boxes. The settings will be immediately applied to all wells of the currently selected compound.

ek

Click the "Apply changes to all wells" button and the same dialog appears. Select the settings you want to apply via check boxes.
The settings will be immediately applied to all wells.

Use the arrow buttons for "Undo last changes" and "Redo last changes".

Detection Type: Slope

Changing the type of the detection for the spike detector to "Slope" the left side of the dialog will change respectively.

a SIE e = @, Analyzer Settings
Spke Detactor  Spike Procsssing Wel Ssiacton P e———
o ot
NPT IS 4d567 80101112 =m0 ggo |
Dvtoction byws: | Sope v A Detectontype: | Threshold ~ ooo ooo
B {
Detaction 3 I Detecton
Siope Detection ~ Ip Edge Setectun
@ | Rarg Edge 2
;
Desd Tene: (3000 & = i el
G
Mirimum Riss Tine: (100 O™ H Atomstic Threshokd Esimation
Maomum Rise Teme 1000 T .
Foed Amoltude ®) Sgnal Dependant Mumber of Segmerts 1
Bosein Dt [1000 (8] ma P ————
Baselne Durston: 1000 & ™
RangEdge: 50 3] 34 Dev.
Threshold: -1 & Sid Dev.
Fabng Edge: 5.0 & Sd. Dev.
Cutout Estmate Estimate For Al
Pre Tngger: 1000 + . Timing
Post Tagger: 2000 + .
DeadTine: (100 5] 1e
oK Cancel Cutous
P Toger [0 2
Neuer Screenshot! ! - -

In this case you have to define the parameters for the "Slope Detection". Please read chapter "Software".
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Spike Processing

G, Analyzer Settings X
Spke Detector  Spke Processing
Spke By
Bn Width: 100 + m
Trgger Source | Bectical Sam
Pre Trgger: (500 s

Fost Tngger: [1000 i om

Burst Detector

Group 03

Max Irtervalto Start Burst: (50 s oms

Max._Intervalto End Bunt: 50 s om Group 04
M interval Between Bursts: 100 s om
Min. Durstion of But: |50 3 m

Min, Spke Count n Burt: |4

Network Burst Detector
Wi Channels Pamicpatng: 6
Min. Simutaneous Channels: [3 o
Soke Cour Mode: | Allin Duration

Atomatic Channel Selection
Duaton: [10 SN
® Max Spike Rate O Max Ampltude

Fun channel selection for al wels
oK Cancel

The "Spike Processing" tabbed page to adjust the "Spike Binning", the "Burst Detector", the "Network Burst Detector" and the "Automatic Channel
Selection".

Spike Binning

The “Spike Binning” window is visible only if the software module “Stimulation” is selected. Use the up-down boxes in the "Spike Binning" window
to define the time duration of the "Bin Width" in ms together with the "Pre Trigger" and "Post Trigger".

Burst Detection

The “Burst Detection” option allows the detection and analysis of spike bursts. The spikes have to be detected first. The quality of the burst
analysis therefore depends on the accuracy of the spike detection.

The MaxInterval Method for detecting bursts

Find all bursts using the following algorithm:

Scan the spike train until an interspike interval is found that is less than or equal to Max. Interval. While the interspike intervals are less than Max.
End Interval, they are included in the burst. If the interspike interval is more than Max. End Interval, the burst ends. Merge all the bursts that are
less than Min. Interval between Bursts apart. Remove the bursts that have duration less than Min. Duration of Burst or have fewer spikes than
Min. Number of Spikes.

The detection parameters for bursts are shown in the following schema.

Min. duration of a burst

Mln number
~———————Pof spikes
Max. interspike interval Min. interval between in a burst
two bursts
|n a burst

Max. interval at the start of a burst

Parameter for burst detection:

Max. interval to start bursts: maximum interspike interval to start the burst.
Max. interval to end a burst: maximum interspike interval to end the burst.
Min. interval between bursts: minimum interspike interval between two bursts.
Min. duration of burst: minimum burst duration.

Min. number of spikes in burst: minimum number of spikes in a burst.

(Reference: Legendy C.R. and Salcman M. (1985): Bursts and recurrences of bursts in the spike trains of spontaneously active striate cortex
neurons. J. Neurophysiology, 53(4) : 926-939).
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Network Burst Detector

The "Network Burst Detector" tool identifies time regions with simultaneously occurring bursting activity on multiple channels in a well.
A "Network Burst" is characterized as a sequence of temporally overlapping bursts detected by the "Burst Detection" tool on single channels.

To qualify as a "Network Burst"
(a) the number of distinct bursting channels in the sequence needs to be at least the number defined for "Min. Channels Participating" and
(b) at some point during the sequence, there need to be at least "Min. Simultaneous Channels" channels

that are bursting at the same time.

Detected Metwork Surst

Channel 1

— — —
Channel 2 I
Channel 3 [—— I —
Channel 4
Channel 5 —— —
Channel 6 — —

Time

Figure: Network Burst_1
A toy example is shown in figure "Network Burst_1" above:

For 6 channels in a well, the time regions are marked in red where the "Burst Detector" has detected a burst for each of these channels.
These burst time regions are used as input for the "Network Burst Detector", which is configured with "Min. Channels Participating" = 4
and "Min. Simultaneous Channels" = 3.

A single "Network Burst" is detected for the time region marked in blue, because during that time region there is overlap for the bursting activity
on channels 1, 2, 3, 5 and 6, which means that the "Min. Channels Participating" criterion is fulfilled. In addition, there are multiple times where
four of these channels are bursting simultaneously, so the "Min. Simultaneous Channels" criterion is fulfilled as well.

The first part of the bursting activity of channel 6 is not part of the "Network Burst", because a "Network Burst" starts at the time point where
at least two channels are bursting simultaneously. It ends with the last bursting channel in the temporally overlapping sequence of bursts.

The second half of the figure displays another sequence of temporally overlapping bursts on channels 1, 3, 5 and 6. Although this sequence also
fulfills the "Min. Channels Participating" criterion, there is no time point where more than two of these channels are bursting simultaneously,
violating the "Min. Simultaneous Channels" criterion, so this time region is not recognized as a "Network Burst".

It is possible that a sequence of temporally overlapping bursts actually contains multiple separate "Network Bursts", for example because there
is a single channel with almost continuous bursting activity. An example for this is shown in the next figure "Network Burst_2" where channel 6
has continuous bursting activity.

Detected Network Burst 1 Detected Network Burst 2
.
cronne 1| — : —
Ghennel 2 — P —
Cromeis [ — —
Crannel 4 — —
:
Channel 5 — : —

Channe 6 [

= Figure: Network Burst_2

In such a case, the sequence of overlapping bursts is split into two (or more) subsequences. The time points of this splitting procedure are
determined by looking at the number of simultaneously bursting channels, drawn in the lower portion of the figure, and finding "valleys" in this
graph.

The third parameter for the "Network Burst Detector", "Spike Count Mode", determines which spikes are counted as part of the "Network Burst".
This has an effect when computing the spike rate and the percentage of spikes in a "Network Burst". If this parameter is set to "All in Duration",
all spikes in the duration of the "Network Burst" are counted for all channels in the well.

For example, if any spikes were detected for channel 4 in figure "Network Burst_1" during the "Network Burst", these would be counted towards
the spike count of the "Network Burst", although channel 4 never participated with any bursting activity to the "Network Burst". If, on the other
hand, the "Spike Count Mode" is set to "Participating Bursts", only spikes within bursts on the individual channels within the "Network Burst",
for example the time regions marked in red in figure "Network Burst_1" and "Network Burst_2" are counted towards the spike count.

(References: Wagenaar D., DeMarse T.B. and Potter S.M. (2005): MeaBench: A toolset for multielectrode data acquisition and online analysis.
Conference Proceedings. 2nd International IEEE EMBS Conference on Neural Engineering, 2005. Mendis G.D.C, Morrisroe E., Petrou S. and
Halgamuge, S. K. (2016): Use of adaptive network burst detection methods for multielectrode array data and the generation of artificial spike
patterns for method evaluation. J. Neural Eng. 13 (2016) 026009 (19pp))
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Dose Response Display

All "Burst Detection" and "Network Burst Detection" parameters can be selected in the "Dose Response Display" window.

Parameter: | Network Burst Count

Burst Duration
Burst Spike Count
Burst Spike Rate

Percentage Spikes in Burst
Interburst Interval
Network Burst Count

Network Burst Duration
Network Burst Spike Count
MNetwork Burst Spike Rate
Percentage Spikes in Networkl
000 Network Interburst Interval

Automatic Channel Selection

This tool selects the representative channel for the calculation of the dose-response curve via "Max Spike Rate" or via "Max Amplitude".

Define the time span for the calculation interval with the up-down box "Duration in seconds. Apply the selection to all wells by pressing
the button "Run channel selection for all wells".

Multiwell Selection Panel

The difference to the "Control Section" in "Cardio" mode is the function of the display in the "Multiwell Selection Panel" on page 50. In "Cardio"
mode you have an excitation map, in "Neuro" mode you have five opportunities to be selected from the drop-down menu "Display Style".

Display Style: | Spike Count -
Spike Count

Logfile Burst Count ha
<04.07.2018 08 Network Burst Count started

< 04.07.2018 08| Network Burst Events
Selected Channel

Spike Count

1 2 3 4 5 6 4 5 6

2 3
" EEE R a3 s

U I BB KC 0 N e i
Rebetenenatall Il XPICIC I AT

Sahahohohohod WYL
Display Style: !

"Spike Count": The channel activity is displayed in terms of spike count per channel in a moving window. The higher the spike count rates,
the darker the color of the channel in the 2D map. Change the color of the map in the "Spike Count" display in the "Map Settings" dialog.

Burst Count

Multiwell Selection Panel

1 2 3 4 5 6

: ©
eX X X X X X
5 X X X X X X

Display Style: - |

"Burst Count": The channel activity is displayed in terms of burst count per channel in a moving window. The higher the burst count rates,
the darker the color of the channel in the 2D map.
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Network Burst Count

Multiwell Selection Panel

1 2 3 4 5 6

: ©
X
X

C

XXXXXX
EX XX X XX

Display Style: | [ENITTNEYw I |*|

"Network Burst Count": The channel activity is displayed in terms of network burst count per well in a moving window. The higher the network
burst count rates, the darker the blue color of the circle in the 2D map.

Network Burst Event

Multiwell Selection Panel

1 2 3 4 5 6

O
B .O
XXX XX
XX XXX

D

XX©®

Display Style: | [N =M H

"Network Burst Events": The channel activity is displayed in terms of network burst events per well in a moving window. If a network burst event
is detected, a circle in blue color is flashing in that well of the 2D map.

Selected Channel

Multiwell Selection Panel

1 2 3 4 5 6

Display Style: et qa Ennt] -

"Selected Channel": Click "Selected Channel" to show the number of the channel which is automatically selected via spike detection. Change the
selection manually by clicking onto a different electrode in the data display.
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Data Acquisition

&7 Data Source Settings X
Data Source
Sampling Rate: 10000 wv| Hz
1000
M
Filter Settings
25000
High-Pass Fitter: % v Make Permanent
Low-Pass Fiter:  4.order ~ |3500Hz + Make Permanent

-] =
Please define the "Sampling Rate" in Hz from the drop-down box in the "Data Source Settings" dialog "Data Acquisition"
on page 39.
Data Source

Please select the "Sampling Rate" in Hz in the "Data Source" window from the drop-down menu.

Filter Settings

a Data Source Settings X 9 Data Source Settings X
Data Source Data Source
Sampling Rate: 10000 v | Hz Sampling Rate: 10000 v| Hz
Filter Settings Fiter Settings
High-Pass Fiter. 2. order ~ |1Hz ~ Make Permanent High-Pass Fiter: |2 order ~| |1Hz v Make Permanent
Low-Pass Fiter: |4 order | |3500Hz Make Permanent Low-PassFiter: |4 order v| |3500Hz Make Pemanent

1. order
2. order
3. order
ca‘ce'

Set the "High- and Low-Pass Filter" settings of the Multiwell MEA device with the drop-down menus. Choose between 1st and 2nd order
Butterworth filters for the "High-Pass Filters" and between 1st and 4th order for "Low-Pass Filters".

If the data acquisition is not active, press "Make Permanent" in order to write the filter settings to the device. This ensures that the same
settings will be loaded after rebooting the Multiwell device.
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Data Display Section

View your current data in this section. In "Neuro" mode, there are four displays in the tabbed pages: "Raw Data Overview", "PSTH Plots“
(Peri-stimulus time histogram, visible only if the software module “Stimulation” is selected), "Spike Cutouts" and "Raw Data".

The upper display shows an overview of all wells in the "Raw Data Overview" window or of the electrodes of one well that was selected
in the "Multiwell Selection Panel" dialog in the left "Control Section". The lower display shows the single view of one electrode.

Raw Data Overview

NEE
{

T

0 A 7

The "Raw Data Overview" window gives an overview of all wells of the plate. The overview will automatically be adapted to 24 or 96 wells.
Navigate from well to well by clicking on it.

By default this display is initially disabled, because calculating the huge amount of data streams needs capacity and performance of the computer.
Click the check box "Enable" in the footer of the window to see the steams.

425 mV Py M e B
435 my ﬂ- a a 5 s u [] Enabled Warning: Display disabled due to performance problems!

If the data acquisition computer is overloaded during an experiment, the overview display will be automatically disabled: "Warning: Display

disabled due to performance problems!" Export a picture of the "Overview Raw Data" window by clicking the button "Export to Image File" §
The file format is *.jpg, *.png or *.bmp.

PSTH Plots
The PSTH plot is visible only if the software module “Stimulation” is selected.

Peri-stimulus time (PST) histograms display the distribution of spike times relative to the onset of each stimulus presentation. They are often the
most useful way to show temporal discharge patterns.

PSTH Plots (Well A1)
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PSTH Plots (Well A1) | Raw Data O. | Spike Cutouts (Well A1) | Raw Data (Well
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The neuronal response due to a single stimulation consists of one component, which is causally determined by the pulse and of several
components, which are not caused by the stimulation, spontaneous activity, for example. If all components of the response have similar
amplitudes as the stimulus induced component, it is not possible to see this component. That is, why the Peri-Stimulus-Time-Histogram (PSTH)
is calculated. The histogram is the arithmetic mean over several identical stimulations and shows the time point, which is directly correlated

to the stimulus "Multiwell-Screen Software" on page 18.

The screen is permanently updated. Data which cannot be displayed for lack of space are available for the calculation of the histogram anyway.

=l

Save an image of the screen by clicking the "Export" icon.

The PSTH plot below was plotted during stimulation. The blue bar in the PSTH plot indicates the time stamp of the stimulus.

PSTH Plots (Well 86) [~ |
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PSTH Plots (Well B_.. | Raw Data Overview |Spike Cutouts (Well...| Raw Data (Well 86)

Spike Cutouts
The "Spike Cutouts" window is separated in the upper overview and the lower single view display.

In the "Overview" display you see the mean values of the data segment around all spike cutouts.

Spike Cutouts (Wel A1)
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PSTH Plats (Well A1) | Raw Data Overview | Spike Cutouts (Well A1) | Raw Data (Well 41)

The "Spike Cutouts" display is specific for Neuro mode. Functions and tools are similar to the "Overview: Averages" on page 53 display in Cardio
mode.

Click the "Adjust to signal Min/Max" ' ! button and read the current value beside. The scaling of the y-axis is set to the minimum and maximum
of all samples in the well.

One channel of the well has to be defined for analysis and display of the "Dose-Response" curve. Define this electrode by clicking the "Select

Clicking the button "Zoom In" cuts the scaling in a half and "Zoom Out" doubles the scaling

representative channel" button D . The channel analyzed in the single view will be highlighted in green and the channel with the blue frame
will be used for the result analysis. The screen is permanently updated. Data which cannot be displayed for lack of space are available for the

b

calculation of the histogram anyway. Save an image of the screen by clicking the "Export" icon.
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Single View

The single view shows an overlay plot of the last cutouts of the selected channel. Define the "Time" scale in the single view with the "Pre" and
"Post" up-down boxes in ms. Select the number of the plotted cutouts via "Number of Cutouts" up-down box.

Raw Data Section

The "Overview" display shows the raw data of all electrodes, so you have a good overview about the activity in the desired well.
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PSTH Plots (Well A |Raw Data € | Spike Cutouts (Well A1) Raw Data (Well A1)

See the identification of the selected well in the header of the dialog. The upper left electrode is selected by default. Jump between the electrodes
without stopping the experiment, the selected electrode will be highlighted in green and viewed in detail in the "Single View". The vertical red
marker indicates the detection of a heartbeat or a spike in both displays. A horizontal red bar above the spike markers indicates the detection and
duration of a spike burst.

Click the "Adjust to signal Min/Max" ' ! button and read the current value beside. The scaling of the y-axis is set to the minimum and maximum
of all samples in the well.

Use the up-down box to scale the time x-axis in each window of the overview. Deselect electrodes by clicking the "Exclude Channel" I - l button
first and then on the electrode. Click the electrode to select it again.

Clicking the button "Zoom In" cuts the scaling in a half and "Zoom Out" doubles the scaling

Important: Data of excluded electrodes will not be recorded and stored!

One channel of the well has to be defined for analysis and display of the "Dose-Response" curve. Define this electrode by clicking the "Select

representative channel" button D . The analyzed channel will be highlighted in green and framed in a blue frame.

|
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The following screenshot shows "Raw Data" display with the time stamps of stimulation indicated by the orange triangle in the "Single View".
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Single View: Raw Data

The lower display shows the single view. The single view shows data of the selected electrode channel more detailed.
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In this example the raw data of the selected electrode No 13 is displayed. See the electrode ID in the left upper edge of the display. Set the
threshold for the spike detection individually for each electrode. The detection events are displayed in red for the upper detection point and blue
for the lower detection point on the "Time" axis.

Click the "Adjust to signal Min/Max" t ! button. The scaling of the y-axis is set to the minimum and maximum of all samples in the channel.

-

Zooming in cuts the scaling in a half and zooming out doubles the scaling . Additionally, you can zoom into a region of interest
by moving the mouse from the left to the right while pressing the left mouse button. Move the mouse the other way round for zooming out.
Please read chapter "General Software Features".

Use the up-down box to scale the time axis of the single view display. Start and stop the data display independent from the overview ' .

In experimental mode the recording of the data will go on, even if the data display is stopped.

Multiwell-MEA-System e Publication 20211111 ¢ www.multichannelsystems.com 75



MULTIWELL-SCREEN: NEURO APPLICATION

Result Section

View your current results in this section. Two types of result presentation are available in two dialogs: "Dose-Response" and "Spike Count".
The upper display shows the "Dose-Response" dialog for each compound. The lower displays show the "Spike Count" map on the base of the
selected well and the “Result per Channel” display on base of one channel of the selected well.

Dose-Response

The dose-response curve shows the variation of the physiological markers in relation to the concentration of the compound. Please read more
about "Theoretical Background of Dose-Response Curve Calculation" on page 57 in chapter "Software".

The "Dose-Response" dialog looks different in dependency of the settings. All available compounds are displayed. This screenshot shows the
"Normalized" "Mean" value of the only available parameter "Spike Count" for the compounds 1 and 2.

‘Compound 01

Spike Count
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Compound 02

Spike Count
R
BEERERE

Parsmeter: Spike Count * | Display Style: [T B rormice | |

Choose the "Display Style": The "Mean" is calculated from the mean results of all wells of one compound. This simple display format does not
show the variability of the wells.

Raw Values
See the variation of the physiological markers in the dose-response curve in absolute values "Raw Values" - or in "Normalize"

MNormalize ) ) ) . I
mode. Normalized results are calculated in relation to the respective control section in %.
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The "Mean + StdDev" shows additionally * 1 standard deviation of the mean and allows to estimate variability between the wells but does not
show runaway values.
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The "Mean + Scatter" plot shows additionally to the mean the results of all concentrations of that well as own points. Click on the points to make

the results of this well but other concentration available. This display format allows simply to find runaways to correct them, if necessary during
offline analysis.
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Compound D1

Compound 02

S THIITRRITL,

Parameter: Spike Count - | Display Style: [EEEED - |

Spike Count

The "BoxPlot" shows the distribution of the results between the wells. You clearly see the wells which differ from the median.
The Coefficient of Variation "CV" is a degree for the variability of a distribution. The "CV" is calculated from mean divided by standard deviation
and has no unit. You need at least two measurements to calculate the "CV", that is why it is useless for parameters like spike count or QT interval
in "Cardio" mode.
Additionally, to the "Dose-Response" curves the windows "Spike Counts" and "Result per Channel" are available in "Neuro" mode.
2D Spike Counts

o O

=]

c ©
00:03:09.400000

Width: 13 5 s | Update interval: 7 5|5 | .

The channel activity is displayed in terms of spike count in a moving window. The higher the spike count, the darker the color of the channel
in the 2D map. Spike counts are not interpolated between channels.

Below the map the current timestamp is displayed in hour, minute, second, and millisecond.

Modify the value in the “Width” numeric-up-down control to adjust the time range in which the spike counts are computed. The value given
in the “Update Interval” numeric-up-down control specifies the update rate of the spike count maps. The mapping of spike counts to color can
be adjusted in the “Map Tab” of the “Map Settings Dialog” with the parameters “Minimum” (represented by white color) and “Maximum”
(represented by black color). Values outside this minimum-maximum range will be displayed either as white or black. Click the icon to adjust
the map parameters in the "Map Settings" dialog. Please read the respective chapter in "Multiwell-Screen Software" on page 18. Change the
color of the map for a better view.

Spike Counts (Well D5)

o O
100:34:22 300000

Width: 10 =~ s Update Interval: 1 |5~ 35 £ Width: 13 |21 s | Update Interval: 7 & s | £
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Result per Channel

Result per channel (Well A1) Result per channel (Well A1)
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Display the results of one channel of a respective well in the "Result per Channel" view. Please select the parameter which should be shown
from the drop-down menu.

Start and stop the display via "Start / Stop" button and save data as comma separated file "*.csv".

Experimental Process

See the "Experiment Control" window in the "Control Section" on the left side of the main menu. This dialog schedules your experiment.

Experiment Control
A =

9 Explore:

T
b~ I E

Cortrol | | 300pM

1nM
eoe

Prepare the well plate you want to use carefully. Insert the well plate in correct orientation in the Multiwell headstage.

Before you can start an experiment, please fix the well plate in the headstage. There are two ways to do so, either press the left touch pad

\ A
on the headstage or click the "Insert" button

A - B> o

"Eject" button. Press the "Explore" button.

in this dialog. To remove the well plate again, press the right touch pad or click the

It is useful to configure the "Analyzer Settings" when the "Explore" mode is running. All changes are directly sent to the instruments, that
is why you can directly see the effects in the data stream. Decide on the basis of the running data, whether your actual settings fit or not.

Changes of "Analyzer Settings" effect all electrodes in one well. The only exception is the "Spike Detector" in the "Raw Data Display"
in the "Neuro" modus, the threshold settings can be changed per channel. Please see "Raw Data Section" on page 74 in this chapter.

> o

After passing all these preparation steps you can now start your experiment. Click the "Go" button.

During the experiment the phases are repeated in dependency of the number of compounds.

Preliminary Phase
Control Phase

Pipetting of the first compound
Wash in

Test

Analysis

Pipetting of the next dilution of the compound
Wash in

Test

Analysis
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Analyze Recordings

(=] Multiwell-Screen Startup X

4

Multiwell-MEA Expenment

MEA Xpress Experiment

MEA Xpress
Standalone
a
Analyze Recordings
Senudate Help Qut

The “Analyze Recordings” mode gives you the opportunity to re-run the analysis on your recorded Multiwell-Sceen data files in order to optimize
the analysis parameters.

@ Experiment Selection X

Select or customize an Experiment to continue

Application

Cardia Cells Neummeﬂ:

If you open the software for the first time, it may prompt you to select an experiment type. This selection has no further effect on the
"Analyze Recordings" mode.

[E3 Select Recording - o X
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D:\..120200903_Nifedipine_un 2020-09-031125:28 &P Deve: Ml MEA (S/N 26503
D:\..\20200915_No_Group_unde. 2020-09-15 16:06:48

D)\..\20200915_No_Group_und 2020-09-15 16.07:00 (® Ewement: Tme dependert Eects
D1\.120200915_No_Group_und 2020-09-15 160845 Simaton: None

D1\.120200915_No_Group_und 2020-03-15 160856

D\..\20200915_No_Group_und. 2020-09-15 16:09.08 Dosing Prokacek: None.
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< >

The “Select Recording” dialog lists all recordings in the default recording folder for Multiwell-Screen. This folder can be changed in the “Recorder
Settings” dialog. If a recording is selected in the list on the left hand side, the file name, experiment type and the selected software modules are

0
shown on the right hand side. You can use the button to open an overview of all parameters of the experiment.

Use the "Select File..." and "Select Folder..." dialog to show either a single file or all Multiwell-Screen recordings in a folder in the file list.
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If you use the "Select File..." button, for example, the "Select Multiwell File to Open" dialog appears.

| <« 20141205 Multiwell Experiment NMI > MultiweliData v o O "MultiweliData" durchsuchen

Organisieren v Neuer Ordner = ™ @
B Videos A Name - Anderungsdatum W GroBe
& WBIP SSD (C) 1) 20141205 Amiodarone Atrium_undefine... 05122014 13:37 MWD-Datei 24471128
- data (D:) [} 20141205_Amiodarone Ventrikel_undefin... 05122014 13:37 MWD-Datei 2447.112KB
= develop (\\mcs- ] 20141205 DMSO Ventrikel_undefinedCell... 05122014 13:37 MWD-Datei 511810KB
o gmbh (\mes-d¢ ) 20141205 No compound_undefinedCellL... 05.12.2014 13:37 MWD-Datei 305.927K8
= tmp (\\mcs-ds2]

- MCS (\mes-ds2

= scratch (\ds-adl |, ¢ >

Dateiname: | 20141205 DMSO Ventikel_undefinedCellLine_001.mwd | Multiwel aw data fles (. |

After selection, all parameters available in this file are displayed in the “Select Recording” dialog.

[ =] Fie Info

File P: $\MCS Raw Data\Multiwell N

le Path Date ‘ el o o
wellData'20141205_DMSO

Ventrikel_undefinedCellLine_001.mws

& Device: Replayer SN WA
TE Expedment: Custom

iy Stmuation: Bectacal and LED
201 Dosing Protocol Cumitive
T Poetng Manual

[ Recoung: Snge e

B Resotng PO Repat

Click the button “Replay File” for replaying the selected file in the Multiwell-Screen program. “Analyze File” opens the file directly in the Multiwell-
Analyzer software.

Application | Commands  Settings

Load Recordings

Save Configuration As ...

Load Canfiguration

Save as Default Configuration
Restaore Default Canfiguration
Delete Default Configuration

Export Results
Load Results

Reset Window Arrangement

Exit Alt+F4

"Load Recordings": Select Multiwell-Screen files for the Replayer.
“Save Configuration As....” In the “Save Settings” dialog.

|« 20141205 Multiwell Experiment NMI > MultiweliData v o D "MultiwellDsta” durchsuchen
Organisieren v Neuer Ordner - @
- data (D:) A Name h Anderungsdatum Typ GroBe @
o develop (\\mcs- @ Experiment 22.03.2021xml 220320211324 XML-Dates BK
= gmbh (\\mcs-dt @ testamil 24.09.2020 10:07 XML-Datei 155K
= tmp (\mcs-ds2, (@ 7Esten 2021.0mi 20012021 11:42 XML-Datei K|
- MCS (\mes-ds2. (B Test July 2021xmi 29072021 1250 XML-Datei 156K
A 80 test_may 2021xml 03.05.2021 09:43 XML-Dates 3Ky
v < >
Dateiname: | Test July 2021.xmi V]
Datetyp:  Settings files (xmi) v/
A Ordner ausblenden | Abbrechen |
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“Load Results”

[ Load results X
4[| « 20141205 Multiwell Experiment NMI > MultiwellData v b MultiweliData* durchsucher

Organisieren Neuer Ordner - ™ @
B Videos Lo Name Typ

% WEIP S5 (C) [ 20141205 _Amiodarone Atrium_undefine. fult - X8

- data (D)) [ 20121205_Amiodarone Ventrikel_undefin. er X8

o develop (\\mcs- [ 20141205_DMSO Ventrikel_undefinedCell...  05.12.2014 13:37 My 9 KB

o gmbh (\\mcs-dt 8 20141205_No compound_undefinedCellL... 4 A K8

o tmp (\mes-ds2]
= MCS (\\mos-ds2
= scratch (\\ds-acl |, >

Dateiname: | 20141205 DMSO Ventrikel_undefinedCellLine_001.mwr v | | Results files (*.mwr) v

—

The user interface “Experiment Control“ and corresponding commands in the main menu will change.

Experiment Control
—

Q Control

Control | 300pM | 1nM

Load Data File

Please select a raw data file first. Load raw data files using the “Open” or “Load Replayer File” commands.

Load Data File
Raw Data Fie DS-ACTIVE 'scratch\MCS Raw Data'\Mubiwel Data'
Settngs Fie L aw Data' Muk
oK Cancel

In the “Load Data File” dialog, press the upper "Open" button El to load a raw data file with the extension "*.mwd".

If the folder containing the selected raw data file also contains a matching settings file with the extension "*.mws", it will be automatically
selected. This should be the case as long as all files generated in an experiment are kept together in the same location. Otherwise, or if you

want to load a different settings file, press the lower "Open" button El to select a settings file with the extension "*.mws" or "*.xml" file.
With the exception of the analyzer settings, the contents of the settings file have to match the settings that were used during data acquisition.
Pressing the “OK” button will load the associated files or an error message appears if the settings file does not match the data file.

The name of the file is displayed in the status bar of the footer.

Experiment Control
o

30 uM
(WashOut
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Explore Mode

In "Explore" mode, the recorded data is displayed and analyzed in its original speed. Click on the "Explore" icon in order to start or stop exploring.
The data recorded during the test phase of this concentration will be played after pressing the “Explore” button. Please use the drop-down menu
to the right of the “Explore” button to select one of the substance doses contained in the data file, for example 300 pM. Just like in recording
mode, the explore function of the replayer enables you to modify analysis. You can directly see the effects on incoming raw data in real-time.
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The screenshot above shows the main menu of the "Replayer Mode" replaying a file recorded in "Neuro" application.

Use the "Explore" mode to select a representative channel for each well, which will later be used for dose response results. This selection
will be used for all doses. Keep the "Explore" mode running for at least 10 seconds in order to automatically select representative channels.

Experiment Mode: Restart the Analysis of a complete File

Restart the analysis of the complete file using the ,,Go!“ command. The analysis runs through, one concentration after the other until the
experiment is stopped with the "Wash Out" phase.
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The screenshot above shows the main menu of the "Replayer Mode" replaying a file recorded in "Cardio" application.

Running a complete analysis will be performed as quickly as possible. In order to improve performance, raw data will not be displayed in this mode
neither in overview nor in single view. Please switch to "Averages" display to observe data. Additionally, the "2D Latency" maps in "Cardio"
application and "Spike Count" maps in "Neuro" application are disabled.

Save Results

' Gal Cortred || 300pM || 1nM

After an experiment is finished and you are satisfied with the analysis results, press the “Save results after replaying” button . or use the
main menu "Command" option to generate a report sheet and store the result files on the hard disk.

%W p

Commands | Settings Help

Explore Cell Culture
Start Experiment
Start Stimulator
Start LED Stimulator

Owerride Plate Type

Commands | Settings Help
@ Load Replayer File
Q, Explore Cell Culture
P Start Experiment
Start Stimulator

Save Results

Boot Headstage

Using the "Save Results" command the Multiwell-Screen replayer data files results (*.mwr), settings (*.mws) and cutout (*.mwc) will be saved
to the directory defined in the recorder settings. File names are automatically created according to the recorder settings. No existing file will

be overwritten, file names will automatically be modified with an increasing number. The file dialog which opens after clicking the "Save" icon,

enables you to save a new report file. Please select location and name for the new file. If you are not going to save a new report file, just close
the dialog.
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MULTIWELL ANALYSER SOFTWARE
Introduction

The "Multiwell-Analyzer" software is developed to analyze data, produced with the "Multiwell-Screen" software and facilitates the detailed
analysis of the generated data. The analyzer is built-on two application modes almost in the same manner as the "Multiwell-Screen" software,

in Cardio and Neuro Mode. Appropriate tools allow the analysis of the incoming files and an output of significant results on base of graphs or data
files.

System Requirements

One of the following Microsoft Windows ® operating systems is required: (64 Bit) Windows 10, Windows 8.1 or Windows 7 (English and German
versions supported) with the NT file system. Other language versions may lead to software errors.

Main Features
The main features of the Multiwell-Analyzer software are:

- Merging of results from different experiments.

- Exploration of the raw data.

- Selection of time segments for analysis.

- Spectral filtering (high-pass, low-pass, notch).

- Generation of a dose-response curves.

- Export of results from each analysis in form of a graph or a file.
- Report generation.

Cardio Mode

- Heartbeat detection and averaging.

- 2D latency analysis.

- Manual and automatic analysis of the field potential duration (QT-related interval analysis).

Neuro Mode

- Spike detection.

- Burst detection.

- Network burst detection.
- Export of spike cutouts.

Input Files
Please use following files for the detailed analysis, created with the Multiwell-Screen or Multiwell-Analyzer software.

. Raw data files with the extension "*.mwd". Multiwell raw data files include raw data of the electrodes, auxiliary channels and digital-in
in binary format.

. Result data files with the extension "*.mwr". The result XML-files include analysis settings and analysis results. Open "*.mwr" files
directly from the Windows Explorer via double-click in Multiwell-Analyzer.

. Settings files with the extension "*.mws". The settings XML-files contain the settings of the experiments.

. Cutout files with the extension "*mwc" are optional. Cutouts files contain spike cutouts or heartbeat averages in binary format.

. Analysis files with the extension "*.mwa". Open "*.mwa" files directly from the Windows Explorer via double-click in Multiwell-
Analyzer.

Additionally, you can import files with the extension "*c2r", generated with the Cardio2D software for individual analysis or for merging with
multiwell files, generated with Multiwell-Screen software. The Cardio2D files have to fulfill specific requirements: They have to be generated
with a multiwell MEA, a 60-6wellMEA, a 256-6wellMEA or a 256-9wellMEA and need to have a dilution series, which starts with a control phase.

It is possible to reanalysis an analysis file generated with the Multiwell Analyzer software.

Due to the huge amount of data, from up to 96 well with a sampling rate of up to 50 kHz, Multi Channel Systems MCS GmbH recommends
a SSD drive for a faster access to the data.
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Output Files

Analysis files with the extension "*.mwa" and cutout files with the extension ".mwc". The cutout files can be exported to other data formats
with the Multi Channel DataManager.

Comma separated value files with the extension "*.csv", which can be processed with common software, respectively.

Graphs or images with the extension "*.bmp", "*jpg" or "*.png" from each display window. Report Sheet files in "*.PDF" format.

Report Sheet
Save Analysis

Please click the "Save Analysis" button to save the current state of the analysis as an *.mwa file. You may also generate a detailed PDF
report with the analysis results.

Find detailed information about the "Neuro" and "Cardio" mode in the following chapters. Software features which are important for both modes
are explained in chapter "General Software Features".
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MULTIWELL-ANALYZER: CARDIO MODE

The Multiwell-MEA-System was developed on base of the established MEA technology to meet the need for higher throughput electrophysiology.

Use the system in "Cardio Mode" for a broad field of applications. For electrophysiological recordings from cardiac cell cultures, for stem cell
derived cell types and for cardio myocytes, for example in order to measure pharmacological effects on the heartbeats and the QT potential.

Find information about the Multiwell-Analyzer in "Cardio Mode" in the following chapters.
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The main window of the "Multiwell-Analyzer" software is divided in three windows with a menu bar above. The control window on the left
includes the "File Control" window, the "Analysis Control" and the "Experiment View" window. In the data display of the center part you can
decide between three tabs, the "Raw Data Explorer", the "Min-Max Analysis" or the "QT Analysis". On the right side you see the window for
the "Dose-Response" curve.

Start Working

Before you start using the Multiwell-Analyzer software, please select your application mode, because all following functions are adapted
to "Cardio" or "Neuro" mode. After that please import a file and set the analysis parameter step by step. After analyzing export your results
and generate a report sheet.

Applcation | Help

| | Sedect Apphcation

Export Results
Bt AneFd

File Control .
— I <
Anatyze

Impon fles Cear

Please find detailed information about the Multiwell-Analyzer software in "Cardio" mode in the next chapters.
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Menu Bar

Application
Application | Help
Select Application

Save Template
Load Template
Export Results

Exit Alt+F4

Select Application “Cardio” or “Neuro” mode.

Select your Application X

v

Use the "Save Template" function to select a well and store the analysis parameters of this well to a template file with the extension *.mwt.

With the "Load Template" function, such a template file can be loaded later on and the analysis parameters stored in it will be applied to all
wells of all experiments currently opened in the Multiwell-Analyzer.

Click "Export Results" to open the export dialog. Please read chapter "Export" on page 108" for more information later on.

Menu to "Exit" the Multiwell-Analyzer program.

Help

Help

View Help
Check for Updates...

About

Enter the online help with the "View Help" command.

The option "Check for Updates" provides fast access to the MCS web site.

B About Ex
Check For Updates
| Il | 4441
Muliiwell-Analvzer is uo to date! Multiwell Analyzer : : : :
Mustiwel-Analyzer
1450
Muti Channel Systems MCS GbH
Copyright ® MCS 20152018
Yol Weliatn IL

If the Multiwell-Analyzer software is not up to date, click the button "Visit Web site" and download of the newest software version.
Click "About" to open the dialog.
The dialog shows basic information about the Multiwell-Analyzer software version.

Note: Please keep in mind that the information of this dialog is necessary in case of support!
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Control Window

File Control Window
~ >
Clear

Import files Save Analysis

Tool Bar
—
Import files Clear

Click "Import File" to open the import dialog. Click the icon "Clear" to clear the loaded files.
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The Multiwell-Analyzer needs at least the raw data file "*.mwd" or the cutout file "*.mwc" for analysis. To open a result file "*.mwr" or an analysis
file "*.mwa" file, the corresponding cutout file "*.mwc" or settings file "*.mws" file has to be available. If a file is not automatically detected,
please add it manually.

Import of large Cutout Files

Importing Large Cutout Files

The following experiments have cutout files (extension .mwd)
! with sizes exceeding 1 GB:

D:\Data'20190117_Mo_compound_undefinedCellLine_001.mwr
(18,7 GE)

It might take a long time to import these files. Click “Yes™ to
import them anyway or “No” to skip importing these .mwe files

L 10 me |

An import of a cutout ,,*.mwc” file, larger than 1 GB data volume possibly needs a long time. That is why you have to confirm the import of large
files via the “Import Large Cutout Files” dialog.

Data Path

input Path: [@  \\DS-ACTIVE\scratch\MCS Raw Data\Mutiwel Data\22SEP primary ventricle PEDOT © [ Search recursively

Raw Data Path:  [G \DS-ACTIVE\scratch\MCS Raw Data\Mutiwel Data'\Daten\20150820_Mexdetine_hiP SCderived Cor 4U Cardomyocytes_001.mwd (File not found!)

Cutout Data Path: [@iy  \\DS-ACTIVE\scratch\MCS Raw Data\Mutiwel Data\22SEP prmary ventricle PEDOT\Aprl 2016 mwe

Please define the data path for the "Input Path" in the headline of the dialog. "Reload the files from the input path" or click the check box "Search
recursively", if necessary.
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Click "Input Path" to find the experiment files recorded by Multiwell-Screen or analysis files created by the Multiwell-Analyzer software. The list
of available files will show all files that are created in the current mode, for example only Cardio files in "Cardio Mode".

Define the paths, where to load raw data and cutout files, the "Raw Data Path" and the "Cutout Data Path" in the footer. If any file is not found
automatically, its path is marked in red. Please search the missing file manually by clicking on the respective data path icon to open, for example,
the "Select Multiwell cutout file" dialog.

=] Select Multiwell cutout file E3
T Multiwell D... » 22SEP pnimary ventricle PEDOT v & F t =)
Organisieren » Neuer Ordner R "
8 160525 HAUG A |ame ' Andetunaidatin Tyt "
N AHATDI23 20150922 _not Stam _003.mwc 2 2 2 MV, S
1 ANDITTI006 20150922 _not Stim_004.mwc
™ ARMIN-PC 20150922_Quinidine non Paced_001.mwe 4
N BACKUP 20150822 _Quinidine non Paced 002.mwc 22002015 3013 MWC-Date 41.986 X8
1 BIRGIT 20150922 Quinidine paced_001.mwe C
B CONNECT-1707: 20150922_Quinidine paced_002.mwe ! | Le KE v
W DFRLANA v i€ >
Dateiname: 20150322 Qumnidine non Paced_002.rvwec ~ Multiwell file (mwc) (*.mwe) «
Offnen Abbrechen
Merging Files

It is possible to import more than one experiment file at a time in order to merge the results. The files are sorted one below the other, you can see
them in the "Experiments" view.

When merging files generated with the Multiwell-Screen software which have different dilution series, the "Merging the Series" dialog opens.

Merging the Series

[
Thia seses resubad o megng the spenments. Please ust i) bnd deg bo smarange the abals f recesany

D D D & ED 1D

0K

The Multiwell-Analyzer software tries to organize the different series of the files which should be merged in a reasonable order.
If the arrangement is not optimal, please reorganize the sequence manually. Click onto one of the labels and move it via drag and drop
to the desired position. It is not possible to move the “Control” label, this phase must always be the first phase of the experiment.

File Information
Find important information about the offered files directly in the "Import Files" dialog: File Name, Compound, Dilution Series, Plate, Date,
Well (total number of wells in use) Raw Data (available or not), Raw Data Size, Type (Cardio or Neuro), Study ID, Study Name, Experiment ID,

Plate ID, Cell Line ID, Cell Line Name, Cell Culture Age, Dilution Medium, Institution, Director, Lab, Scientist, Operator, Notes.

Please sort the columns for your needs via drag and drop.

Input Path: h \\DS-ACTIVE\scratch\MCS Raw Data\Muttiwell Data\22SEP prnmary ventncle PEDOT o [¥] Search recursively
. -«
‘}.’eils Raw Data Raaz[):u Type Cell Line ID ~ Study Name  Experiment ID Plate ID _1 Cell Line ID 4 CellLineName  Cell Culture Age e

|
"|I v (A v (A v | (Al V’l-'q"l v | (Al v (A v (Al v (Al v | (All) v (All) v (£
i

Hide or expand the files in a subfolder by clicking on the + plus or - minus symbols on the left side of a row.
Use the filter function in the header of the "Import File" dialog to search for appropriate files. Each item contains the filter function "All",

that means, no filter and "Empty" to search for missing entries. Select the search parameter from the drop down list. When using more
than one parameter, the file selection is displayed with the "AND gating" principle.
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sz Import Files - ol EN

Input Path: [ \\DS-ACTIVE\scratch\MCS Raw Data\Mukiwell Data\22SEP prmary ventricle PEDOT O (V] Search recursively
File Name - Compound Dilution Series Plate Date Wells Raw Data Ra;; -
(Al v (AN v | (Al v | (Al v (A v (Al voAn v (Al
20150922_Quinidine non Paced_001.mwr A . 4
20150322 Quinidine non Paced 002 mwr Data\Multiwell Data\22SEP' (Emoty)
31%%'%“‘ paced_%; mwr Nocompound {Control 12 150 GE
150922 paced_002.mwr : {Control, 100nM, 300 1M, 1 uM, 3 M, 10 uM, 30 M =

|20150922”Stm_001.mwr Nocompound | Cortrol, 3nM, 10nM, 30nM, 100nM, 300nM, 1 1M 12 M |76sme
Ap 2016 mwa Control, 300pM, 1nM, 3nM, 10nM, 30nM, 100nM, 300 nM, 1 M, 3 uM, 10 uM, 30 uM
|Cardio2D mwa {Nocompaud . Y e ictons
‘ on mwa No compound Control 24-Well Plate Epoxy 220320150921 12 [ 7e8MB
September 2016 mwa No compound Control 24-\Well Plate Epoxy.. |22.09.201509:24 12 [ 7e8MB
Test_CArdio2D mwa R R |
Test Feb 2018 mwa v not Stim Control 24-\Well Plate Epoxy_ 22.09.201503:16 12 vl 768 MB
| | 20150922_not Stim_002 mwr not Stim | Control |24-\Well Plate Epoxy. | 220920150918 12 526 MB

Select one file for analysis and open it via double click or with the "OK" button. Select more files via drag and drop and open them with
the "OK" button.

1= |[April 2016.mwa 26.04.2016 12:43
7Nested Experiments: 2 ltems F
File Name Compound Dilution Series Plate
120150820_Mexiletine_hiPSC-derived Co_. | Mexiletine Control, 300 pM, 1 1M, 3nM. 10nM | 96-Well Plate Epoxy_
20150114_Flecainide_undefinedCellline.. Flecainide ~ Control, 300 pM. 1 nM, 3nM, 10 nM_  24-Well Plate Epoxy.

When opening a subfolder via + "Plus" symbol, information about its content is displayed: "Nested Experiments, 2 items", for example,
if two raw data files had been analyzed together and stored in a “*.mwa” file, or if an experiment has been recorded in Multiwell-Screen
with the setting “Recording: Multiple Files” and files containing data from recording phases of the experiment have been found.

You find the note "merged" in a "Multiwell Analyzer" file with the extension "*. mwa" if the compounds in the analyzed raw data files
had been different, find "multiple" if the type of the multiwell plates used in that files had been different.

Experiment View Window

Experiment View

oA
Al A5 A6 B4 BS B6 (=) c5 |
ce D4 D5
20150922_not Stim_003 _’v
20150922_not Stim_004 _..’V
20150922_No compound _004 —

Al A2 A3 81 B2 B3 (] (o]

Parameter: | Well Labels > j
See the imported raw data file(s) in the "Experiment View". Import more than one file to merge the data.

o~

Use the blue arrow to expand or retract the display of the available wells in that file. Click onto a well to display the data in the "Data Display"

beside. The selected well is highlighted in blue or with a blue frame.

Click the blue “i” to get detailed information about the file to be analyzed. The dialog has four tabbed pages: “Lab Book”, “Compound”, “Timing”
and “Stimulation”. This information should work as aid memoire, you are not allowed to change entries in the origin file with the exception of the

lab book which can be completed.

=] Experiment Info 20150917 Compound 02 001 - TN
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Select the "Parameter" from the drop down menu. Display "Well Labels", "Active Wells" or "Active Channels" and choose the "Dose", if available.

Experiment View Experiment View
| 20150922_Guridne paced_002 © A~ ~| | 20150922 Gunidne paced_002 © A~ ~| | 20150322 Qundne paced_002

A A5 AB B4 85 [ c4 cs ..‘.‘.. sass
o« o (o) o EE

I 20150922_not Stm_003 [ 20150922_not Stm_003 L
M A AB B4 B5 BE C4 C5 M A5 AS B4 BS BE C4 CS
l (=3 D4é D5 D6 [ D4é D5 D6
| v v
|* Parameter: Well Labels - | Parameter: | Active Wells ~| Dose: |EXFIVINENNNNN - || Parameter: Active Channels - | Dose: | Control 3

Select parameter "Active Wells" and the active wells are color coded in green, inactive wells appear in red. Use the drop down box "Dose"
to switch from dose to dose.

The display format "Active Channels" shows the active and inactive channels, color coded in green and red and the designated channel for
the dose-response curve, additionally framed in blue. Again, you can switch from dose to dose.

Analysis Control Window

Analysis Control Analysis Control

Control the state of the analysis in the flow process chart of the "Analysis Control" window. Squares symbolize the raw data source, analysis
instruments and result storage. Their colors indicate the current state of the analysis: Blue instruments are idle, while orange instruments
indicate that their analysis settings have been modified but not yet applied in an analysis. If an analysis is running the data flow from the data
source to the result storage is indicated in green and instruments participating in the analysis are also shown in green. The base instrument

of the analysis will start in blue and gradually fill up in green to indicate the progress of the analysis. The tool tip on this instrument also displays
the progress as a percentage.

Click onto the respective buttons in the diagram to open the dialogs for fast interactions. Alternatively adapt settings parameter for the "Time

Edit Analysis Segments
Segment" via "Edit Analysis Segment" button in the "Raw Data Explorer" tab.

Example: Suppose you want to analyze the data with modified settings for the spectral filter and the heartbeat detection. If you click on their
buttons in the chart, perform the appropriate modifications in the dialogs and click on “Save Settings” in the dialog and the spectral filter and
the heartbeat detector will be highlighted in orange: The settings have been modified, but the analysis applying these settings has not yet been
performed. Clicking on any instrument and selecting “Run Analysis” will start the analysis with the new settings. The time segment settings have
not been changed so this instrument stays inactive (blue). However, the spectral filter has been modified, so it is the base instrument for this
analysis and its update from blue to green shows the progress of the analysis. Because the filtering has an effect on any subsequent instrument,
the spike detector (also with modified settings) and the burst detector need to be active (green) as well. After the analysis is finished, all
instruments are idle (blue) again, because all modifications have been handled during the analysis. If the analysis was stopped prematurely,
some modifications have not yet been applied, so some instruments remain modified (orange). They will be handled when the next analysis

is started. Click onto the respective buttons in the diagram to open the dialogs for fast interactions during analysis.

Working Level
Most of the tools need a definition on the level, you like to work on: Should changes in the settings of the respective tool dialog affect all

electrodes of the plate, all electrodes in a group, or the electrodes in one well only. The default is “Setting changes are applied to all wells”.
Please see also chapter "Tutorial".

(1] [ | [m] ooo
u [ [ [m] om0
L ooo ooo

all wells wells of a group single well

Setting changes are applied to all wells
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Time Segment

Adapt the "Time Segment" settings to define the time span to which analyze parameters should be applied. There are two ways to do so,
via "Time Segment Selection" icon in the "Analysis Control" flow chart or via "Edit Analysis Segment" in the "Raw Data Explorer".

Click the icon "Time Segment Selection" in the flow chart.

Based on the "Raw Data" g, the definition of the "Time Segment Selection" is the first step.

Analyze Full Recording

First option of the menu is "Analyze Full Recording". Analysis parameters are applied to the complete duration of the recorded file.
This is indicated by the green frame all over the time display, when clicking the blue button “Edit Analysis Segments”.

[ Time Segments for Analysis Canfiguration - o X
Analyss Segments
[T 1] [ 1 u]
Geners EEE  EEO
L L L] ooo
20160802_8_2_2016_001 o~

@ B2 BS C2

o BB

Save Setings Fun Analysis Cancel

Select the first option from the drop down menu "Analyze Full Recording" on the left side and select the working level on the right side.

Edit Analysis Segments

Alternative: Click the button "Edit Analysis Segment" in the "Raw Data Explorer" tab of the "Data Display"

window to open a window with the same functionality. The drop down menu of this dialog is identical to the drop down menu in the "Time
Segment for the Analysis Configuration" dialog.

The dialog allows to define time frames for analysis graphically. You can see data as raw data in "Show Raw Data" mode or heartbeat detections
only in "Show Detection" mode.

Define Analysis Segrments

Camemon &nalysis Segmerts (Enc |=

Anatyze Full Recarding
Common Analysis Segments [Start)

Contrsl —— Common Analysis Segments (End
Custom Analysis Segments
100nM 100 nM
WieM 00 M
1uM 1M
1] 2 40 -]
Sanver Setfings St Analysis Carvnl

Define the time frame for analysis individual for each well or compound on the well plate.
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Common Analysis Segments

[ Time Segments for Analysis Canfiguration - o X
Analyss Segments
General [ | [m] aoo
= HEO om0
. oog ooo
Common Analysis Segments (Start)
]

Common Analysis Segment for all Doses

Analysis Segment Offset (Start) B v
Analysis Segment Duraton s -

Setting changes are sppliedto 8l wells

Save Settngs Run Analysis Cancel

Select the option "Common Analysis Segments (Start)" or "Common Analysis Segments (End)" either in the "Time Segment for the Analysis
Configuration" dialog or in the "Define Analysis Segments" dialog. Define the start and the duration of the analysis for all doses via up-down
boxes in seconds on the one hand or by drag and drop on the other hand. Please click on the dark green point in the green frame and keep

the mouse button pressed to modify the borders of the frame. Click into the green frame to move the complete time frame over the display.

Dofing Aralysts Sogments
+qa i EEE o - 100 nM
B | e | — Lt

100 M — f—— AN

.
H0nM H0nM
300n
- o
L o E = 40 &0 -
Sawe Sefings | S Aruyms Cavcel

Analysis parameters are applied to the beginning of the experiment with option "Common Analysis Segments (Start)". Use the option
"Common Analysis Segments (End)" to couple the analysis parameter to the end of the experiment.

Define Analysls Segments Define Analysls Segrments
19961 = = 19961 &
ot il L SR - s JCommon st Segrmen: ol et a0 EEEEN E——— |
Control Cortel Control Corteel
0 pM 0 pM HpH IqpM
TnM nM InM 1nM
ELL InM InM InM
idnk Dok 10nM WinM
L e T o o a2 e s WaM
r L]

0 M 00 nM HidnM M
300N 300 nM anM 00nM
1N oM T TaM
£ £ 1M IgM
T 0 M 10N ] WM
NN 30 uM MM | 30l
L] o an L L w 1 L] a 0N L] L] Lo 1|

Sdive S Sat Aalyic Carnel Save Sefrgs Siae A Careel

The data display in the "Raw Data Explorer" is adapted respectively. Again, the time frame for analysis is highlighted in green. The red frame
is for display settings only and indicates the period of time shown in the "Raw Data Explorer" windows below, in the over- and single view.

Raw Data Explorer
Cortred | 100nM  300nH | 14m
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Custom Analysis Segments

[ Time Segments for Analysis Configuration - o X
Analyss Segments
| | [m] oog
L U EE0 OEO
—~ ooo ooo
vl
Setting changes are apphed to all wells

Save Settings. Run Analyss Cancel

Select the option "Custom Analysis Segments" and define the time stamp of the start of the analysis for each dose separately. The duration
of the time segment is fix for all doses if the check box "Lock Duration" is active. Deselect the check box to define the duration of the analysis
segments variable by expanding or reducing the green areas. Move the contact point in front of the green area or at the end. Please see the
red arrows in the screenshot.

BERS
j a

H0nM MnM
e L T
w ] » 0 @ -
Save Delrg Ha A Coreel

The data display in the "Raw Data Explorer" is adapted respectively. Please select "Show Activity per Concentration"

Show Activity per Concentration i . ) o ) - )
. display. Again, the time frame for analysis is highlighted in green. The red frame indicates the period

of time shown in the "Raw Data Explorer" windows below, the over- and single view.

Raw Data Explorer

Bectrode 21 Hactrode 12 | Blectrode 32

Cantral o \_.-.....: Cortrol

100 nM 100 nM

00 nM o 300 nM
TuM TuM

Edlit Anabysis Segments
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Example: Effect of lvabradine

To illustrate the display formats described above, please see the following example. The "Data Analysis Segment" window shows an overview
of the experiment, the concentrations one below the other.

Drefine Analysis Sagments

il &nahyze Full Recording

Cortrl Contal
1005M el D]
30 M Ml o
1 Lt "
o 0 0 n - = &0
Save Seings | | Siat Ansksa Cancel

Ivabradine is a specific heart rate-lowering argent. Multiwell-Analyzer software provides the possibility to display an overview of this effect,
the decreasing heart rate in dependency of the dose of the drug. Additionally, you can save the display in an image to use the results immediately
for a report in a power point, for example. Or you can create a dose-response curve to show the effect with a few mouse clicks more.

Copy of Custom Analysis Segments

Copy Custom Segment Failed X

Copying the custom segment failed for the following
| experiments:

Compound_01_baseline_:
A1,42,A3,A4, A5, A6,B1,62,63,B4,B5,B6,C1,C2,C3,C4,C5,C6,D1,02
.D3,D4,05,06

Copying custom segments is anly possible if the series have

the same length and all custom segments fit Tor the respective
doses

The copy of custom analysis segments from one experiment to another experiment is only possible if the phases of both experiments match with
each other.

If not, the following error message appears: A list of experiment phases is displayed which do not match and the hint "Copying custom segments

is only possible if the series have the same length and all custom segments fit to the respective doses".

Spectral Filter

After defining the time frame for analysis, the data stream is applied to the "Spectral Filter"

[ spectral Filter Configuration - o x
Recordng
[ Y oog
Samping Rate: 10000 Hz L] omg
High-Pass: 2nd onder Butterworth fiter. 10 Hz ___ 200 2
Low-Pass: 4&h order Butterworth fiter, 3500 Hz
20160802_8_2_2016_001
Hgh-Pass
Active ] S
Fiker Butterworth v
Frequency [Hz] |10 -
Order 2 v
Low-Pass
Active [
Fiter Butterworth -
Frequency [Hz] |3500 -
Order 4 v
Netch
Active [
Frequency [Hz] |50 v
Save Seftngs | Run Analysis Cancel
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Select the filter settings, if necessary. Select the filter type via check box and choose between "Bessel", "Butterworth" or "Chebyshev"
for high-pass and low-pass. Define the filter "Frequency" in Hz from the drop down menus. Choose the "Order" of the high and low pass filter.
The "Notch" filter is helpful to remove noise.

Example: Without Notch filter on the left, with Notch filter on the right screenshot.

TAns iR

Heartbeat Analysis

Then, the filtered data are processed via the "Heartbeat Detection" . tool. Click onto the icon to open the "Heartbeat Analysis Configuration"
dialog.

[ Heartbeat Analysis Configuration - O X
Detection Threshold
- [T Tu] ooo
O Userdefined  ® Signal-defined EBB BEE
] 20160802_8_2_2016_001 A
SO Estmation Duration: (500 sims @) 2 s 2 o
Minimum Rise Time: 100 .
Maximum Rise Time: 1000 .
Detection Timng
O Local mn/max @ Global min/max
Search Interval. 20 s ms
Dead Time: 200 s ms
Reporting
Timestanp Type
Minwmum
Maximum
Maximum Sh
Save Sefings  Fun Analyss Cancel
Detection Threshold
Detection Trveshold Detection Threshold
@) Userdefined () Sigral-defined () Userdefined ) Signal-defined
Threshold: 25 Y Threshold: 10 3 -
o
5D Estimation Duration: 500 + ms T
Minimum Rise Time: 100 =] Minimum Rise Time: 100 e o
208
Madmum Rise Time: 1000 il Mamimum Rise Time: 1000 | s "

1,002 1,904
Time [5]

The following parameters characterize the heartbeat, which should be detected. The heartbeat detection can be done either via "User defined"
threshold values in uV or based on exceeding a defined number of standard deviations of the noise level "Signal defined". Using the signal
dependent threshold detection, the waveform detection is more flexible.

Define the "Threshold" of the amplitude for the detection in puV. The value of the threshold is positive regarding the rising edge of the waveform,
the value is negative regarding the falling edge. Define the time frame for the estimation of the signal "SD Estimation Duration" in ms. Use the up-
down boxes for the "Minimum Rise Time" and "Maximum Rise Time" in ps. If the rise time is chosen very short, the slope of the peak is very steep,
if the rise time is longer, the slope will be smooth.
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Detection Timing

Detsction Timing
_ ~ :: min/max
) Local min/max (| CGlobal min/man —
Search Interval: 20 - M gs_w:
s
Dead Time; 200 - ms 2wz

1,50
Tme[s]

Select via radio button the type of the minimum or maximum: "Local" or "Global". These options refer to one single field potential signal:
"Local" means the first detected minimum or maximum, "global" means the deepest minimum or highest maximum in the field potential
within the min./max. "Search Interval" in ms. Please see the picture.

The detection "Dead Time" in ms defines the time in which no new detection is performed.

Reporting
Reporting Max
t4
Time Stamp Type: | [T v 2
Madmum s
| Madmum Slope - Min

Choose where to set the time stamp from the "Time Stamp Type" drop down box.

Click the "2D Latency Analysis" icon ﬂ to open the "Heartbeat 2D Analysis Configuration" dialog.

[E Heartbeat 2D Analysis Configuration - m| b4
Heatbeat 20
Analyzer —
EED
Propagation Time: |10 sms ooo
Min. Cluster Channels: |2 2 o~ 20160802_8_2_2016_001 ~
oy
o w2 (B8) 2 o
o]
Save Settngs | Run Anslysis Cancel

b 4
N

e [
Teme 151

The action potential runs over the heart cell culture or tissue or whole heart from the pacemaker to the peripheral regions of the syncytium. The
excitation propagation is measured in spatial resolution by the electrodes detecting cardiac field potentials and extracting local activation times.
The propagation time is the longest possible period for passing of the excitation from the first detected excited cell to the last detected excited cell
of one cluster. If the propagation time is too long, the next heartbeat starts and the results are incorrect. So, the appropriate time has to be tested
empirical, depending on the experiment.

The "Min Cluster Channels" gives the minimum number of channels to form a cluster. For example, if a syncytium covers all 12 electrodes of a well
from a 24-well plate it could be 10, otherwise it should be less than 10. For 96-well plates with three electrodes per well it must be 2 at least.

Click the "Heartbeat Averager Analysis" icon to open the "Heartbeat Averager Configuration" dialog.

[E Heartbeat Averager Configuration - o x
Heatbeat A
= o
Durabion 10 r
pre.  ms ooo
Duration post 500 s ms
V]
Save Settngs Run Analyss Cancel
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The "Heartbeat Averager" in the Multiwell-Screen software averages the waveform of a signal in relation to each heartbeat in a time segment.
The display shows several recordings of an electrode channel in overlay and average the values. The pre and post time in ms before "Duration pre"

and after "Duration post" a heartbeat can be selected via up-down box. Modify the pre and post time in the Multiwell-Analyzer software to run an
analysis.

T
Click the "QT Latency" icon . to open the "QT Latency Configuration" dialog.
[E QT Analysis Configuration - o b3

Ao Segment
. mmO ooo
[ Ta] omg
oog ooo

Search Start Offset.

-
]

Search Stop Offset: 500 sims

Peak Detection
Noige Suppression 10 5 ms

Peak Factor. 300

QT Analysis Runner

Overwrte Manual GT Intervals [
Setting changes are appled to al wels

Save Settings | Fun Analyss Cancel

In Multiwell-Screen software the "QT Detector" detects the QT-like interval in the averaged heartbeats.

Important: We are aware the technical term "QT-Analysis" is not correct for the analysis described here, because data are not recorded from an
electrocardiogram of a whole heart but from cell tissues or cell cultures. Nevertheless, the term is used synonymous.

Theoretical background: The field potential duration corresponds to the action potential duration, which can be correlated to a QT-like Interval in
an electrocardiogram. It is measured from minimum of the Na+ peak to the maximum / minimum of the IKr current peak. Please read also chapter
""Theoretical Background" on page 137".

Analysis Segment

Define the parameters for the QT-like interval in Multiwell-Analyzer software: In "Analysis Segment" window, please modify the "Search Start
Offset" and the "Search Stop Offset" in ms.

Note: The averaging interval must be at least as large as the QT Analysis interval.

Analysis Segment
Search Start Offset: 50 5 ma
Search Stop Offest 500 - me

Peak Detection

In the "Peak Detection" window, select the "Noise Suppression" in ms and the "Peak Factor" from the up-down boxes. Think about the settings
in the "Single View" window, please read chapter "Single View" in "QT-Analyzer Window" on page 105 window.

Peak Detection

Moise Suppression 2

Medium Noise Suppression
Weak Noise Suppression
1| User Defined

Peak Factor 1000

QT-Analysis Runner

QT Analysis Runner

Owverwite Marual QT Intervals [ |

The check box “Overwrite Manual QT Intervals” defines whether the manually modified "T" detection points in the current well will be overwritten
by the automatic analysis.
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Click the "Apply settings to all wells of that compound" button u and the following dialog appears. The settings will be applied to all wells,
all compounds and all plates. Please read the chapter above to decide which option you want to apply.

i Select Settings to Apply
BT

- |¢| QT Detector
[¥] Search Statt Offset
[ Search Stop Offset
[¥] T Detection Target
[¥] Noise Suppression
[] Peak Factor
(] Inter-Peak Noise Time
*) (%] QT Runner
[¥] Overwrte Manual QT

0K Cancel

Select the settings you want to apply via check boxes. The settings will be immediately applied to all wells of the currently selected compound.

Click the "Apply changes to all wells" button
The settings will be immediately applied to all wells.

and the same dialog appears. Select the settings you want to apply via check boxes.

Use the arrow buttons for "Undo last changes" and "Redo last changes" and for the "Reset".

Click the "Channel Selection" icon oo to open the "Channel Selection Configuration" dialog.

[E Channel Setection Configuration - (u] x
Active Channels
I o HEE [ | [m]
= [ 1 1] [_| [w]
A M. Beats per Mnute 10 : L[] ooo
LR
2 Mo Amclide w - 20160802_8_2_2016_001 ~
[ Has T Detection . M R B @ @
=
Active Wells o)

Min. Adive Charnels |3 -
Channel Selection for Dose-Response Curve

Selection for Dose. Cortrol v

[ includg Previous Doses
[ Only Active Wels

[4 Update Channel Selection Automatically

The "Channel Selection" is a tool to estimate and define the activity of a channel or a well.
Active Channels

Active Channels

[+ Min. Beats per Mirte 10
¥ Min. Amglitude 100

LIS N

my
[+ Has T Detection
Define the parameter for channel activity, the minimum heartbeat rate "Min Beats per Minute" and the "Min Amplitude" in uV from the up-down
boxes. Click the check box "Has T Detection" if this parameter should be considered for the activity definition.
Active Wells

Active Wels

Min. Active Channels 3 :

Define the minimum number of active channels for the definition of an active well from the "Min. Active Channels" up-down box.
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Visualize the active channels or wells via "Parameter" drop-down menu in the "Experiment View".

Experiment View

20150917 _Compound 02_001 [ I
. - . . . . .

- m - = - . - m - . - = |me
| ] [ ] (] (] [ ] '] []

- = = m - = - = - = = B = B
. .

s [ ]

Xiing last plate best plate L

Parameter: | Active Channels  |*| Labek Control =
Well Labels F
Active Wells

Channel Selection for Dose-Response Curve

Channel Selection for Dose-Response Curve

Selection for Dose Cortrol| v

(] includng Previous Dou;‘;gf:s‘
[_] Only Active Wels

(] Update Channel Selection Automatically

Select the respective channels for the analysis via dose-response curve. Please select the dose from the drop-down menu first. "Include
the Previous Dose" if necessary, by clicking the check box. Use "Only Active Wells" if desired and "Update Channel Selection Automatically"
via check boxes.

This menu defines, which channel in a well is selected as the "representative channel", for example, the one included in the dose-response curve.
Only channels that fulfill the criteria defined under "Active Channels" in the "Channel Selection Configuration" dialog can be selected as the
representative channel. If no channel fulfills the criteria, no representative channel is selected for this well and it is not used for the dose-response
curve.

Because the set of active channels can change between concentrations, use the drop-down menu "Selection for Dose" in the "Channel Selection
Configuration" dialog to define, which set of active channels should be used. For example, if "Selection for Dose" is set to "10 nM", the
representative channel is selected from the set of channels that are active for the 10 nM concentration.

If the check box "Including Previous Doses" is enabled, the representative channel will be selected from the set of channels that are active for all
concentrations up to the one selected in the "Selection for Dose" drop-down menu.

For example, if "Selection for Dose" is set to "10 nM", a channel has to fulfill the criteria set for "Active Channels" for both, the control condition
and the 10 nM concentration in order to be eligible to become the representative channel. In order to make sure, that representative channels are
active for all concentrations in the experiment, set "Selection for Dose" to the last dose in the experiment and check the "Including Previous
Doses" check box.

If the "Only Active Wells" check box is enabled, wells with a low number of active channels can be excluded from the dose-response curve. If a well
is not active for the concentration defined in "Selection for Dose" (or all concentrations up to and including this dose if "Including Previous Doses"
is checked), no representative channel is selected even if active channels exist. The threshold number of active channels per well is defined

in the "Active Wells" menu.

If the "Update Channel Selection Automatically" check box is enabled, the channel selection process will run after each analysis and may select a
different channel. If it is disabled, the channel selection will not be automatically updated. This can be helpful if a specific representative channel

should be kept.

The parameter "Active Channels" per well is available in the display of the dose-response curve and in the report sheet.
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Minimum-Maximum Detection

Click the “Min-Max Detection” icon to open the “Min-Max Analysis Configuration” dialog.

[ Min-Max Analysis Configuration - (u] x
General
[ ) ooo
Enabled omg
ooo
Raw Data Source Charnel
-
S
Trgger Source

Togoer Type

Heartbeat (Representative)

Heatbeat (Marual)
Fterval
Averaging Start o G L
Averaging Stop: 1000 s
Save Settings. Run Analysis Cancel

The “Min-Max Analysis” is a tool that extracts a cutout of raw data relative to each heartbeat, averages the cutouts and detects the minimum and
maximum in the averaged cutout. This tool does not operate on all channels in each well. Instead, you have to select one channel as the source of
raw data and one channel as the source of the heartbeats, which can be the same channel.

To enable the tool for a well, enable the check box in the "General" section of the dialog. Select the number of the channel which delivers the raw
data from the drop down menu in the “Raw Data Source Channel” section.

For the channel providing the heartbeats, you may either select "Heartbeats (Representative)" or "Heartbeats (Manual)" in the "Trigger Source"
section. Selecting "Heartbeats (Manual)" lets you define a fixed channel in the well as the heartbeat source. Selecting "Heartbeats
(Representative)" will use the representative channel of the well as the heartbeat source. This means that if the representative channel changes,

either because it has been changed manually or because the “Channel Selection” tool has chosen a new one, the “Min-Max” tool will have to
reanalyze this well.

Define the start and stop timestamp of the cutout relative to the heartbeat timestamp in the "Interval" section. The "Averaging Start" value
defines the start timestamp of the cutout. A negative value indicates a start of the cutout before the trigger timestamp.

Save the settings to arm the system with the “Save Settings” button or run the analysis by clicking “Run Analysis” button.
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Data Display Window

The "Data Display" window has three tabbed pages "Raw Data Explorer", "Min-Max Analysis" and "QT Analysis". Please see the red arrow at the
bottom of the screenshot.

| Raw Data Explorer
Control | 100nM  300nM 1uM | 3uM | 10uM | 30uM
Analysis Segment
s =
620 B4
“aau
B —
21 31 34
25
2
1.5
L L L L L1
22 32 22 1
= 0.5
E o
%-0.5
Ll L1 L L L L L1 &2 o
13 23 33 IE& gq; . X
Ovenview ) Single Jiew|
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aam A QH “aQ: ¢ B
Show Activity per Channel m

Raw Data Explorer | Min-Max Analysis | QT Analysis <

Raw Data Explorer

The "Raw Data Explorer" tab is divided in three smaller windows, the "Analysis Segment" view of all data in the file above, the "Overview" includes
all electrodes of the selected well and the detailed "Single View" of one selected electrode.

The raw data window shows the data in overview on the left side and in single view on the right side. To see all channels of the well, as shown on

Show Activity per Channel

the left screenshot, please click the button "Show Activity per Channel"

. o . Show Activity per Concentration ) ) ) )
Click the button "Activity per Concentration - to display all concentrations of the selected well in overview

as shown on the right screenshot.

Click the check box "Enable" to "Show Activity per Channel" or to "Show Activity per Concentration". If more than one concentration is available,
you can switch between respective tabs. Please read chapter "General Software Features" on page 14 for the operation of this window. To save
computer performance, please disable the check box "Enable" and the raw data display window is empty. Nevertheless, data are analyzed and
saved.

Analysis Segment

See the overview of the complete data file in the window above. Select the output mode "Show Raw Data" or "Show Detections".

Corted | 00-M HOM 1M

H] 1]

iH] -]

r n

ko W0 W 00 M0
“aQ . [

Move the red frame through the data file to select the region of interest. It is possible to enlarge the frame to enlarge also the time span shown
in the displays. Alternative to this way you can use the up-down box in the "Single View" to modify the time span. The variation of the time span
is immediately adapted in all three displays. See data as raw data in "Show Raw Data" mode or spike detections only in "Show Detection" mode.

Use the "Export" button to export this graph in "*.bmp", "*.jpg" or "*.png" format.

Click the "Edit Analysis Segments" button to open the "Define Analysis Segment" dialog. The dialog allows to define time frames for analysis
graphically. Again, you can see data as raw data in "Show Raw Data" mode or heartbeat detections only in "Show Detection" mode.
Please read on page 91 chapter , Time Segment" for detailed information.
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Overview

In the "Overview" display you see all electrodes of the well, selected in "Experiment View". Click on one of the electrode channels for the "Single
View". The electrode will be highlighted in green. Jump between the electrodes for a narrow view. On the left screenshot you see the activity per
channel, on the right screenshot the activity per concentration. Each electrode channel or each concentration is labeled for exact correlation.

21 31 [Coniral 100 nM | EST 1M
rlz 22 "EJI — 4z

P |

M !
l;"'ﬂ'"'m"'u L abulllzolbulll:;o:‘ullllllll
111 1 111 1 I |

24 34

S (AN (T

572 mv .
snm ¥ QQEH saom 4 Q

Click the "Adjust to signal Min/Max" I ! button and read the current value beside. The scaling of the y-axis is set to the minimum and maximum

of all samples in the well. Clicking the button "Zoom In" cuts the scaling in a half and "Zoom Out" doubles the scaling . One channel
of the well has to be defined for analysis and display of the "Dose-Response" curve.

Define this electrode by clicking the "Select representative channel" button |
response curve.

. The channel framed in blue is then representative for the dose-

Single View
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The channel analyzed in the single view is highlighted in green in the overview. The red triangles indicate heartbeat detection points, the yellow
triangles indicate electrical stimulation pulses at that time. The beginning of LED stimulation pulses is marked with a triangle and the duration with
a horizontal line. Both have the same color as the stimulating LED.

Click the "Adjust to signal Min/Max" I ! button and read the current value beside. The scaling of the y-axis is set to the minimum and maximum

-

of all samples in the well. Clicking the button "Zoom In" cuts the scaling in a half and "Zoom Out" doubles the scaling . Adjust the
time scale in seconds via up-down box. Start, stop and save the single view separately. Create a comma separated value file or an
image file.

Multiwell-MEA-System e Publication 20211111 ¢ www.multichannelsystems.com 103



MULTIWELL-ANALYZER: CARDIO MODE

Min-Max Analysis Window

The "Data Display" window has three tabbed pages "Raw Data Explorer", "Min-Max Analysis" and "QT Analysis". Please see the red arrow at the
bottom of the screenshot.
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Raw Data Explorer I Min-Max Analysis | QT Analysis <

In this window an "Overview" display is not necessary, because there is one Min-Max Analysis per well only. The selected electrode is shown
in the detailed "Single View". See the "Min-Max Analysis" of each dilution of the experiment color coded as overlay plot. The minimum of a track
is indicated by a triangle with its tip up, the maximum of a track is indicated by a triangle with its tip down.

In the legend you see the color coded assignment of the dilutions of the compound. Show or hide a track or both triangles of a track by selecting
or deselecting the respective check box. If the check box of one of the triangle markers is deselected, the min-max distance for this dose will be
removed from the analysis and the triangle markers will be hidden in the display. Checking one of the triangle marker check boxes will show the
markers in the display and included the min-max distance in the analysis. To change a maximum or a minimum manually, please move the
respective triangle via drag and drop.

Important: In the "Report" sheet manually modified “Min or Max” detection points will be marked in red.

Extract from the Report Sheet

Dose Heart Peak-to- | Slope RR FP Min-Max | Active
Beat Peak [Vis) Interval | Duration | Differenc | Channels)
Count | V] [ms]  [fms] |e{V)

Control |33 2107.5056 | -6.023 1740810 | 8573 50.05¢ 14

100nM |34 213084 | .8.147 1703.638 | 6315 4722 14

000M |34 2074 308 | -5.074 1700464 [ 6234 18 525 13

1M £ 1016.344 | 5087 1604.161 | 6002 47.183 12

3 uM 38 1584 938 | -5.178 150002 |587.1 31.018 14

10 pM 35 161518 |-5.441 162485 |585 42872 13

If the check box of a trace is deselected, the track is hidden in the display, but will be included in the analysis anyway. Click the "Adjust to signal

Min/Max" button l !and read the current value beside. The scaling of the y-axis is set to the minimum and maximum of all samples in the well.

-

Clicking the button "Zoom In" cuts the scaling in a half and "Zoom Out" doubles the scaling.

Adjust the "Pre" and "Post" time in ms via up-down boxes. Start, stop and save the single view separately. You may save the
displayed data either as a *.csv file, or you can export is as an image in *.png, *.bmp or *.jpg format.
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QT-Analyzer Window

The "Data Display" window has three tabbed pages "Raw Data Explorer", "Min-Max Analysis" and "QT Analysis". Please see the red arrow at the
bottom of the screenshot.

QT Analysis

Overview

Single View

[} 50 wo 10 200 300 350 400 450 SO0

250
Time [ms]

Q@ e 10 [5ms Post 500 [3ms | [l el | & GlobolExtremum  + 3 & Strang Noise Suppression = 3

Raw Data xplorer | Min-Mas Analysis| QF Anstysis |4

Overview

In the "Overview" display you see the averaged value of the data segment around all detected heartbeats. Select one electrode channel for the
"Single View". The electrode will be highlighted in green. Jump between the electrodes for a narrow view. The averages of the available data
traces from different dilutions are displayed in overlay in the "Single View" window below.

Click the "Adjust to signal Min/Max" button ' ! and read the current value beside. The scaling of the y-axis is set to the minimum and maximum

of all samples in the well. Clicking the button "Zoom In" cuts the scaling in a half and "Zoom Out" doubles the scaling.

One channel of the well has to be defined for analysis and display of the "Dose-Response" curve. Define this electrode by clicking the "Select
representative channel" button i‘ The channel framed in blue is then representative for the dose-response curve.

Single View

Select one of the electrode channels for the "Single View". The single view displays all measured concentrations in an overlay plot. For a better
discrimination the compound concentrations are color coded. The detection point of the automatic T-detection is indicated by a diamond.
When moving one of the detection points manually, the diamond turns into a triangle.
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In the legend you see the color coded assignment of the dilutions of the compound. A diamond indicates a "T" peak found by the automatic
analysis of the software, while a triangle indicates a manually modified detection point. If no peak is found, you have the possibility to add a
detection point manually. Select the check box beside the triangular symbol and the symbol will appear in the right edge of the "Single View"
window. Drag the symbol with your mouse and move the triangle to the point of your detection.

For the representative channel of the well, only the "T" detection points with a checked check box are included in the computation of the
dose-response curve. Deselecting the check box besides a "T" detection point will remove it from the analysis and hide it in the display,
while checking it will show the marker in the display and it will be included in the analysis. Show or hide a track or a symbol by selecting
or deselecting the respective check box.

Important: In the "Report" sheet manually modified "T" detection points will be marked in red.

Click the "Adjust to signal Min/Max" button ' ! and read the current value beside. The scaling of the y-axis is set to the minimum and maximum

of all samples in the well. Clicking the button "Zoom In" cuts the scaling in a half and "Zoom Out" doubles the scaling. Adjust the
"Pre" and "Post" time in ms via up-down boxes. Start, stop and save the single view separately.
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Detection

10d|LatestDetection I EIDS

~ | GlobalExtremum
GlobalMax
GlobalMin

LatestDetection
LatestMax

LatestMin

The "QT Detector" detects the QT-like interval in the averaged heartbeats. Define the parameters for the QT-like interval from the drop-down
menu or click on the blue double arrows beside the drop-down menu to change the setting.

The “T Detection Target” defines your preferred detection target. The “Global Extremum” describes the extremum over the greatest integral.
“Maximum” or “Minimum” define the respective maxima or minima. Please see the following picture.
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Noise Suppression

2d[strong Noise Suppression | b4

Noise Suppression

Medium Noise Suppression
Weak Noise Suppression
| User Defined

May be the recorded data are overlapped with noise and the "T-Detection" is not possible. Please use the algorithm of the "Noise Suppression"

for a successful detection. Define the parameters from the drop-down menu or click on the blue double arrows . beside the drop-down menu
to change the setting.

Noise Suppression Peak Factor
Strong Noise Suppression 10 ms 300
Medium Noise Suppression 2ms 300
Weak Noise Supression 2ms 100
User Defined All other combination of parameter.
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Dose-Response Window

The "Dose-Response" window includes the dose-response curve that shows the variation of the physiological markers in relation to the
concentration of the compound.

Dose-Response

Quiieding paced

FP Duratsan [rms]
"
-
-]
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& & o F
8 ¥ $ sF

Parameter FP Duration +  Displey Style: Mean + Scatter -H

The window on the right side of the main menu of the Multiwell-Analyzer software shows the "Dose-Response" curve, calculated from the
averages of the merged files.

Select the "Parameter" and the "Display Style" from the drop-down menus. Decide whether you want to see "Raw Values" or "Normalized" data.
Click the "Export" icon to export and save the data.

Mean +- Stdliey
Mesn +- SEM
Conduction Velocity Miean + Scalter
Khin-Mae Difference BowPlot
Acteee Channek [a']

Parsmeter: |FP Disatam = Display Style Mesn = H

Choose the type of the curve from the "Parameter" drop-down menu: "FP Duration" is the "QT-related Interval" and describes the latency from
one extremum of the T-component of the heartbeat to the next extremum. "Slope" is the maximal slope of the Na peak. The "RR Internal" is the
time span between two heartbeats, measured from the detection time stamp of one QRS-component to the next. "Peak-to-Peak" describes the
amplitude between the maximum and the minimum of a Na peak. The “Conduction Velocity” shows the velocity of the 2D propagation of the field
potential across the MEA. The "Min-Max Difference" the difference between minimum and maximum. Define the "Active Channel" in the
"Channels Selection Configuration" dialog.

Choose the "Display Style": The "Mean" is calculated from the mean results of all wells of one compound. This simple display format does not
show the variability of the wells.

The "Mean + StdDev" shows additionally * 1 standard deviation of the mean and allows to estimate variability between the wells but does not
show outlier values. Similarly, the "Mean + SEM" shows additionally + 1 standard error of the mean.

The "Mean + Scatter" plot shows additionally to the mean the results of all concentrations of that well as individual points. Click on a point to
highlight the results of this well. This display format allows to identify outliers easily to correct them, if necessary during offline analysis.

Clicking on the orange dots in the "Mean and Scatter" display style gives the possibility to jump directly to the corresponding curve in the "Single
View" of the "Raw Data Explorer" or the "QT Analysis" window. Control the data and correct them if necessary. After correction the dose-response
curve will be adapted immediately.

The "BoxPlot" shows the distribution of the results between the wells. You clearly see the wells which differ from the median.
The Coefficient of Variation "CV" is a degree for the variability of a distribution. The "CV" is calculated from mean divided by standard deviation

and has no unit. You need at least two measurements to calculate the "CV", that is why it is useless for a parameter like the QT interval as based
on averaged data. The "CV" displayed in this plot is the mean of the "CV" of the concentrations in one single well.

Raw Values
See the variation of the physiological markers in the dose-response curve in absolute values "Raw Values" - orin "Normalize"

Mormalize . . . . o
mode. Normalized results are calculated in relation to the respective control section in %.
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Toolbar
Start the "Analyze" and "Generate Report".
Analyze Generate Report

Click the "Analyze" button to start the analysis. Save the results after analysis with "Generate Report"

Generate Report

Generate Report

Click the "Generate Report" button to open the "Report Sheet Settings" dialog.
B
Repart Shest
Ganerl

Report Sheet Settings - olEl|

Generate Repot Sheet [V
Rapoet Fibe Name:

Loge on Tile Page [+
Logo Fie Mame
Dose-Response Picts

Style of Dose-Resporme Flols: | Mean + SEM
Irvvest f-Aoss for Siope [+

Resukis per Well

Resuk Tables [v] T Detection Oveday [+

Show Min-Max [+
Fiaw Dets Plots [+ N Pask Ovedsy [+

oK Cancel

Define the settings for the report sheet. Click "OK" to save the current state of the analysis to a *.mwa file and (optional) to a PDF report

Export
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This "Export" feature is analogous to the feature in the "Multiwell Screen" software. Click the option "Export Results" to open the dialog.

Choose the tab and the parameters you want to export via check box on the left side. Select the electrodes and the wells by clicking on them on
the right side of the dialog.
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There are six tabbed pages providing analysis parameters:
. Heartbeat
. Heartbeat 2D
. QT-related Interval
. Dose-Response
. Min-Max
. CiPA Template

On each of the pages, there are a number of parameters which can be selected or deselected via check box. Clicking the “Export” button on one
of the pages will export these parameters to a "comma separated value" "*.csv" file or to an Excel “*.xIsx” file for further processing.

The tabs of the export dialogs are build analogously. On the left side of the dialog enable or disabled the check boxes to choose the parameters
you are interested in. Select the designated electrode channel on the electrode field and select the wells.

Use the "Select all Electrodes in the Well" button to select all electrodes of a well for the export. Click the "Select
Representative Channel in the Well" button to export the representative electrode only or deselect all channels with the "Deselect all Electrodes
in the Well" button.

~u ~u
friH
Apply the settings to all wells with the same compound or to all wells of the plate.
BExport Heartbeats
Click the respective button to export the file as comma separated file "*.csv" without any limitations of data
volume in one result file.
| B Export Results n |
- - ¢ < data (D) » Mubtiwell Data v & Mult: ata” dus uche y-]
Organisieren « Meuer Ordner = [
225EP primary ventrich & Name . Anderungsdatum Ty
CMOS-MEA Data "
20141205_Multiwell_Experiment NMI
MEA-[T_2016

Janssen
MERCKIBIAN

; Multiwell Data_Cutput
Mubti Channel Experim

Multi Channel Suite C:

< >
Datesname: v
Dateityp: | CSV files (*.csv) v
Excel files (*xdex)
—_—
= Ordner ausblenden Speichern Abbrechen

Excel files "*.xIsx" are limited to 1048576 rows per file. If the limitation of data volume is reached in Excel, the following error message appears
and the exported “*.xIsx” file will contain only 1048576 rows.

Error writing results X

9 Reached maximum number of rows for Excel file
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Heartbeat Tab
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Select the parameter you want to export via check box. Click the "Export Heartbeat" button to save the data as comma separated value file.

Heartbeat 2D Tab
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Select the parameter you want to export via check box. Click the "Export 2D Heartbeat" button to save the data as comma separated value file.

QT Interval Data Tab
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Select the parameter you want to export via check box. Click the "Export QT Interval Data" button to save the data as comma separated value file

Min-Max Difference Tab
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Select the parameter you want to export via check box. Click the "Export Min-Max" button to save the data as comma separated value file.
Additionally, it is possible to export the Min-Max detection points or the data traces separately.

Choosing the "Aggregated" option will export the Min-Max detection points, their amplitude difference and the number of averaged samples.
Choosing the "Averaged Trace" option will export the averaged traces.

Multiwell-MEA-System e Publication 20211111 ¢ www.multichannelsystems.com 110



MULTIWELL-ANALYZER: CARDIO MODE

Dose-Response Tab
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Select the parameter you want to export via check box. Click the "Export Dose-Response" button to save the data as comma separated value file.

CiPA Template
[ EHEE R Y ]
Hemtiey X WDE
frse— "
M lax
[ .
i Towgla -
Ead
B P2, Terpim.

Click the "Export CiPA Template" button to save the data as comma separated value file.
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MULTIWELL-ANALYZER: NEURO MODE

The "Multiwell-Analyzer" software is developed to analyze data, produced with the "Multiwell-Screen" software. The analyzer is built on two
application modes almost in the same manner as the "Multiwell-Screen" software: "Cardio" and "Neuro Mode". Find information about the
"Neuro Mode" in the following chapters.

Main Menu
(@ Multiwell-Anatyzer - oIl
| —
' Menu Bar
| Raw Data Bxplorer
1 Merged Compounds
2,580
| 2,500
| Aaimis oot I e ron rs—————— 2450
—— — Q ; 2 2,400
z b T e S S —————— 2,300 3
‘u-eh-q- ;2 TR ST W T PR R STy 2.250 Dose_Response WlndOW
] o § g : : - e 2,200
m.- m‘. M R i St [ Spikes ¥ Bunsts | | 21%
: = ° 2 ® [¥ Neswork Bursts 5 2,400
BLA3 WV 2,099
Control Window i L L Y= | 3 1
—— = - = 1,95
|Experiment View - 8] (1 100 {73 & 1,900
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¥ Enable
! Parameter: Active Channels =« | Dose 2 hmw.’f,ﬁ” Sarhtm;os b«Tabbed Pages Pasameter Spike Court «  Dipley Style: M

The main window of the "Multiwell-Analyzer" software is divided in three smaller windows with a menu bar above. The "Control Window"
on the left side, the "Data Display" window in the center and on the right side you see the window for the "Dose-Response" curves.

Use the "Neuro Mode" analysis software for the reanalysis of raw data files under modified conditions, with parameter setting well per well
independent from each other.

Menu Bar
Application Menu

Application
Application | Help
Select Application

Save Template
Load Template
Export Results

Exit Alt+F4

Select Application “Cardio” or “Neuro” mode.

i Select your Application EX

v
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Use the "Save Template" function to select a well and store the analysis parameters of this well to a template file with the extension *.mwt.

With the "Load Template" function, such a template file can be loaded later on and the analysis parameters stored in it will be applied to all
wells of all experiments currently opened in the Multiwell-Analyzer.

Click "Export Results" to open the export dialog. Please read chapter "Export" on page 108" for more information later on.

Menu to "Exit" the Multiwell-Analyzer program.

Help Menu

Help

View Help
Check for Updates...

About

Enter the online help with the "View Help" command.

The option "Check for Updates" provides fast access to the MCS web site.

Check For Updates

Multiwell-Analvzer is uo to date!

el Webiatn s

If the Multiwell-Analyzer software is not up to date, click the button "Visit Web site" and download of the newest software version.

Click "About" to open the dialog. Find information about the software version of the "Multiwell-Analyzer".
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Control Window

File Control
Control
Import files Clear Analyze Save Analysis

Click "Import File" to open the import dialog. Please read also chapter "Control Window" on page 88 in "Multiwell-Analyzer: Cardio Mode.

= Import Files - o
input Path: | [@ | SAMCS Raw Data\Mutiwell Data\Neuro\LED Test @ | [ Search recursively
File Name Compound Dilution Series Plate Date Wells  Stmuaon  RewDam WO Type SudylD  noot -
(A vl (an vl (an vl v] v o [v] vl @n [v]an vl (vl [vfen [v
- SaMCs i D: ED Test- 11 hems
20180327_S6well_red mwr Nocompound | Control, 300 pM, 1M, 3 nM,.. | 96-Well Plate Gless (. 02.042019 1258 96 LED (626 nm) 768 MB Mt
20180327_S6well_blue mwr No compound Control 96-Well Plate Epoxy.. 02.042018 1258 96 LED (£70 nm) 187GB M
20190327_24well_blue mwr No compound Control 24-Well Plate Epoxy.. |02.04.2019 12.58 24 LED (470 nm) 455GB Mwr
20190325_24well_blue-red_mod.mwr No compound Control 24-Well Plate Epoxy_. 102.04.2019 13:27 24:NA O Muwr
20150708 _day34_10x 10mAS0ms mwr  Nocompound  Control Mw288 Testplate  15.07.2019 11:32 24 LED (470 nm) 784 MB Mt
20190321_24well_blue.mwr Nocompound  Control 24-Vell Plate Epoxy. 02042019 1256 24 LED (470 nm) 148GB Mt
20130708_day34_baseline mwr No compound Control Mw288-Testplate | 15.07.2019 11:32 24 None M 7aME Mwr
20190708_day34_10x SmA 50ms.mwr No compound MW288 Testplate  15.07.2019 11:33 24 LED (470 nm) M 73MB M
20190327_24well_red mwr No compound Control 24-viell Plate Epoxy.. 02042019 12558 24 LED (615 nm) 198 GB M
20190225_24well_blue-red mur Nocompound  Control 24-Viell Plate Epoxy.. 02042019 1257 24 LED (615 nm) 435GB Mwr
20190708_day34_10x 2mA 50ms. mwr o compound Control Mw288 Testplate 15.07.2019 11:33 24! LED (470 nm) 784 MB Muwe
< >
Raw Data Path: | [y S:\MCS Raw Data\Multiwell Data\Neurc\Boehringer LED Test\20190708_day34_10x 5SmA 50ms mwd
Cutout Data Path: E S:\MCS Raw Data\Mutiwell Data\Neuro\Boehringer LED Test\20190708_day34_10x 5mA 50ms mwc
oK Cancel

The Multiwell-Analyzer needs at least the raw data file "*.mwd" or the cutout file "*.mwc" for analysis. To open a result file "*.mwr" or an analysis
file "*.mwa" file, the corresponding cutout file "*.mwc" or settings file "*.mws" file has to be available. If a file is not automatically detected,
please add it manually.

Import of large Cutout Files

Importing Large Cutout Files

The following experiments have cutout files [extension .mw)
| with sizes exceeding 1 GB:

D:\Data\20190117_No_compound_undefinedCellLine_001, mwr
(187 GB)

It might take a long time to import these files. Click “Yes™ to
import them anyway or *No* to skip importing these .mrc files

An import of a cutout ,*.mwc” file, larger than 1 GB data volume possibly needs a long time. That is why you have to confirm the import of large
files via the “Import Large Cutout Files” dialog.

Data Path

Input Path: | [ | \\DSACTIVE\scratch\MCS Raw Data\Mutiwel Data\Demo Neuro NIH @ | [ Search recursively

Raw Data Path: I—El \\DS-ACTIVE\scratch\MCS Raw Data\Multiwell Data\Demo Neuro NIH\First Plate Xiling great recordings mwd

Cutout Data Path: | [l | \\DSACTIVE\scratch\MCS Raw Data\Mutiwel Data\Demo Neuro NIH\Xiing last plate best plate mwc (File not found!)

0K Cancel

Please define the data path for the "Input Path" in the headline of the dialog. "Reload the files from the input path" or click the check box "Search
recursively", if necessary. Click "Input Path" to find the experiment files recorded by Multiwell-Screen or analysis files created by the Multiwell-
Analyzer software. The list of available files will show all files that are created in the current mode, for example only Neuro files in "Neuro Mode".

Multiwell-MEA-System e Publication 20211111 ¢ www.multichannelsystems.com 114



MULTIWELL-ANALYZER: NEURO MODE

Define the paths, where to load raw data and cutout files, the "Raw Data Path" and the "Cutout Data Path" in the footer. If any file is not found
automatically, its path is marked in red. Please search the missing file manually by clicking on the respective data path icon to open, for example,
the "Select Multiwell cutout file" dialog.

1T « data (.

i WBIPSSD(C) A~
ca data (D)

S develop (\mcs~
% gmbh (\\mes-ds
S# tmp (\\mcs-dsT)
% MCS (\mos-ds1,
5 scratch (\\ds-act

€ Netrwerk

v o<

Select Multiwell cutout file

> Multiwell Data » v & | “Multiwell Data

Organisieren v Neuer Ordner

Name

20141205_Multiwell_Experiment_NMI
Janssen
Multiwell_Data_Output

] 20150922_Quinidine paced_002.mwc

| 20120730_00_Atrium_undefinedCellLine_...
20180731_Quinidine_non_Paced_undefin...
Min-Max_Analysis.mwe

Gffnen

Dateiname:  Min-Max_Analysis.mwc v Muttiwell file (rmwc) (*.mwc)

Abbrechen

v

Merging Files

It is possible to import more than one experiment file at a time in order to merge the results. The files are sorted one below the other, you can see
them in the "Experiments" view.

When merging files generated with the Multiwell-Screen software which have different dilution series, the "Merging the Series" dialog opens.

Merging the Series

Y Simdatice OF

Mg Geses

Thea sedea rabed lam recaging the experments. Pleas st drg Srel e o savange the b f recessery

The Multiwell-Analyzer software tries to organize the different series of the files which should be merged in a reasonable order.
If the arrangement is not optimal, please reorganize the sequence manually. Click onto one of the labels and move it via drag and drop
to the desired position. It is not possible to move the “Control” label, this phase must always be the first phase of the experiment.

File Information: Please read also chapter "Control Window" on page 88 in "Multiwell-Analyzer: Cardio Mode”.

Analysis Control

pd g

O

Analysis Control

Triggered Analysis

EMERR N el

470 nm 615nm

After files with triggers have been imported and triggered analysis has been activated, the “Triggered Analysis” section in the “Analysis Control”

shows the available trigger type(s). Click one of the trigger types to prepare the triggered analysis.
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Application  Help

FileControl - @ Spike Detector Configuration - O
h HEO oag
Detection type: ‘lhﬁhdd HEO om0
Import fles Clear Analyze e [HEIE]
Detection
Edge Selection
Rising Edge
Falling Edge
[AralyE Control NI || somec Treshod Esimaion
g SE>E MNumber of Segments: |1 =)
Baseline Duration: 1000 =
- § Rising Edge: (5.0 12 Sid. Dev.
Faling Edge: | 5.0 [2] sid. Dev.
¥ h .
470nm \
Setting changes are applied to al wells
Timing
20190321_24well_blue ~ Dead Time: 500 =
B2 B3 B4 BS C2 Cutouds
Pre Trigger: 1000 2 =
a @ Post Trigger: (2000 B =
20190327_96well_blus [ B8
Triggered Spike Analysis
€2 € D2 D3 E2 PreTigger. 500 |2 ms
Post Trigger: 1000 2 ms
=T ] B G G
PSTH Bin Width: 100 s ms
Save Settings | | Run Analysis ‘ Cancel

Once a trigger has been activated, use the “Spike Detector Configuration” to set “Pre- and Post Trigger” intervals and “PSTH Bin Widths” for the
triggered analysis. As usual, this can be set on a per-well basis. Then, use the “Analyze” button in the “File Control” dialog to start the triggered
analysis.

Experiment View

Experiment iew _ Experiment View
20150922_Quinidine paced_002 O~ 20150922_Gunidne paced_002 O~ A
A A5 AB B4 B5 BE C4 C5 o b (b4 vassilenssilanes

b

.
20150922 ot Sten_003 OA | | 20150922 ot Sum_003

A4 AS AS B4 BS B6 c4 c5

cé D4 D5 D6

Parameter: Well Labels . 1 Parameter: Active Channels

See the imported raw data file(s) in the "Experiment View". Import more than one file to merge the data.

Use the arrows to expand or retract the display of the available wells in that file. Click onto a well to display the data in the "Data Display" beside.
The selected well is highlighted in blue or with a blue frame.

Expmmmt View Experiment View
| 20150922_Quiidne non Paced_001 20190377 96wel_red

m Not analyzed wells
without trigger
. { 20150822  Quridne paced_002 20130327 _S6wel_bue 0 A

0000000 SO0 000E
A G2 @
. . . . ‘ Analyzed wells

20190327 _2éwel_blue with trigger 0 A

B2 =] B4 ES 2 =] =]

Parameter: Active Wells - | Dose: |EDND -

2100 nM
300 nM
1M =]
3uM
10uM
0 M Paramater. Well Labels =

Select the "Parameter" from the drop down menu. Display "Well Labels", "Active Wells" or "Active Channels" and choose the "Dose", if available.
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In case of a triggered analysis, after the analysis has finished, all wells that are part of the analysis are shown with white background in the
“Experiment View”, while wells that do not contain the correct trigger and are thus not part of the analysis are shown with grey background.

7 @ i A2 ) A3 (A4 [ A5 | A6 | AT | A
Well B8 L

: W AT
Control: 22 Triggers A Well A2 5

Phase 1: 22 Triggers
22 Triggers
Phase 3: 22 Triggers

Mo suitable triggers found for triggered analysis!

ne nr7 | me i\ po nin ni1 o

Tooltips are available for the wells included in the analysis: The duration of the different phases during the experiment is displayed in wells which
are not triggered. The numbers of the triggers are displayed in triggered wells.

Analysis Control

EPEPREEEYENE || BT RTEE | EPERPEREEREE

See the state of the analysis in the flow process chart of the "Analysis Control" window. Squares symbolize the raw data source, analysis
instruments and result storage. Their colors indicate the current state of the analysis: Blue instruments are idle, while orange instruments indicate
that their analysis settings have been modified but not yet applied in an analysis. If an analysis is running the data flow from the data source to
the result storage is indicated in green and instruments participating in the analysis are also shown in green. The base instrument of the analysis
will start in blue and gradually fill up in green to indicate the progress of the analysis. The tool tip on this instrument also displays the progress as
a percentage.

Click onto the respective buttons in the diagram to open the dialogs for fast interactions during analysis.

Example: Suppose you want to analyze the data with modified settings for the spectral filter and the spike detector. If you click on their buttons in
the chart, perform the appropriate modifications in the dialogs and click on “Save Settings” in the dialog, both the spike detector and the spectral
filter will be highlighted in orange: Their settings have been modified, but the analysis applying these settings has not yet been performed. Clicking
on any instrument and selecting “Start Analysis” will start the analysis with the new settings. The time segment settings have not been changed so
this instrument stays inactive (blue). However, the spectral filter has been modified, so it is the base instrument for this analysis and its update
from blue to green shows the progress of the analysis. Because the filtering has an effect on any subsequent instrument, the spike detector (also
with modified settings) and the burst detector need to be active (green) as well. After the analysis is finished, all instruments are idle (blue) again,
because all modifications have been handled during the analysis. If the analysis was stopped prematurely, some modifications have not yet been
applied, so some instruments remain modified (orange). They will be handled when the next analysis is started.

Click onto the respective buttons in the diagram to open the dialogs for fast interactions during analysis.
Working Level
Most of the tools need a definition on the level, you like to work on: Should changes in the settings of the respective tool dialog affect all

electrodes of the plate, all electrodes in a group, or the electrodes in one well only. The default is “Setting changes are applied to all wells”.
Please see also chapter "Tutorial".

[ [ ] [ | m] ooo
(1] [ | m] (m| [m]
(1] ooo ooo

all wells wells of a group single well

Setting changes are applied to all wells

Time Segment

Adapt the "Time Segment" settings to define the time span to which analyze parameters should be applied. There are two ways to do so, via "Time
Segment Selection" icon in the "Analysis Control" flow chart or via "Edit Analysis Segment" in the "Raw Data Explorer".

Click the icon "Time Segment Selection" in the flow chart.
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RAW
Based on the "Raw Data" the definition of the "Time Segment Selection" is the first step.

ﬁ Time Segments for Analysis Configuration — O X

Analysis Segments
General

Analyze Ful Recordng ~
Analyze Full Recording

(Common Analysis Segments (Start)
(Common Analysis Segments (End)
Custom Analysis Segments

Save Seftings | | Run Analysis Cancel

Select the first option from the drop down menu "Analyze Full Recording" on the left side and select the well to apply the analysis to on the right
side.

Alternative: Click the button "Edit Analysis Segment" in the "Raw Data Explorer" tab of the "Data Display" window to open a window with the
same functionality. The drop down menu this dialog is identical to the drop down menu in the "Time Segment for the Analysis Configuration"
dialog.

The dialog allows to define time frames for analysis graphically. You can see data as raw data in "Show Raw Data" mode on the left screenshot
or spike detections only in "Show Detection" mode on the right screenshot.

e drubnis bogremb
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Define the time frame for analysis individual for each well or compound on the well plate.

Analyze Full Recording

First option of the menu is "Analyze Full Recording". Analysis parameters are applied to the complete duration of the recorded file. This is
indicated by the green frame all over the time display.

[ Time Segments for Analysis Configuration = | X

Analysis Segments
General

Analyze Ful Recording ~

Analyze Full Recording
Commen Analysis Segments (Start) Bl C1 D1
Commen Analysis Segments {End) -
Custom Analysis Segmertts i)
)
Save Settings Run Analysis Cancel
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Common Analysis Segments

Select the option "Common Analysis Segments (Start)" or "Common Analysis Segments (End)" either in the "Time Segment for the Analysis
Configuration" dialog or in the "Define Analysis Segments" dialog. Define the start and the duration of the analysis for all doses via up-down boxes
in seconds on the one hand or by drag and drop on the other hand. Please click on the dark green point in the green frame and keep the mouse
button pressed to modify the borders of the frame. Click into the green frame to move the complete time frame over the display.

Define Analysis Segments

1m M Diefine Analysis Segments
to e 0 [ e |
Cortel ' Cortrt & " -
104M 0 0uM | 0
Wesh Out Woth Ot Wash Out Wash Ot
s % T = s = su
. o = -
SeveSelros | | Sat At Cocel Save Settngs S fnshsa Cancel

Analysis parameter are applied to the beginning of the experiment with option "Common Analysis Segments (Start)". Use the option "Common
Analysis Segments (End)" to couple the analysis parameter to the end of the experiment.

Diefine Analysis Segments Define Analysls Segments
RS ... .. 0.0 Jfcomimen fnalsi Seqments il R Y ... o fcommon nshais segments (En g
o | AT s ol | | A T s
s JHUIE JATERTN — o I I f o
Wash Out Wash Out ‘Wash Out Wasih Out
o 100 00 00 a 100 0 300
Save Semgs T Cancal Save Setrgs T Cancel

The data display in the "Raw Data Explorer" is adapted respectively. Again, the time frame for analysis is highlighted in green. The red frame
is for display settings only and indicates the period of time shown in the "Raw Data Explorer" windows below, in the over- and single view.

Conbul| 3002M | 1nM

7 ]
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10 150 180 20 20 £
e sh it Analysis Segments [ IRE R ] [ Metweek Bur
raw MaQ HE EPRREEE R 7 ctimu (] Spikes (] Bussts [ Netweek Bursts

Custom Analysis Segments

Select the option "Custom Analysis Segments" and define the time stamp of the start of the analysis for each dose separately. The duration of the
time segment is fix for all doses if the check box “Lock Duration” is active. Unable the check box to define the duration of the analysis segments
variable by expanding or reducing the green areas. Move the contact point via drop and drag in front of the green area or at the end. Please see
the red arrows in the screenshot.

Define Analysis Segments Define Analysis Segments

R L WY . oo | | @ Lock Dution e o QA ol [T cctom i egments + (] Lock Dantion
o P
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Multiwell-MEA-System e Publication 20211111 ¢ www.multichannelsystems.com 119



MULTIWELL-ANALYZER: NEURO MODE

Select "Custom Analysis Segments" and fill in the table "Analysis per Dose" in the "Time Segment for the Analysis Configuration" dialog. Or move
the green time frames in the "Define Analysis Segments" dialog separate dose per dose to select the interesting time spans for analysis.

Alternatively select "Custom Analysis Segment per Dose" and fill in the table in the "Time Segment for the Analysis Configuration" dialog.

i Time for Analysis Confi

Analysss Segments
- | | |m}

General g
- ooo

= e - . 20150528_1521 Vehiel_DAN_001 ~

=)
__- Al @ c1 o1

Custom Analysis Segment per Dose
)

Copy of Custom Analysis Segments

Copy Custom Segment Failed X

Copying the custom segment failed for the following
| experiments:

Compound_01_baseline_:
A1,A2,43,44, A5, A6,B1,82,83,B4,B5,B6,C1,C2,C3,C4,C5,C6,01,02
,D3,D4,D5,06

Copying custom segments is only passible if the series have
the same length and all custom segments fit for the respactive
doses.

The copy of custom analysis segments from one experiment to another experiment is only possible if the phases of both experiments match with
each other.

If not, the following error message appears: A list of experiment phases is displayed which do not match and the hint "Copying custom segments
is only possible if the series have the same length and all custom segments fit to the respective doses".

. . ) . Show Activity per Concentration »
The data display in the "Raw Data Explorer" is adapted respectively. Please select . "Show Activity per

Concentration" display. Again, the time frame for analysis is highlighted in green. The red frame indicates the period of time shown in the "Raw
Data Explorer" windows below, the over- and single view.

Raw Dasta Lxpiorer

Eectrose 12 | Buode 22 | Becoote 12 | Buctrade &2 | Boctoce 1) Ewctude 23 | Secvote 3 Bwcnde 41 | Secoooe 24 Beciode 4

XM 0ph
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Spectral Filter

After that, the data stream is processed by the "Spectral Filter"

[ spectral Filter Configuration - O X
Recording
L ol
Sampiing Rate: 10000 Hz
High-Pass 2nd order Butterworth fiter, 10 Hz r
Low-Pass: “&h order Butterworth fiter, 3500 Hz -
B
Hgh-Pass
hotwe S
Fiter Butterworth v
Frequency [Hz] |10 =
Order 2 ~
Low-Pass
Active [
Fiter Butterworth -
Frequency [Ha] | 3500 v
Order 4 v
Notch
Active [
Frequency [Hz] | 50 v
Save Seings | Fun Analysis Cancel

Select the filter settings, if necessary. Choose between "Bessel", "Butterworth" or "Chebyshev" for high-pass and low-pass. The "Notch" filter
is helpful to remove noise.
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Spike Detection

"Spike Detection" . Click the button to open the "Spike Detector Configuration" dialog.

[ Spike Detector Configuration = O X

Detection iype: | Threshold v ==E EEE
ooo ooo
Detection

Edge Selection ]
Rising Edge
Faling Edge
Automatic Threshold Estimation
Number of Segments: |1
Baseline Duration: 1000

ms

Reing Edge: (5.0 Std. Dev

O 0 00

Faling Edge: 5.0 Std. Dev

Timing
Dead Time: 3000 = s Setting changes are applied to all wells
Cutouts
Pre Trigger: 1000

LKLY

Fost Trigger: 2000

Triggered Spike Analyss

Pre Trigger: 500 ms

< O

Post Trigger: | 1000 ms

PSTH Bin Width:

100 ms

G

Save Settings Run Analysis Cancel

Spike Detector Configuration

The dialog is divided in two parts. Define the spike detection parameters on the left side and see the available raw data file(s) on the right side.
Apply the settings from the left side to the wells on the right side with the tool bar in between.

On the right side of the dialog the well plate of the raw data files are displayed for the "Well Selection". As usual, the currently selected well
is highlighted with a blue circle.

Detection Parameter

Please set the "Detection type" from the drop-down menu first. In dependency of the detection type the dialog offers different options.

Detection type: | Threshold v
Threshold
Er—

Detection Type: Threshold
Detection

Detection

Edge Selection
Rising Edge
Faling Edge:

Automatic Threshold Estimation

Number of Segments: |1
Baseline Duration:  |1000 ms

Rising Edge: 5.0 Std. Dev.

AoRroRnoenn

Faling Edge: |-5.0 Std. Dev.

Define the "Rising Edge" or "Falling Edge" in the "Edge Selection" window.
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Automatic Threshold Estimation

In the "Automatic Threshold Estimation" window you can select the standard deviation for the rising and falling edge from the numeric up-down
boxes.

Use the up-down box "Number of Segments" to define, how many individual segments are used to estimate the thresholds. The duration of each
segment is defined by the “Baseline Duration”. The threshold is computed as the minimum standard deviation over all segments, multiplied by

either the “Rising Edge” or “Falling Edge” factor. Using multiple short segments for the computation of the standard deviation instead of one long
segment reduces the risk that the standard deviation is strongly influenced by spike activity.

Timing

Timing
Dead Time: 500 = s

Select the "Dead Time" in ps in the "Timing" window.
Cutouts

Cutouts
Pre Trgger: 1000

| 4

Post Tngger: 2000

When using "Cutouts", please define the "Pre Trigger" and "Post Trigger" in us from the numeric up-down boxes.
Spike Triggered Analysis

Triggered Spike Analysis
Pre Trigger: 500
Post Trigger: 11000

ms

O

ms

PSTH Bin Width: 100 3 ms

After files with triggers have been imported and the triggered analysis has been activated, the “Triggered Spike Analysis” section is available.
Please set the “Pre- and Post Trigger” from the up-down boxes in ms and the “PSTH Bin Widths” for the triggered analysis. As usual, this can be set
on a per-well basis.

Click the button "Save Settings" to confirm your selections. The analysis in the "Analysis Control" window is now armed which is indicated with the
orange color of the "Spike Detection" icon. When clicking on the icon, the dialog appears again. Click the button "Run Analysis" to start the analysis
and the processing of the data stream is indicated in green. All modified wells are included. Clicking "Cancel" stops the analysis.

~a

Click the "Apply changes to all wells of the same compound" button and the following dialog appears "Select Settings to Apply".

Select Settings to Apply

V] Al settings

V] Spke Detector
@] Detection Mode
/]| Use Rising Edge
/| Use Faling Edge
| Baselne Duration
V] Number of Segments
| Rising Edge Std Dev. Factor
| Faling Edge Std Dev. Factor
¥ Mnimum Rise Time
7| Masimum Rise Time
] Slope Detection
7| Threshold
| Dead Tme
V) Pre Trgger
] Post Trigger

V] Triggered Spke Analyss
V| Pre Trgger
] Post Trgger
V| Bin Wicth

oK Cancel

Select the settings you want to apply via check boxes. The settings will be immediately applied to all wells of the currently selected compound.

-

-
Click the "Apply changes to all wells" button
The settings will be immediately applied to all wells.

and the same dialog appears. Select the settings you want to apply via check boxes.

Use the arrow buttons for "Undo last changes" and "Redo last changes" and the "Reset" button to reset the settings to default.
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Detection Type: Slope

Changing the type of the detection for the spike detector to "Slope" the left side of the dialog will change respectively.

@ Spike Detector Configuration

Detection type:

Detection

Slope Detection

Dead Time:

Winimum Rise Time

Maximum Rise Time:

®) Fired Ampifude

Threshold: |-

Cutout
Fre Trigger

Post Trigger:

Slope.

3000

100
1000

1000

[2000

O

X

[ [ fmi
HED
ooo

ooo
Omo
ooo

T
)

s

sl e
sl e

) Signal Dependent

‘Setting changes are applied to all wells

Triggered Spike Analysis
Pre Trigger: 500
Post Tigger: 1000

PSTH Bin Wicth: [100

Save Seftings | | Run Analysis Cancel

In this case you have to define the parameters for the "Slope Detection".
Detection

Detection
Slope Detection

Dead Time

<

Minimum Rise Time:

O 4

Maxmum Rise Time: 1000

() Fixed Amplitude ®) Signal Dependent
Baseline Duration: 1000 3 ms
Threshold: |-10 ${ Std.Dev.

Select the "Dead Time", the "Minimum Rise Time" and the "Maximum Rise Time" in ps from the up-down boxes in the "Detection" window.
Decide to use the "Fixed Amplitude" or the "Signal Dependent" amplitude. For the fixed amplitude you have to define the "Baseline Duration"
in ms and the "Threshold" in puV. The signal dependent amplitude needs the standard deviation of the threshold.

Cutout

Pre Trigger: /1000

Post Trigger: 2000

When using "Cutouts", please define the "Pre Trigger" and "Post Trigger" in us from the numeric up-down boxes.

Triggered Spike Analysis

Triggered Spike Analysis

Pre Tngger: ms

Lo

Post Trigger: ms

PSTH Bin Width:

O

ms

After files with triggers have been imported and the triggered analysis has been activated, the “Triggered Spike Analysis” section is available.
Please set the “Pre- and Post Trigger” from the up-down boxes in ms and the “PSTH Bin Widths” for the triggered analysis. As usual, this can

be set on a per-well basis. Click the button "Save Settings" to confirm your selections. The analysis in the "Analysis Control" window is now armed
which is indicated with the orange color of the "Spike Detection" icon. When clicking on the icon, the dialog appears again. Click the button "Run
Analysis" to start the analysis and the processing of the data stream is indicated in green. All modified wells are included. Clicking "Cancel" stops
the analysis.
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Burst Detection Configuration

After spike detection the data are processed by the "Burst Detection" m tool. Click the button to open the "Burst Detector Configuration"
dialog.

This dialog is like the "Spike Detection Configuration" divided in two parts. Define the burst detection parameters on the left side and see
the available raw data file(s) and wells on the right side. Apply the settings from the left side to the wells on the right side with the tool bar
in between.

E Burst Analysis Configuration — O X

Burst Detector

Max. Interval to Start Burst:

Max_ Intervalto End Burst:

Min. Interval Between Bursts:

Min. Duration of Burst: 20

OO0 0 00
2

Min. Spike Count in Burst

=

Save Settings | | Run Analysis Cancel

Burst Detection

The “Burst Detection Configuration” option allows the detection and analysis of spike bursts. The spikes had been detected first. The quality
of the burst analysis therefore depends on the accuracy of the spike detection.

The MaxInterval Method for detecting bursts
Find all bursts using the following algorithm:
. Scan the spike train until an interspike interval is found that is less than or equal to Max. Interval.
. While the interspike intervals are less than Max. End Interval, they are included in the burst.
. If the interspike interval is more than Max. End Interval, the burst ends.
. Merge all the bursts that are less than Min. Interval between Bursts apart.
. Remove the bursts that have duration less than Min. Duration of Burst or have fewer spikes than Min. Number of Spikes.

The detection parameters for bursts are shown in the following schema.

Min. duration of a burst

Min. number
of spikes
Min. interval between in a burst

two bursts

Max._ interspike interval
in a burst

lax. interval at the start of a burst

Parameter for burst detection:
3 Max. interval to start bursts: maximum interspike interval to start the burst.
. Max. interval to end a burst: maximum interspike interval to end the burst.
3 Min. interval between bursts: minimum interspike interval between two bursts.
o Min. duration of burst: minimum burst duration.
3 Min. number of spikes in burst: minimum number of spikes in a burst.

(Reference: Legendy C.R. and Salcman M. (1985): Bursts and recurrences of bursts in the spike trains of spontaneously active striate cortex
neurons. J. Neurophysiology, 53(4) : 926-939).

Click the button "Save Settings" to confirm your selections. The analysis in the "Analysis Control" window is now armed which is indicated
with the orange color of the "Burst Detection" icon. When clicking on the icon, the analysis starts and the data stream is green.
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Click the button "Run Analysis" to start the analysis.

Click the "Apply changes to all wells of the same compound" button and the following dialog appears "Select Settings to Apply".

Select Settings to Apply

V) Al settings
/| Burst Detector
[] Max. Interval to Start Burst
[¥] Max Interval to End Burst
[¥] Min. interval Between Bursts
[#] Min_Duration of Burst
[¥] Min. Spike Court in Burst

0K Cancel

Select the settings you want to apply via check boxes. The settings will be immediately applied to all wells of the currently selected compound.

.

=
Click the "Apply changes to all wells" button
The settings will be immediately applied to all wells.

and the same dialog appears. Select the settings you want to apply via check boxes.

Use the arrow buttons for "Undo last changes" and "Redo last changes" and the "Reset" button to reset the settings.

Network Burst Detector Configuration

After spike and burst detection the data can be processed by the "Network Burst Detection" E tool. Click the button to open the "Network
Burst Detector Configuration" dialog.

ﬁ Network Burst Analysis Configuration — O X

Network Burst Detector
[ [ [m]
Min. Channels Paticipating: |6 HEO
[ [m]m]
Min. Smutaneous Channels: |3

Spike Court Mode: O

Allin Duration

Participating Bursts

4

Setting changes are appiied to all wells
Save Settings | | Run Analysis Cancel

This dialog is like the "Spike Detection Configuration" divided in two parts. Define the network burst detection parameters on the left side and
see the available raw data file(s) and wells on the right side. Apply the settings from the left side to the wells on the right side with the tool bar
in between.

The “Network Burst Detection Configuration” option allows the detection and analysis of bursts which occur on more than one electrode channels
in a well in synchrony. The spikes had been detected first. The quality of the network burst analysis therefore depends on the accuracy of the spike
detection.

Please define the minimum number of participating channels "Min. Channels Participating" and the minimum number of simultaneously bursting

channels "Min. Simultaneous Channels" from the up-down menus. Define the "Spike Count Mode", which means to count "All Spikes in Duration"
or the number of spikes in "Participating Bursts".
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Channel Selection

j
u ’ ) ) :
to open the "Channel Selection Configuration" dialog.

Click the "Channel Selection" icon

[ Channel Selection Configuration — O X

Active Channels
- =
Min. Spikes per Minute |10 \ ooo ooo
o

OH O

Min. Ampltude 20
Active Wells
3 +

Min_ Active Channels

Channel Selection for Dose-Response Curve

41 Best Channel i Muttiple Channels

Selection for Dose Control 57

Including Previous Doses

Only Active Wells
Setting changes are appiied to all wells

Update Channel Selection Automatically

Save Settings Run Analysis Cancel
The "Channel Selection" is a tool to estimate and define the activity of a channel or a well.

Active Channels

Active Channels

[¥] Min. Spikes per Mnute |10
¥ Min. Ampltude 20

Ak

WV

Define the parameter for channel activity via check box. Define the minimum spike rate "Min Spikes per Minute" and the "Min Amplitude"

in uV from the up-down boxes.

Active Wells

Active Wels
Min. Adlive Channels 3 5

Define the minimum number of active channels for the definition of an active well from the "Min. Active Channels" up-down box.

Visualize the active channels or wells via "Parameter" drop-down menu in the "Experiment View".

Experiment View
20150917_Compound 02_001 [ S

Parameter: | Active Channels |¥|| Label: Control
= | Well Labels |
Active Channels
Active Wells
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Channel Selection for Dose-Response Curve

Channel Selaction for Dose-Response Curve

@) Best Channel Mutiple Channels
Selection for Dose Control] v

| Includng Previous Doseﬁ}o ;U

| Only Active Wells

| Update Channel Selection Actomatically

In "Neuro" mode it is possible to select the "Best Channel" or "Multiple Channels" for the analysis via dose-response curve.

If multiple channels are selected as representative, the value for the well in the dose-response curve is the average over all representative channel
of the well.

This menu defines, which channel in a well is selected as the "representative channel", i.e. the one included in the dose-response curve.

Only channels that fulfill the criteria defined under "Active Channels" in the "Channel Selection Configuration" dialog can be selected as

the representative channel. If no channel fulfills the criteria, no representative channel is selected for this well and it is not used for the dose-
response curve.

Because the set of active channels can change between concentrations, use the drop-down menu "Selection for Dose" in the "Channel Selection
Configuration" dialog to define, which set of active channels should be used. For example, if "Selection for Dose" is set to "10 nM", the
representative channel is selected from the set of channels that are active for the 10 nM concentration.

If the check box "Including Previous Doses" is enabled, the representative channel will be selected from the set of channels that are active for all
concentrations up to the one selected in the "Selection for Dose" drop-down menu.

For example, if "Selection for Dose" is set to "10 nM", a channel has to fulfill the criteria set for "Active Channels" for both, the control condition
and the 10 nM concentration in order to be eligible to become the representative channel. In order to make sure, that representative channels
are active for all concentrations in the experiment, set "Selection for Dose" to the last dose in the experiment and check the "Including Previous
Doses" check box.

If the "Only Active Wells" check box is enabled, wells with a low number of active channels can be excluded from the dose-response curve.

If a well is not active for the concentration defined in "Selection for Dose" (or all concentrations up to and including this dose if "Including Previous
Doses" is checked), no representative channel is selected even if active channels exist. The threshold number of active channels per well is defined
in the "Active Wells" menu.

If the "Update Channel Selection Automatically" check box is enabled, the channel selection process will run after each analysis and may select a
different channel. If it is disabled, the channel selection will not be automatically updated. This can be helpful if a specific representative channel
should be kept.

The parameter "Active Channels" per well is available in the display of the dose-response curve and in the report sheet.

Slope

RR lnnbery ol
Peak-to-Peak &
&
Melin- M Doffaraence =
Active Chamnels

Parareter: | Conduction Velocity = Duplay Sthde  Mean - m“

FP Duraton |
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Data Display Window
Please read chapter "General Software Features" on page 14 for the operation of this window.

The "Data Display" window has two tabbed pages "Raw Data Explorer" and "Spike Counts". Please see the arrow in the screenshot.
The "Raw Data Explorer" tab is divided in three smaller windows.

Raw Data Explorer

Raw Data Explorer
Cortol| X0M [10M Analysis Segment

s 4aad

o[ Single View
wh 101

B (7 Stimuli V] Spikes [ Bursts (] Network Bursts

Voktage (V]

iy taad “daQ =il
[ o rctty pes Craones R R O D)

Raw Data Explover | PSTH| Spike Cutouts [

See the overview of the complete data file in the window above. Select the display format "Show Activity per Channel" or "Show Activity
per Concentration".

Analysis Segment
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Select the mode of the "Raw Data Explorer" window and the "Analysis Segment" display will be adapted: "Show Activity per Channel"
or "Show Activity per Concentration".
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Move the red frame through the data file to select the region of interest. It is possible to enlarge the frame to enlarge also the time span shown
in the displays. Alternative to this way you can use the up-down box in the "Single View" to modify the time span. The variation of the time span
is immediately adapted in all three displays. See data as raw data in "Show Raw Data" mode or spike detections only in "Show Detection" mode.

Use the "Export" button to export this graph in overview in "*.bmp", "*.jpg" or "*.png" format.
Click the "Edit Analysis Segments" button to open the "Define Analysis Segment" dialog. The dialog allows to define time frames for analysis

graphically. Again, you can see data as raw data in "Show Raw Data" mode or spike detections only in "Show Detection" mode. Please read
chapter "Time Segment" on page 117 above for more information.
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Raw Data Window

The raw data window shows the data of the available electrodes in overview on the left side and in single view on the right side. Choose either
to display the "Activity per Channel" or the "Activity per Concentration".
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One or more channels of the well have to be defined for analysis and display of the "Dose-Response" curve. Define this electrode by clicking
the "Select representative channel" button. The channel framed in blue is then representative for the dose-response curve.

Pressing the “Show Activity per Channel” button switches to a view where each tab page represents a single channel (as opposed to a single dose)
and the raw data traces shown are the raw data for the different concentrations of this channel (as opposed to the raw data of the different

channels for the same dose). Clicking the “Show Activity per Concentration” button switches back to the first view.

If a triggered analysis has been run, the “Show Activity per Channel” display offers the possibility to select the “Trigger” via up-down box.
Using the trigger control jJumps to the respective trigger time and shows the raw data.

To save computer performance, please deselect the check box "Enable" and the raw data display window is empty. Nevertheless, data are
analyzed and saved.

Spike Count Window

Spike Cutouts
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Raw Data Explorer | PSTH| Spike Cutouts

The "Spike Counts" window is divided in the "Overview" with all available electrodes above and the "Single View" below. Each concentration has
its own tab page. Per default, only up to 500 spike cutouts are displayed. If more spikes are detected for a channel, only the first 500 cutouts are
shown, but more can be displayed by increasing the number in the “Number of Cutouts” numeric-up-down.

If a triggered analysis has been run, you can select the trigger value via the “Trigger” up-down box. Changing the trigger value displays the spike
cutouts associated with this particular trigger. One channel of the well has to be defined for analysis and display of the "Dose-Response" curve.
Define this electrode by clicking the "Select representative channel" button. The channel framed in blue is then representative for the dose-
response curve.
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PSTH Window
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The PSTH is only available, if the software module “Stimulation” is selected.

The neuronal response due to a single stimulation consists of one component, which is causally determined by the pulse and of several
components, which are not caused by the stimulation, spontaneous activity, for example. If all components of the response have similar
amplitudes as the stimulus induced component, it is not possible to see this component. That is, why the Peri-Stimulus-Time-Histogram
(PSTH) is calculated.

The histogram shows the mean spike rate over several identical stimulation pulses relative to the onset of the stimulation pulse. Please read
also "Multiwell-Screen Software" on page 19: "Multiwell-Analyzer: Neuro Mode".

The "PSTH" window is available in two displays: "Show Activity per Channel" and “Show Activity per Concentration”. Click onto the button
to toggle the screen presentation. PSTHs can be found for each channel. Both displays have the same tool bar.

H Use the icon to auto-scale the y-axis of the histogram so that it extends to the maximum spike rate on all channels.
Use the “Spike/sec” up-down box to scale the histogram by yourself.
Use the “Select representative channel” button or “Export” the data to “*.csv” or Excel “*.xIsx” format.

View Range: Trigger 40-50 (259.329 s - 342,727 s) Totak 91 Triggers

A track bar controls for which triggers the raster plots are shown if there is not enough vertical space to show all. The number of included triggers
and the time span on the display are written beside. Read the “Total” number of “Triggers” included in the complete plot on the right side of the
tool bar.
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Dose-Response Curve
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The window on the right side of the main menu of the Multiwell-Analyzer Neuro Mode software shows the "Dose-Response" curve calculated from
the averages of the merged files, generated accumulative result point per result point.

Spike Rate

Burst Count

Burst Duration

Burst Spike Count

Burst Spike Rate

Percentage Spikes in Burst

Interburst Interval

Network Burst Count

Network Burst Duration

Network Burst Spike Count Mean +- StdDev

Network Burst Spike Rate & |Mean +- SEM >
Percentage Spikes in Network] S |Mean + Scatter A
Network Interburst Interval . BoxPlot
Active Channels o

Parameter: | Spike Count | Display Style: | Mean - MH

Select the "Parameter" and the "Display Style" from the drop-down menus. Decide whether you want to see "Raw Values" or "Normalized" data.
Click the "Export" icon to export and save the data as bitmap image "*.bmp" as "*.csv" file.

Select the "Parameter" type: "Spike Count, Spike Rate, Burst Count and Burst Duration, Burst Spike Count, Burst Spike Rate, Percentage Spikes
in Burst and Interburst Interval". Define the best or multiple "Active Channel" in the "Channel Selection Configuration" dialog.

Choose the "Display Style": The "Mean" is calculated from the mean results of all wells of one compound. This simple display format does not
show the variability of the wells.

The "Mean + StdDev" shows additionally + 1 standard deviation of the mean and allows to estimate variability between the wells but does not
show outlier values.

Similarly, the "Mean + SEM" shows additionally + 1 standard error of the mean.

The "Mean + Scatter" plot shows additionally to the mean the results of all concentrations of that well as individual points. Click on a point
to highlight the results of this well. This display format allows to identify outliers easily to correct them, if necessary, during offline analysis.

Clicking on the orange dots in the "Mean and Scatter" display style gives the possibility to jump directly to the corresponding curve in the
"Single View" of the "Raw Data Explorer" or the "Spike Cutouts" window. Control the data and correct them if necessary. After correction
the dose-response curve will be adapted immediately.

The "BoxPlot" shows the distribution of the results between the wells. You clearly see the wells which differ from the median.

The Coefficient of Variation "CV" is a degree for the variability of a distribution. The "CV" is calculated from mean divided by standard deviation
and has no unit. You need at least two measurements to calculate the "CV", that is why it is useless for a parameter like the spike count as based
on averages. The "CV" displayed in this plot is the mean of the "CV" of the concentrations in one single well.

Raw Values
See the variation of the physiological markers in the dose-response curve in absolute values "Raw Values" - orin "Normalize"

Normalize ) ) . ) I
mode. Normalized results are calculated in relation to the respective control section in %.
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Toolbar

"Analyze" and "Generate Report".
Bnalyze Generate Report

Click the "Analyze" button to start the analysis. Save the results after analysis with "Generate Report".

B Report Sheet Settings - 0

Report Sheet
General

Generate Report Sheet [v]

Report File Name:

Logo
Logo on Title Page [¥]
Logo File Name:

Dose-Response Plots

Style of Dose-Response-Plots: | Mean + SEM v

Mean
Mean + StdDev

Results per Well

Result Tables [v]
Show PSTHs

0K Cancel

Enable the "Generate Report Sheet" check box and define the "Report File Name" and path. If you like to have a logo on the front page, please
enable the check box "Logo on Title Page" and determine where to find it. Select the style of the dose-response plots from the drop-down menu.
Enable the check box "Result Table" to generate "Results per Well. Click "OK" to save the current state of the analysis to a *.mwa file and
(optional) to a PDF report.

Export Results

Click the "Results" button to open the "Export Results" dialog. The dialog has four tabbed pages "Timestamp", "Burst", "Network Burst"
and "Dose Response". On each of the pages, there are a number of parameters which can be selected or deselected via check box. Clicking the
“Export” button on one of the pages will export these parameters to a "comma separated value" "*.csv" file or to an Excel “*.xIsx” file for further
processing.

B Export Results
+ » Dieser PC » data (D) » Multiwell Data v & Auttiwell Dat e P
Organisieren v Neuer Ordner = - o
e Nas
® Dieser PC

| 20141205 Multiwell_Experiment NMI
£ Bilder

Ju Deskiop
Dokumente

Janssen
- Multiwell Data Output 03.07.2018 11:02

LED_Stimulation.csv

& Downlosds
B Music v o< >

Dateiname:  LED_Stimulation.csv v

Dateityp: | CSV files [*.csv) v

= Ordner ausblenden Ofinen Abbrechen

Click the respective button to export the file as comma separated file "*.csv" without any limitations of data volume in one export file.

Error writing results X

e Reached maximum number of rows for Excel file

Excel files "*.xIsx" are limited to 1048576 rows per file. If the limitation of data volume is reached in Excel, the following error message appears
and the exported “*.xIsx” file will contain only 1048576 rows.
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Selection Window
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On the "Selection" side of the dialog you see the result files which are open and one enhanced well to select the electrode for export. Please use
the toolbar above. To select electrode channels, please click on the electrode. It's color will turn to red. Deselect an electrode by clicking it again.

Wl D2

Toolbar
_— . .
as - h A

Use the toolbar to transfer the electrode channel selection to all available wells.

Use the "Select all Electrodes in the Well" button to select all electrodes of a well for the export. Click the "Select

Representative Channel in the Well" button to export the representative electrode only or deselect all channels with the "Deselect all
Electrodes in the Well" button.

Use the arrow buttons for "Undo" or "Redo" the last action.

Click the "Apply to Compound" button

to transfer the electrode selection of the currently open well to all wells with the same compound.
-

HH
For a transfer to all wells, please click the "Apply to All" -

button.

Timestamps Export Parameter

a Export Results E
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B Tmesmes

Please select the desired timestamp export parameter via check box. Export "Timestamps", "Maximum Amplitude", Minimum Amplitude" and
"Peak to Peak Amplitude".

Press the "Export Timestamp" and find the place where to store the analysis result file for further processes in comma separated value format
"*.csv" orin "*.xIsx" Excel format.
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PSTH Export Parameter

Export Results
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The functionality of the tabbed page "PSTH" is the same as in "Timestamp". Please select the desired PSTH export parameter via check box:
“Trace Count”, “Total Spike Count”, “Mean Spike Count”, and “Spikes per Second”.

The PSTH Export is only available after a triggered analysis has been performed. This will export the histograms, not the content of the raster plots
shown in the PSTHs. Use the "Timestamps" export to export the spike timestamps shown in the raster plots."

Press the "Export PSTH" to store the analysis result file for further processes in comma separated value format "*.csv" or in "*.xIsx" Excel format.

Burst Export Parameter

Click the "Bursts Detection Results" button to open the same dialog with the "Bursts" tab open.

Export Results
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The functionality of the tabbed page "Bursts" is the same as in "Timestamp". Please select the desired burst export parameter via check box:
"Start Timestamp", "Duration”, "Spike Count" and "Spike Frequency".

Press the "Export Burst" to store the analysis result file for further processes in comma separated value format "*.csv" or in "*.xIsx" Excel format.

Network Burst Export Parameter

Export Results
Timesps o o
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The functionality of the tabbed page "Network Bursts" is the same as in "Burst". Please select the desired burst export parameter via check box:
"Start Timestamp", "Duration", "Spike Count" and "Spike Frequency".
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Dose-Response Export Parameter
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The functionality of the tabbed page "Dose-Response" is the same as in "Timestamp" and "Burst". Please select the desired dose-response export
parameter via check box: "Spikes", "Bursts" and "Network Bursts", and "Active Channels".

Press the "Export Dose-Response" button to store the analysis result file for further processes in comma separated value format "*.csv" or in

"* xIsx" Excel format.
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APPENDIX
Theoretical Background
Cardiac Action Potential

Over the last 40 years, non-invasive extracellular recording has developed into a widely used standard method. The semi-permeable lipid bilayer
cell membrane separates different ion concentrations (charges) on the inner and outer side of the membrane. Conventional methods measure the
membrane potential that results from the electrochemical gradient directly with an intracellular electrode. When ion channels are opened due to
chemical or electrical stimulation, the corresponding ions are moving along their electrochemical gradient. In other words, the resistance of the
membrane is lowered, resulting in an inward or outward flow of ions, measured as a transmembrane current. The extracellular space is conductive
as well, and though the resistance is very low, it is not zero. According to Ohm's law (U=R*1), the extracellular current results in a small voltage that
can be measured with extracellular electrodes. Extracellular signals are smaller than transmembrane potentials, depending on the distance of the
signal source to the electrode. Extracellular signal amplitudes decrease with increasing distance of the signal source to the electrode. Therefore,

a close interface between electrode and cell membrane is very important for a high signal-to noise ratio.

The transmembrane current and the extracellular field potential follow the same time course. The field potential is roughly equal to the first
negative derivative of the transmembrane potential, thus revealing an information that is comparable to conventional methods. This has been
shown for different types of signals derived from neuronal preparations as well as cardiac preparations. This convenient method is used by
Multiwell-Screen. Simultaneous recordings of action potentials (with intracellular electrodes) and field potentials (with extracellular electrodes)
have shown that there is a linear relationship between the rise time of the cardiac action potential (AP) and field potential (FP) as well as between
AP and FP duration. The contribution of different ionic transmembrane currents can be identified in the shape of the FP waveform as well, as
shown in the following picture. The correlation between the waveform components and the ion channel activities was shown by using ion channel
blockers or depleting the medium of the respective ions. You can clearly see the rapid component of the depolarizing sodium current and the slow
calcium current. The delayed rectifying K+ current (IKr) is represented either by a positive or negative peak. The polarity of the peak depends on
several parameters, for example, the proximity of the cell layer to the measuring electrode, and cannot be predicted, which does not matter for
this assay. The field potential duration corresponds to the action potential duration, which can be correlated to a QT-related interval in an
electrocardiogram. It is measured from minimum of the Na+ peak to the maximum / minimum of the IKr current peak.

PR = 2] ) &1
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The delayed rectifying K+ current (IKr) is represented either by a positive or negative peak. The polarity of the peak depends on several
parameters, for example, the proximity of the cell layer to the measuring electrode, and cannot be predicted, which does not matter for this assay.
The field potential duration corresponds to the action potential duration, which can be correlated to a QT-related interval in an electrocardiogram.
It is measured from minimum of the Na+ peak to the maximum / minimum of the IKr current peak.

(Reference: "Estimation of Action Potential Changes from Field Potential Recordings in Multicellular Mouse Cardiac Myocyte Cultures", Marcel D.
Halbach et al., Cell Physiol Biochem 2003;13:271284)
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Spike Detection

The "Spike Detector" is used for extracting spikes from the electrode raw data. There are two ways of detecting and extracting spikes with
Multiwell Screen software. One method uses a threshold, the other recognizes the shape that is, the amplitude and slope of a spike curve.

Both methods regard either the rise or the fall of a curve, depending on your settings. Waveforms that meet the requirements defined by either
of the two methods are cut out from the raw data. The size of the cutout, that is, the time length before and after the spike detection event,

can be chosen by the user. It is also possible to extract only the timestamps.

The "Threshold" method, the spike detection level is especially useful if the overall signal is steady, and the spikes appear approximately on
the same height. If you have local field potentials or a high noise level, you will miss spikes or detect noise signals with the "Threshold" method.

In this case, the "Slope" method is more appropriate.

The following illustrations show how the two methods work.

Spike Detection
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Amplitude dV

Spike Detection Level

Not Detected Waveforms

slope too high Slope too low

Min Slope! |Max Slope Min Slope', | Max Slope
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/
/
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Amplitude too small Voltage threshold not reached

Min Slope | |Max Slope

[\ N s

Spike Detection Level
Threshold Mode

MAINTENANCE

Cleaning of the System
Always unplug the Multiwell-MEA-System prior to cleaning. To clean the exterior surfaces, use a lint-free cloth to remove loose dust. For more
efficient cleaning, use a soft cloth dampened (not soaked) with an aqueous solution of 75 % isopropyl alcohol, or a mild detergent.

For cleaning the multiwell plates, please read the respective datasheet.
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Technical Specifications

General Characteristics

Operating temperature

10°Cto 50°C

Storage temperature

0°Cto50°C

Relative humidity

10 % to 85 %, non-condensing

Well plate contacting unit

Motorized contacting mechanism

Headstage

Dimensions (W x D x H)

302 mm x 166 mm x 90 mm

Weight +4000 g
Amplifier

Number of analog recording channels 288

Data resolution 24 bit
Input voltage range +2500 mV

Bandwidth

0.1 Hz to 10 kHz, default settings: 1 Hz to 3.5 kHz

Sampling frequency per channel

50 kHz or lower, software controlled

Integrated Stimulator

Current stimulation

max. £ 1 mA

Voltage stimulation

max. =10V

Stimulation pattern: Pulse or burst

Stimulation sites freely selectable

Integrated Heating Element

Temperature sensor type

Pt 100 with four wire connection

Accuracy of regulation

+0.1°C

IFB-C Interface Board

Dimensions (W x D x H)

250 mm x 83 mm x 25 mm

Weight

300g

Front Panel

2 Sync In and Sync Out

Lemo connector, EPL.00.250 NTN

1 8-Channel Analog IN

10-pin connector, DIL10Header-100mil
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2 Analog Inputs, Channel 1 and Channel 2

Lemo connector, EPL.00.250 NTN

Signal input range for analog channels

+ 10 V voltage input range @ 24 bit ADC

Gain for analog channels

2 Control LEDs

LED light is on, while link to SCU is working

4 Digital inputs

Lemo connector, EPL.00.250 NTN

4 Digital outputs

Lemo connector, EPL.00.250 NTN

Ground Common jack 4 mm, banana plug
Rear Panel
Switch 1/0 Switch On / Off

Power supply

MPU 30, scope of delivery, P?WR DC 0.65 x 2.75 mm

Ground

Common jack 4 mm, banana plug

1 16 bit Digital In / Out

Not in use!

2 Auxiliary channels

Stereo jack 3.5 mm Not in use for Multiwell-MEA-System!

1 Audio Output

14-pin connector, DIL14Header-100mil-angeled
Not in use for Beta-Screen!

1 Digital Signal Processor DSP connector

iX industrial, type B connectors
Not in use for Multiwell-MEA-System!

2 Interface board to headstage connectors

External power via iX industrial to serial ATA (eSATAp) cable

2 USB-C ports USB-C cable
Power Supply Unit

Voltage range 100 - 240 VAC
Frequency 50 -60 Hz
Output voltage 24 VDC

Max. power 60 W

Mark of Conformity CE

European standard EN61010-1

Software

Operating System

Windows ® 10 or 8.1 (64 Bit) for Multiwell-Screen, Windows 10 or 8.1 or 7

(64 Bit) for Multiwell-Analyzer Software

Data Acquisition and Analysis Software

Multiwell-Screen, Version 1.9.2 and higher

Analysis Software

Multiwell-Analyzer, Version 1.6.2 and higher

Data Export Software

Multi Channel DataManager, Version 1.10.3 and higher
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96-Well Plate with 1152 Electrodes

Please read this chapter when using the 96-well plate with 12 electrodes per well, that means 1152 electrodes in sum. Please read also the
datasheet 96W300/80F-1152.

The software is a little bit different in relation to the well plates with 288 electrodes for taking the high number of electrodes into account.
In this chapter the specifics of the software settings for 1152 electrodes on a 96-well plate are collected.

Organization of the 96-Well Plate with 1152 Electrodes

Multiwell Selection Panel

HX R XPRR XER

The 12 columns of the 96-well plate are grouped in four "Regions" with three columns each. "Region 1" is built from column 1, 5 and 9, "Region 2"
from column 2, 6 and 10, "Region 3" from column 3, 7 and 11 and "Region 4" from 4, 8 and 12. The actual selected region - "Region 4" in this case -
is highlighted in white.

Software: Data Source Settings

@ Data Source Settings Ex
Diata Source

Sampiing Rate: 20000 v| He
Fiter Sattings

High-Pass Filter: 2 oeder v | | 1Hz w Make Pemanent

Low-Pass Fiter: 4, peder v 3500Hz W Make Pamansnt

If the data acquisition is not active, press "Make Permanent" in order to write the filter settings to the device. This ensures that the same settings
will be loaded after rebooting the Multiwell device.

When using a 96-multiwell plate with 1152 electrodes, the value of the high pass filter influences the time span which is needed to change from
one region of the plate to another. Please consider the time bar in the "Multiwell Selection Panel" dialog.

Multiwell Selection Panel Multiwell Selection Panel

Switching to next Plate Region ...

Display Style: | Latency Map =| | Plate Region: |3 =

Multiwell-MEA-System e Publication 20211111 ¢ www.multichannelsystems.com 141



APPENDIX

Software: Experiment Control

Experiment Comtrol

A =
B> o

I Explore

Important: When using a multiwell plate with 1152 electrodes, please run the "Explore" mode in each of the four regions of the plate to set,
for example the automatic threshold. Otherwise, you get the error message: "Unvisited Regions".

1234567 809170111
A\V\JX XX XXX XXX
B Re XX XXX XXX
"FEe D08 S80S

hidhl d: D7 ¢ 3% ¢ Switching to nexdt Plate Region..
Fl TXRR TRRR XXX .

XXX XXX XXX
H XXX XXX XXX
Display Style: Latency Map ~ |Plate Region: |1
Display Style: | Latency Map | Plate Regior: |3 -

The software needs a few seconds to switch from one of the four regions to another. Please consider the switching progress in the "Multiwell
Selection Panel" dialog.

l Stimulator

Click the "Stimulator" icon to apply the previously defined stimulus pulse.

Important: When using a multiwell plate with 1152 electrodes, the stimulus is only applied in that region of the plate, which is currently active!

When using a multiwell plate with 1152 electrodes, please select the "Plate Region" from the drop down menu below.

Mt Selction ane
71234567 809101112

AXARXKORXAKX XXX

BX X X XXX XXX

CXXX XXX XXX Switching to next Plate Region..
DXXX XXX XXX

EMNNE MK S0 I

F §&96%¢ XXX XXX

GXXX XXX XXX

HX XX XXX XXX

Display Style: Averages «  Plate Region: !:w Display Style: | Latency Map ~|| Plate Region: |3

The software needs a few seconds to switch from one of the four regions to another. Please consider the switching progress in the "Multiwell
Selection Panel" dialog.
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APPENDIX

Software: Experimental Flow

1) Experimental Flow n
Recording Phase
Recording Phase Timing Timer v

Recording Phase Duration 2 $ mn v

Analysis Phase
Restrict Analysis to Time Segment

Wash-In Phase
v| Use Wash-in Phase

Wash-in Timing Timer v
Wash-in Duration 2 31 min v
Pipet Phase
Pipet Phase Enabled
R oK Cancel
[ Enable Scheduler and configure individual timing |

Important: Select pipette mode "Common" for pipetting a concentration of compound into all 96 wells at a time and "Per Region" for pipetting the
compound into one of the four regions of the plate after the other.

During the experiment the concentrations of the wells are measured one region after the other. The program starts with the region selected when

Go!

pressing "Go!", for example "Region 4" in the screenshot above. After measuring all wells from Region 4, the wells of Region 1 are
measured, after that Region 2 and so on.

Please realize, that data of the four regions are saved in independent data files, labeled by the number of the region additionally to the file name.
When analyzing the experimental files with the Multiwell Analyzer, the software is able to recognize files belonging together. The region files are
added together again. In parallel you have only one data file compiled from region files belonging together when generating a "Report" with
Multiwell-Analyzer.
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CONTACT INFORMATION

CONTACT INFORMATION

Local retailer

Please see the list of official MCS distributors on the MCS web site.
Mailing list

If you have subscribed to the Newsletter, you will be automatically informed about new software releases, upcoming events, and other news
on the product line. You can subscribe to the list on the contact form of the MCS web site.

multichannelsystems.com

DATASHEETS
Please read the datasheet of the multiwell plate in use and the Quick Guide for handling the plates.

Multiwell Plates Quick Guide

Multiwell Plates on Glass Base
24W300/30G-288

96W700/100G-288

Multiwell Plates on Epoxy Base
24W700/100F-288
96W300/80F-1152

96W700/100F-288

Multiwell Plates non-transparent for optical Stimulation

24W300/30G-288-OPTO

Multi Channel Systems MCS GmbH e Aspenhaustrasse 21 ® 72770 Reutlingen ® Germany
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https://www.multichannelsystems.com/products/24-well-plate-pedot-electrodes-glass-24w30030g-288
https://www.multichannelsystems.com/products/24-well-plate-pedot-electrodes-glass-24w30030g-288
https://www.multichannelsystems.com/products/96-well-plate-gold-electrodes-fr4-96w700100f-288
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