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Introduction

Introduction

The Kinetic Studio software package provides a wide range of facilities within a friendly, familiar
format that is easy to use.

Kinetic Studio is primarily designed for the acquisition, analysis and management of kinetic data
associated with the Hi-Tech Scientific instruments for transient kinetics. It is a feature rich
package that provides an efficient and intuitive means of managing instruments in the laboratory
and speeds data processing by providing a host of data handling and visualisation facilities. These
include an array calculator, logarithmic time-base and high-speed graph plotting as well as
offering automated modes of instrument operation for rapid and reproducible throughput of
experiments. An oversampling function allows data points to be averaged, improving signal to
noise and resolution.

Kinetic Studio also includes a data file converter which brings compatibility with other, third party
instruments for spectroscopy and popular data processing packages.

Health and Safety at Work Act, 1974 - UK

In accordance with the above Act, we ensure that all products manufactured or supplied by TgK
Scientific Limited are safe and without risk to health when used by suitably trained personnel
following our instructions.
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Installing Kinetic Studio

Installing Kinetic Studio

Kinetic Studio is made to run on computers running Windows 7 or Windows 10. The software
may function on other versions of Windows however some functionality may be lost.

Installations involving instrument control or data acquisition managed by Kinetic Studio involves
the installation of computer hardware devices. Please follow the guide relevant to the equipment
supplied.

If a USB / PCI based Counter Timer card or Data Acquisition card has been supplied and is already
fitted within the computer, Windows may display a ‘New Hardware Found’ message. Please cancel
these messages.

The Kinetic Studio installer as part of the installation process will install the device drivers
automatically.

If hardware devices cannot be found or do not install correctly, please check the Device Manage
(accessible from the right click menu of the windows button). If there are any unknown devices,
please remove them and reboot the computer.

If the supplied cards are not yet installed, please switch off |installaware Wizard X
the computer and install them now taking note to cancel any | g -
. . stue  The Installaware Wizard is verifying the contents
new devices found messages when the computer is started. | /\  of this setup package. This may take 2 moment.
|

For single file installations, the setup program will unpack . .
itself and prepare the PC for installation. For DVD
installations, the installation process should start automatically. If not, please explore the DVD
and run the kineticstudio_#.# #.exe executable.

T K Saio ntalnare Weard - * | If there are any required components that need to be
Bl s etatware weard for installed into the operating system, these will be shown as
The InstallAware Wizard will install Kinetic Studio on your beIOW_ Click 'N eth to begin the insta”ation.

computer,

Kinehc Studio once this has completed, installation of the main Kinetic
Studio application and related drivers will commence. Click
st o, ProEet=dbY copyrhtian and 'Next' to proceed.

Click 'Next' to begin the installation.

To continue, dick Next.

© TgK Scientific Limited, 2018 10



Installing Kinetic Studio

After agreeing to the terms and conditions, the installer will ask which modes of operation are
required. Please select the required modes. SF-61DX2 users will need to select KinetAsyst
Stopped-Flow as a minimum.

?" Kinetic Studic - Install&ware Wizard — >

Kinetic Studio Modes
Flease select the required Kinetic Studio modes of operation:

[] KinetAsyst Stopped-Flow

[+] Data Analysis

[] piode Array

[] cCD Spectrometer

[] Fluorescence Scanning

[ T-1ump

[] Conductivity

[ High Pressure

[] Classic Stopped-Flow (Pre 1996 induding Diode Array)
[ qPod

[] Emulation Mode

[] spectrometer Mode

[] spectrometer Mode with DH-mini LUY-VIS-MIR.

To continue, didk Next.

. <Back [ mext> | | cancel |

The Data Analysis option provides a quick shortcut to bypass any hardware scanning and go
directly into the data analysis mode.

?"" Kinetic Studico - InstallAware Wizard — *

Temperature Range Selection

Please select the temperature range for your system:

(@) -40 to +60 degrees Celcius
(") -100 to +100 degrees Celcius
) -20 to +8B0 degrees Celcius
(") Not Applicable

To continue, dick Mext.

| <Back |[ mMext> | cancel |

The next screen will prompt for the instrument temperature range. The default, -40 to +60 is
suitable for most KinetAsyst Stopped-Flow instruments.

© TgK Scientific Limited, 2018 11



Installing Kinetic Studio

Setup Type

P Kinetic Studio - InstallAware Wizard - *

Choose the setup type that is best for your needs,

(® Complete

() Compact

(") Custom

Flease select a setup type.

All program features will be installed. This option requires the
most disk space.

Program will be installed with minimum required features, This
may disable some application functionality.

Choase which program features you want installed.
Recommended for advanced users.

< Back Cancel
When prompted for the type of installation, please choose 'Complete’.
% P Kinetic Studio - InstallAware Wizard — *

P Kinetic Studio - InstallAware Wizard —

Destination Folder
Select folder where setup will install files.

Install Kinetic Studio to:

%

Select Program Folder
Select the location where you would like to create new shortouts,

%

Setup will add program shortcuts to the Program Folder listed below. You may type
a new folder name, or accept the suggested name. Click Mext to continue.,

(2 \Program Fi Change...
Install this application for:
(®) Anyone who uses this computer (all users)
(O Only for me {current user)
Destination Folder
Required Disk Space: 595,866 KB
Remaining Disk Space: 410,141 MB

< Back Cancel

< Back Cancel

Generally it is recommended that Kinetic Studio is installed to the default directory.

© TgK Scientific Limited, 2018
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Installing Kinetic Studio

':f" Kinetic Studio - InstallAware Wizard - *

Completing the InstallAware Wizard for Kinetic
Studio

The InstallAware Wizard is now ready to configure Kinetic
Studio on this computer.

- Click Mext to begin configuration

- Click Back to change settings

- Click Cancel to exit

The main Kinetic Studio program files will now be installed...

© TgK Scientific Limited, 2018 13



Installing Kinetic Studio

Driver Installation

The next stage of the installation process allows the user to select required device drivers. These
are required for controlling the instrument and acquiring data.

USB / PCI Counter Timer Cards

Skip to the Data Acquisition driver section if there is not a Measurement Computing counter timer
card present. Systems built in 2014 or later will not have a Counter Timer Card.

The first option is to install the Counter Timer card driver.

P Kinetic Studio - Installfware Wizard — pod

Driver Installation

If your system was built in 2014 or later, this driver can be
skipped.

Please select if you would like to install the counter timer card
drivers:

(") Install Counter Timer Drivers
(@) skip this step

To continue, dick Mext.

Please select the option and continue (if the counter timer card is present).

E=] Windows Security *

Would you like to install this device software?

MName: Measurement Computing Corp.
Publisher: Measurement Computing Corporation

Always trust software from "Measurement Install Don't Install

Computing Corporation”.

[ You should only install driver software from publishers you trust. How can | decide which device software
is safe to install?

Depending on the operating system, the new driver dialog may be shown. Place a tick in the
'Always trust software from "Measurement Computing Corporation" and 'Install’ the device
software.

© TgK Scientific Limited, 2018 14



Installing Kinetic Studio

Data Acquisition Card

The next option is to install the high speed data acquisition drivers. If no hardware is present
select 'Skip this step'.

For systems made before 2014 select 'Install DT3010 Acquisition Drivers'. For systems made in
2014 or later select ' Install National Instruments DAQmx Drivers'.

Press 'Next' to continue.

"= Kinetic Studio - InstallAware Wizard — b

Driver Installation

Flease select if you would like to install the data acquisition card
drivers:

() Install DT3010 Acquisition Drivers
(") Install National Instruments DAQmx Drivers

(@) skip this step

To continue, dick Mext,

| < Back II Mext = | Cancel

Depending on the operating system and the driver selected, the new driver dialog may be shown.
Place a tick in the 'Always trust software from "data translation" and 'Install' the device software.
On a 64bit version of Windows, both the 32bit and 64bit drivers need to be installed so the dialog
may appear twice.

© TgK Scientific Limited, 2018 15



Installing Kinetic Studio

Post Driver Installation

The installation is nearly ready.

P Kinetic Studio - InstallAware Wizard — X

& Completing the InstallAware Wizard for Kinetic
2 studio

You have successfully completed the InstallAware Wizard for
Kinetic Studio.

To dose this wizard, dick Finish.

< Back Cancel

Click 'Finish' to complete to installation.

The installer will display the following message if drivers have been installed.

1 Kinetic Studio - InstallAware Wizard b4

|, Kinetic Studio Setup
Your computer needs to be restarted to complete driver installation.
After Reboot:
Step 1: Once rebooted, the computer will inform you it has located new
hardware. Please continue through the New Hardware Dialogs to
autornatically complete the installation of the drivers,
Step 2 If the Counter Timer drivers have been installed, please go to the
Start Menu programs and launch Instacal. This will find the counter timer
card and complete its installation. You should then be able to run Kinetic

Studio,

Please save your work in all running programs and click OK to restart your
computer, Setup will resume once your computer restarts.

If you click CAMCEL, setup will exit. Please remember to reboot the
computer to complete the installation.

Cancel

Please read the message and make sure all open work is closed. Then click the [OK] button. This
will reboot the computer.

When the computer has rebooted, new hardware may be found by the operating system
(depends which version of Windows).

© TgK Scientific Limited, 2018 16



Installing Kinetic Studio

The drivers have been installed by the Kinetic Studio installer so Windows will find them
automatically on the hard disk.

Initialising the Counter Timer Card Ready for Use

If the counter timer card has been installed please run the Instacal program which will have been
automatically installed.

Instacal initialises the Counter Timer card ready for use. The program can be found in the Start
Menu under Measurement Computing. Once started, Instacal should automatically find the card.
It will then display a summary, after which Instacal can be closed. The computer is ready to run
Kinetic Studio.

Upgrading Kinetic Studio

If an new version of the Kinetic Studio Installer is run while an old version of Kinetic Studio is
installed on the PC, the old version will be uninstalled before the new version is installed.

Once the uninstall is complete follow the instructions for Installing Kinetic Studio on page 10.

© TgK Scientific Limited, 2018 17



Installing Kinetic Studio

Starting Kinetic Studio
Launch Kinetic Studio from the icon on the desktop or the program icon in the Start Menu.

During software installation, a shortcut to a folder named 'SF Data’ is created
E which is located in the 'My Documents' folder by default. The location of this file

Enginesrs can be changed within Kinetic Studio.
Toolkit

To perform hardware troubleshooting, double-click the 'Engineers Toolkit' icon.

et Studio Other shortcuts will have be created for other modes if selected during installation.

SF Daka

On launching the software, the main Kinetic Studio start-up screen will be displayed. This will
display the initialisation steps (depending on the version of Kinetic Studio)

TeK Scientific
‘ g -

Kinelic Studio’

Copyright © TgK Scientific Limited 2017
Kinetics solutions for solution kinetics

N}

Status: /---' E

Initialising...

ic Studio : Version: 5.03

ram is protected by copyright law
reprod uction or distribution of this program,
may It in severe civil and criminal penaltles

‘Warning: This
treaties.

If Kinetic Studio is unable to verify the equipment is present or there is a communications
problem, it will default to emulation mode. Emulation mode will allow the software to be used for
data analysis.

© TgK Scientific Limited, 2018 18



Kinetic Studio Overview

Kinetic Studio Overview

Introduction

When Kinetic Studio has fully loaded, a screen similar to the following will be displayed:

% Kinetic Studio

- ] X
tile  Acquire \W/iew Tools Graph
7 A BEMonitor [R5 [4] 2
Lo i Legend « | Chart -
o -
A A% =) (DS0) : KineticStucio ked
Thumbriais = ) 9Trace(s) b 4035 ¢ -- Welcome to Kinetic Studio —-
e —Trace 1
—Trace 2
—Trace 3 a5
—Trace 4 !
Trace 5
—Trace & 3
Trace 7
—Trace 8 2.5
—Trace 9
2
1.5
1 B
0.5
1]
0 0.1 0.2 0.3 0.4 0.5 0.6 0.7 0.8 0.9
< > 27/06/2018 16:00:13
20 view 30 View
Output £
Time Message N
23 16:00:16 Searching for hardware control devices. ..
24 16:00:16 Looking for counter timer hardware. ..
38 16:00:16 Counter timer hardware: Mot Present
41 16:00:16 AJD card: Not Present
42 16:00: 16 Counter Timer modules not found, enabling system emulation
44 16:00: 16 Initialising devices... v
Version: 5.03 || Working folder: C:\Users\JackCrozier\Documents\SFData| & & & & @ Emulation: A/D DX2 System 0.0C y
4

The red circle is highlighting the 'New Document' icon . and the 'Acquire’ menu.

The 'New Document' icon will display the control panel. The control panel can also be opened
from the 'Acquire' menu or by pressing 'F8'.

The control panel that appears will depend on the installed option or options and modes of
operation available for the available system. The following shows the most common examples:

© TgK Scientific Limited, 2018 19



Kinetic Studio Overview

KinetAsyst Stopped-Flow Photomultiplier Control Panel

Photemultiplier Control Panel

Detectors  Options  Motes
Set Up Shot Parameters
‘L Spectrometer Run Time : s h. Single Shot
Single Scan
Start End ER  Monitor
b D= @0 J[@ ]
@ Seguence
[ ] Convert &bsorbance
] Auto Save File Name |data File Number |1 =
SK| | 49152Hz || Pts: 512 || Pre: 0% || 49152/48 Samples | | tc R=0.3 M=0.3
Conductivity (Stopped-flow) Control Panel
Conductivity Control Panel
Shot Parameters and Setup
_ R [l Single Shot
Data Points Run Time  { 3 Shat §
uence
|5-12 w | [ ] Logerithmic timebaze =
Mumber of shots:
Owversamples Age Time $ 1 : .
[48 v e
o : _ ries Average
| Pretrigger | Reset Drives
o w
25 Hardware Delay between shots (s):
&0 -
Data Set File Mame Cptions
[ ] Enable shot delay
File Name File Number [] Convert to conductivity
|data 1 = Set Conductivity Parameters
[] Auto-save enabled Set Mates EY  Monitor

© TgK Scientific Limited, 2018 20



Kinetic Studio Overview

T-Jump Control Panel

Photomultiplier Contrel Panel - Ternperature Jurnp

Set Up
]LSpect‘mheter

28 Hardware
h_ Data

@ Seguence
[ ] Convert &bsorbance

[] Auto Save

Detectors  Options  Motes

Shot Parameters

] CH—
vovrgt 50

Start End

20 | | o

[ ] Manual Jumps

File Name |data |

|sx| |24576Hz || Pts: 512 || Pre: 0% || 24576748 Samples | |tc M=0.3 |

l._  Single Shot
_‘L Single Scan

EXd  Monitor

File Number

© TgK Scientific Limited, 2018
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Kinetic Studio Overview

The Workspace

An example workspace is shown below:
e s ; o
= & — ——_, Notes Panel

]aued jleuquiny

UO0I329]aS dJel|

Chart Area

Output Window

Counter Timer: Neot Fownd
Diata Acguisstion: Mot Found
Sesterm Presence: Failed
Sestern Commaunication: Failed
Sestern Indfialised: Ermor

) emetal

-

r
. o

* L Emulation: AID DG System

Acquisition Progress

If there is a problem at start-up, red indicators at the
bottom of the screen will be visible. Hover the mouse
over the indicators to provide additional information.

Please Note: In 'Conductivity' mode, certain of these
indicators will be red since the instrument is not being
controlled.

B Kinetic Studio features a real-time progress dialog for

5

Acquisition in progress

|
Pre-Trigger Samples:0 | Post-Trigger Samples:512 | Run time:20s | 500 nm

longer run times.

Where using photomultiplier detection, linear time
base, shots over ten seconds automatically enable the
real-time display.

© TgK Scientific Limited, 2018
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Kinetic Studio Overview

Navigating Kinetic Studio

Zoom

To zoom in on a Chart, press the left mouse button at the top left hand corner of the area to zoom
in on and maintaining the mouse button pressed, drag out the rectangle to the bottom right-hand
corner of the zoom area. Release the mouse button and the Chart will redraw the area selected.

To undo the zoom, press the left mouse button anywhere on the Chart area and drag up and left
with the mouse button depressed. Release the button and the Chart will redraw to the originally
defined Chart area. Alternatively use the context menu to select the 'Autoscale All..." option.

Scroll

To scroll a Chart across, press the right mouse button and maintaining the mouse button pressed,
drag the mouse in the desired direction to scroll the Chart. After releasing the mouse button the
Chart will remain at the new location.

To undo the scroll, press the left mouse button anywhere on the Chart area and drag up and left
with the mouse button depressed. Release the button and the Chart will redraw to the originally
defined Chart area.

Identify a Trace

There are two ways to identify a given trace. A known trace can be selected from the legend
which will highlight it in the graph area. Alternatively use the mouse pointer and then press the
middle mouse button whilst hovering over the unknown trace. This will both temporarily
highlight it and select the trace within the legend panel.

Extract Trace Under Mouse

To extract a trace quickly and easily from the chart view, move the mouse cursor over the trace
and then using the context menu (right mouse button), select 'Extract Nearest Trace...'.

Available Chart Context Menu Features

There are a number of facilities available via the chart context menu (right mouse button).
Most of these features are self-explanatory. Here is a quick summary of some of the key items:
Autoscale All

Reset the zoom to normal ensuring all of the data is visible on both the X and Y axis.

Fix X-Axis

This will prevent the X-Axis from changing. This applies to both new shots and viewing existing
data. When enabled it will fix the X-Axis to the current settings.

© TgK Scientific Limited, 2018 23



Kinetic Studio Overview

Fix Y-AXxis

This will prevent the Y-Axis from changing. This applies to both new shots and viewing existing
data. When enabled it will fix the Y-Axis to the current settings.

Sticky Cursor

Enabling this option will display a large cross-hair in the same colour as the currently selected
trace. When enabling the option it will use the nearest trace to the mouse cursor. The trace will
also be identified in the status bar at the bottom of the screen.

To move between traces, use the keyboard cursor up and down keys. This will scroll through the
traces.

i T
& i e
i —
| —
R . I —
i
1
2 i
1
3 i
’ :
a8 '"'“'“'“"“"““"""“""T o Sl R Nkt
1
i
& i
s ’ 8] Autoscale All.
- |
' Autoscale X
2 1
: Autoscale Y
2 i
! Frx X-foas
1
& : Fix ¥ -fxis
& i |
Stichoy Cur .
. ! E sy Cusrsor |-
T 1 Find Mearest Trace
2 i Deselect Mearest Trace—.
1 i Extract Mearest Trace—. o™
i
8 - et Remewe Nesrest Trace..
L
5 - — i Remcwe Trace and Update Average...
—" ' & -
i - R werage Selected Traces...
-l R
o f e
e ! b Print Preview
a o1 0.2 0.2 | g Pont 0.6
Add Annotation
11:159:38 Wz 026471 W: 28501 | Trace & i
|
|:\E Propesties...

Find Nearest Trace

The nearest trace to the mouse cursor will be identified and highlighted.

Extract Nearest Trace

The nearest trace to the mouse cursor will be identified and extracted into a new dataset.
Add Annotation

An annotation can be added to the current cursor position.

© TgK Scientific Limited, 2018 24



Kinetic Studio Overview

Properties
The properties option will display the graph options.
Graph Options

% Graph Options — O ot

Data  Show/Hide Title Axiz Titles  Axes  Grd Lines  Misc

| Solid +| Line Style
Trace 2
Trace 3 |
Trace 4

Trace 5 ]
Trace § |1 v| Line \w/fidth

Trace 7
Trace 8

Trace 9 (@) Show Data as Lines
() Show Data as Points

e | Line Colour

[] Show Markers on Lines
[] High Quality Anti-Aliasing (slower)

Cancel Foly

There are a number of graph options that allow the chart view to be customised. This includes
trace colours, line width, graph title, axis titles and more.

The main options panel allows the trace to be displayed as a line, as points, or a combination of
the two by enabling lines and markers.

If a higher quality view of the display is required, the high quality anti-aliasing option can be
enabled. Please note that this will slow down the chart display - particularly with large datasets
such as CCD data.
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Kinetic Studio Overview

How Data is Displayed

All data held in memory when initially created, whether it be from an acquisition, or loaded from
disc, is given a small representation situated in the left portion of the Kinetic Studio window. This
small window is called a thumbnail, and is an integral part of the software for the display and
manipulation of data.

ﬁ Taking a closer look at a thumbnail, it can be seen that it
e comprises of three elements.

The top title section provides information such as:

ATAFILE_[8]
(Ds274) *

(DS274): dataset number. (Ds274) =
*: Indicates the dataset is currently unsaved. f
- Additionally if the dataset has been fitted, this will be
== indicated in the title.

ﬁE
o
2 e
i

1

|

The graph represents the first few traces within a dataset.

The text at the bottom of the dataset is the filename.

(0s278) *

S

The thumbnails can be resized according to the users’ preference.

Pressing the 'Options' button at the top of the thumbnail panel will display the following dialog.

B Options ? X
»
% Thumbnails
» Thumbnail size 100, 100
Thumbnail size
The dimensions of a thumbnail.
Cancl

© TgK Scientific Limited, 2018 26



Kinetic Studio Overview

Selecting a Single Thumbnail

A single thumbnail can be selected by using the mouse. Simply move the cursor over the
thumbnail and click the left mouse button.

ronriyRs DS275 represents and unselected thumbnail.

DS276 is shaded in black representing a selected thumbnail.

DATAFILE _...

Selecting Multiple Thumbnails

Multiple thumbnails can be selected with the mouse. D7)

This is done in one of two ways:

mremipepud e
I

Selecting a group of thumbnails together can be achieved by clicking on
the first thumbnail with the mouse and then click on the last thumbnail in D)
the group whilst holding the 'SHIFT' button on the keyboard.

Selecting individual thumbnails together can be achieved by clicking on
each thumbnail with the left mouse button whilst holding the 'CTRL' key D
down.

L

DATAFILE_[9].KSD

(D5275) =

(D5276) =

(D5277) =
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Displaying a Single Dataset

A single dataset can be displayed by double clicking the thumbnail or by right clicking on a
thumbnail and selecting the option to 'Display’. A single trace, when displayed, will have its
thumbnail turn red, or green if another thumbnail is selected.

(D515) = ‘
A
Display
6324 _ Duplicate
(
Rotate Ctrl+R
Lm Extract
( Rename
Modify DataSet Properties
Remove
(
Sort
Show Properties
(D518) * S
2D View

Overlaying Multiple Datasets
To overlay multiple datasets, firstly please select multiple thumbnails using the method above.

Next, right click on one of the selected thumbnails to display the context menu. From there select
the 'Display' item.
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Data Manipulation — Analysis, Fitting, Management

Data analysis functions can be found in the Tools menu.

Tools | Graph Help
Analysis
Calculator...
Convert

Smooth

Extract

Singular Value Decomposition (SVD

Options

Command

Ctrl+E

R

Ctrl+C

The functions available will depend on the type of dataset.

Calculator

The dataset calculator allows traces or constants to be added, subtracted, multiplied or divided
into a trace. The resulting trace can replace the original, be added to the dataset or added to a
new dataset. More information can be found in Dataset Calculator on page 128.

Absorbance

Concentration

Conductivity

Flucrescence

Percentage

Execute

? X

Before

After

Information

For help using the calculator.
please see the manual or use
the built in help system.

The "# on the form allows you to
subsequently get help on a
specific button or function

[{ Dataset Calculator
File Edit Help
Datasets
7 8 9 + Combine
4 5 6 = Rotate
1 2 3 X Normalise
0 . +i- ! Smooth
Derivative Power
(®) Create New () Append () Overwrite
Equation
Ready

For convenience conversion operations can be quickly accessed via the 'Convert' sub menu.
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Analysis Control Panel

Data analysis functions can be found in the 'Tools' -> 'Analysis' menu, by pressing the key
combination 'Ctrl' + 'F' or by selecting the fitting icon from the toolbar:

Tools | Graph Help

[ Analysis v |[ ControlPanel  ctdsF ||
Calculator... Clear Fit Results  Ctrl+G
Convert 4 Reactlab
Average ReactLab - Quick Export
Smooth
Extract Ctrl+E 52
Rotate Ctrl+R 51
Crop 50
Undo 49
Slice 48
Quick SVD Ctrl+D 47
Singular Value Decomposition (SVD)  Ctrl+Alt+D 46

45

Options 44
Command Ctrl+C 43
il Il 42

The 2D / 3D / Analysis results view can be selected at the lower part of the screen as highlighted

abovein red.

Select Trace

Select the trace to analyse

#-{D512) : 6324_xe_pm_sb_sxshot_5ksd
-- (DS13): 6324 xe_pm_sb_sxshot_Eksd
-- (D514) : 6324_xe_pm_sb_sxshot_7 ksd
- {D515) ;
- {DS16) :
- (D517 -
- {D518) :
- D5 19) :
E-{DS20) :

Bl 1 Trace(s) (x 512 paints)

6324_¥e_PM_SB_tc_series ksd
6324_Xe_Polarization_Glycogen ked
6324_XeHg_F_Mg8HGQ _darkd ksd

6324 XeHg_F_Mg8HGQ_DX_sshot7 ksd
6324_XeHg_F_Mg8HGQ_DX_sshot8ksd
6324 XeHg_F_MgBHQ_DX_sshotB8_avg.ksd

Cancel

After selecting the trace, the Analysis Control Panel will be displayed.

X | Kinetic Studio will ask which trace to fit. This is done by
displaying a summary screen of all datasets in memory.

© TgK Scientific Limited, 2018

30



Kinetic Studio Overview

*

Analysis Control Panel

Trace: |ﬂ\reraged data : [Main]_avg

Analysis Preview and Esiimates [Y=-A emR X +C
Select Trace Equation |v

Name Value Fixed
25.92406
C 52.07197

R 136.82592

r
52

-
-

50 -

all f
a6 [
|
42 /
40
38
36
34
32
30
28

[u} 0.05 0.1 0.15

K 000351570 Defaults 1019961344 | Recalaiate

[] Fix cursor positions for this session

Fit || FitandClose || Close |

Please note: The above is an estimation anly and is not the real fit |

For further information about data fitting, please see Data Fitting on page 137.
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Dataset File Management
How to Change the Current Working Folder

To set the current working folder, i.e. the folder in which all subsequent files will be saved, go to
the 'File' menu and select the 'Set Working Folder' option.

% Kinetic Studio

File | Acquire View Tools Gra
] New
_3]‘ Open

@ SaveAll
Export Fit Results

‘__J Set Working Folder

Copy Graphics
Copy Graphics (Advanced)
Copy Data

Print... Ctrl+P
Recent Files

Exit

This will produce the following window:

Browse For Folder % | Choose the drive and folder to use, and select the "OK’

Set the working folder for file storage Optlon b

This folder will be used whenever the user wishes to load
M This PC “| | or save files and will be remembered when Kinetic Studio

30 Ohbjects .
; Desktop is next launched.

v = Documents

CADClick_Logs
Custermn Office Templates
DYMO Label
Manuals
ReactLab
SFData

; Downloads

J‘ﬂ Music W

Make Mew Folder Cancel
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How to Save Data

To save data items to disk, either use the 'Save' option from the 'File' menu, or use the toolbar
button, which resembles a floppy disk. The status bar at the bottom of the main Kinetic Studio
window will display the progress of the saving process.

To save all the datasets to disk, use the 'Save All' button, the stack of disks, either on the toolbar
or in the 'File' menu.

[ Kinetic Studic

Eile|5cquire View Tools  Graph

d  New E o
5 Open -
a1 Op i" d
& Save $20)
| Save As.., |
@ SaveAll

Export Fit Results
Set Working Folder

N

Copy Graphics
Copy Graphics (Advanced)
Copy Data

Print... Ctrl+P

Recent Files b

Exit

meigh = ]

To save the file with a specific filename or to a specific location, use the 'Save As..." menu item.
This will display a standard save dialog allowing the data to be saved on the local machine,
network or an external drive.
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How to Export Data or Fit Results
Exporting data is very similar to saving a normal dataset.

If fit results are required to be exported, there is a dedicated menu item entitled

'Export Fit Results' within the 'File' menu. The original trace, fitted trace and residuals are all

saved.

Standard datasets can be exported to text files, comma delimited or SPECFIT XYZ files as
standard.

% saveFile <
« v > ThisPC » Documents » SFData v O Search 5FData L
Organize = MNew folder == -

I‘—:j Documents # * Name Date modified Type Size

== home (\\files #
Mo items match your search,

Manuals *

Pictures 4

n

KinetaDrive

Images

Manchester IR p
. Production

SF-NMR

OneDrive - TgK Sc
& g
@ Attachments

3 This PC
w

File name: | 6324_XeHg_F_Mg8HQ_DX_sshot9.ksd W

Save as type: | Kinetic Studio Files (*.ksd) ~

Kinetic Studio Files (*.ksd)
Text Files (*.txt)

~ Hide Folders Comma Delimited Files (*.csv)
Specfit XYZ Files (*.specfit.csv
All Files (")

7 - v

g s

It is important to make sure the correct 'Save as type:' option is selected. Next, enter the
filename and dlick the 'Save' button.
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How to Export to SPECFIT/32

Within Kinetic Studio a dataset can be saved as a number of different types. Convenient support
for comma delimited SPECFIT/32 files has been included within the software.

To Export a dataset ready for SPECFIT/32, go to the 'File' menu and select 'Save As...".

File Acquwe View Tooli Grgh Help

LS5 Wvene 8 GIEE] S

e View ¥ | regend *  Chart =
a5 X 5 DS3): 6324 Ne CCD_PCA SShotZhsd A
= £ 200 Trace(s) (x 1981 ports)
i 6324_Xe_CCD_PCA_SShot2.ksd
—Trace 2 & 8401
] — Trace 3 & 034 95
A —Trace 4 @ 00051
£ — Trace 5 & 8068 90
5 — Trace § @ huitas
F—Tcz 7@ 002 85
= ce8 & 1% 80
&
g .
S 70
A—T o5
A=
B Taceiseo 60
£ —Trace 16 & 0255
=] e 55
=l o 7 Save File
=) . . -
=] A |+ Metwock » fleserver 3 Production » SystemTesting » GESFG328 5 System Testing v & | SearchSystem Testing
%_, ce22gogisr | Organze = Newfolder s .
% fomi . Manuals  # A hame - Dute modiied Type sie
B —Trace 35 @ 0.0408 = Pictures *
£ — Trace 26 8 00425 KnctsDrive #
A —Trace 27 B 00442
2 Trace2s B 00459 Images
] — Trace 29 & 00476 Manchester I p
A — Trace 30 @ 0.0493 .
B Tacdiewst o
=] SF-NMR
@ OneDrive - Tgk Sc
@ Attachments 600 650 700 750
= I This PC
& — Trace 38 @ 00629
] — Trace 39 B 00646 [
Dren Do 1 |
Output - - I *
. ;“5 » '::” Save a5 typee | Spechit XVZ Files [ spechit.cov) =
st : Segllf
2 09000 SavedBataoel 4~ Hide Folders Cancel
§324.XE_ 0D, 5 51 0s0%m Saverd Datasel
T s osomm Saved Datazet: ||eserver Procucton'System Testng GESPE124\5ystem Testng fest L specht.cov
Freate it
v % o specit. .
versions 5.03 | Working older: Ciussmsckcrozaripoamantzisoma = » = = = Emulation: 41D DX2 System e
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Within the dialog change the 'Save as type' to 'Specfit XYZ Files'.

(= SavefFile X
T > Metwork » fileserver 3 Production s System Testing » GESF6324 s System Testing v O Search System Testing o
Organize v New folder =z -
Manuals + N Name . Date modified Type Size
| Pictures *

No items match your search.
KinetaDrive

Images
Manchester IR p
SFData

SF-NMR

@a OneDrive - TgK 5¢
@ Attachments

I This PC

¥ Network

[T o224 Xe CCD PCA SShot2 specfit.cs

Save as type: | Specfit XYZ Files (*.specfit.csv) ~

~ Hide Folders Cancel

Finally set the 'File name' and click 'Save'.

Within SPECFIT/32 there are two ways of loading the file that has just been saved. Both methods
will be outlined below.
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Importing into SPECFIT/32 Method 1

SPECFIT/32 features an import system which can be used to quickly and easily load the data
exported from Kinetic Studio.

To access this system, go to the {Import} menu and select {3D Kinetics Files}. This will
display the following screen:

B Multiscan File Import Control EHE|E|

Irnpart ['ata Source

Drive Selection Search Pattern  Import Converter

| & d [%P] v LSV w|  |ASCHWYZ TRT SPECFIT spreadshests |

Directory Selection File Selection Target File List
datal spechtcey datzl.DAT

e

w4 : zpecfit o

ATl datal_combined. spechit.cav
(23 crystalreportviewers12
(23 Documentz and Settings
(L Files

(27 Intel

[C2 Program Files

(2 Wisual Studio Projects
CaWwWINDOWS

Saource File Target File
Browse Mebwark For Files | |

SVD Procedure SWD Ophion Commarnds

{* Eutemal * Yes ]
poft Setting Irnport Files Exxit
" Internal " Mo

FReady ...

Navigate to the folder containing the exported Kinetic Studio SPECFIT XYZ file using a *.CSV'
search pattern as above. Make sure the Import Converter is set to:

'ASCII-XYZ .TXT SPECFIT spreadsheets'

Press 'Import Files' to begin the import process.
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The following dialog will be displayed:

B Multiscan Kinetics File Information

Sample Preparation

[&]o in Hagk, [M]
Dilution factor, & (2.0

1. 000E +00)

[B]a in flask (W] |0.00

Dilution factar, B (2.0

[Cloin flazk [M] {0.00
Diilution factar, © (1.0

].-’-‘-.u:etu:une LJ

Thermoztat [C] 2500 -
Density 1 [gfml] |0.784400
Density 2 [gfml] |0.801180

[ Apply Denzity Corections

[ Apply Beactant Dilutions

Concentrations

[Bloincel (4]  [1.000E+00

EBloincel ] JO00

Cloincel ] 000
Wavelength Limits

tinimum [rim) W

b &irnLirn (i) W

Import steps 117

Conditions
Cell path length [cm) IW
Cell temperature [C) W
Cell temperature (k. W
Scan Limnits
First time point [zec] W
Last time point [zec] W
Impart steps I'Ii

Timebase Options

[~ Set first time point to zero

I~ Logarithmic compression

Compress file = |2
[

1 2 3
Log zcale [decades)

A

(" D2 Kinetics File:datal ksd [21411/2008 15:23:.05"

-File Save Options

[ Average as known spectum
v Dwer wiite any previous files

[ Use same settings for all files

Commands

] 8 Cancel

Please review the parameters on this form. If Diode Array data is present, check the Wavelength

Limits in the event the data should be windowed / cropped.

© TgK Scientific Limited, 2018

38




Kinetic Studio Overview

Importing into SPECFIT/32 Method 2

Within SPECFIT/32, go to the 'File' menu and select 'Read ASCII File'.

W SPECFIT/32 - [Graph - CHO5_7_TGK.FAC] [S=ET

N Edit View Graphics Text Import Calculate Model Plot Window Help -8 x
Mew Crl+n | - 3D|3H| <X <Z

o | ] 110 20 30|3m] <xl<z] XY
Close

Close Al

Read ASCII File

Wirite ASCII File

Save Ctrs
Save &s ...

Prinker Colors v
Prinker Scaling

Print ... CtrP
Print Previsw
Prink Setup ...

Froperties
Exit
Erase Recent Flles

Ci\Program .. \ChaS_7_tgk.Fac
il \DNbZ000_run12. dat
C\Program Files\, ..\Dnpa.dat

E?IML [Nl el =2

0.200 4 :‘
0.100 4
il

T T T T T T T T
300 350 400 450 500 550 600

Wavelength (nm)

Ready
74 start e i @emeoNOE > [ @ pavid .., B4 vic.. - YiTgks... (0513~ | BF3Mc. ~| ®2Fre.. ~| EJMiros. i recrL. R EWT

W SPECFIT/32 - [Graph - CHO5_7_TGK.FAC] =8

5
D@ & &|f(@| v|r|u|[==|= i A| 2| T [a so[3n] x|z [x]%|

Read File
Lock i |15 Steffan - e@mrE-
\:hDS_?.spE:ﬁt.csv

My Rrecent
Documents

T

Deskiop

EoBeE

My Documents
[
o
= z
g w9
s = My Computer
1%
Z F o ¥~
G < ‘
My Network — File name: chob_7_tgk.specfit csv = Open
& s r b 4 [ o= ]
Files of pe: |85C1 Spreadshest Data [* cov) ~| Cancel
0.200 :‘
—. 0.100 4
0o T T T T T T T T T T T
300 350 400 450 500 550 600 650

Wavelength {(nm)

4 Start e s @emeIOE c | & David... B4 mic.. ~| & Waks... B D51) ... 3Me.. - ©¥zFr.. - E3 Mros.. & FECF. R EEWT 1504

Browse to the exported Kinetic Studio SPECFIT XYZ data file and press 'Open’.
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The data file should now be loaded into SPECFIT/32. The next step typically involves Factor
Analysis. To do this, select the 'Factor Analysis' item from the 'Calculate' menu.

Ml SPECFIT/32 - [Graph - CHO5_7_TGK.DA

I Fle Edt View Graphics Text Import [ANECN Model Flot Window Help -8 x

D‘ﬁ’v|n|@ 9‘-“3‘ B‘I‘ Data Smulation » ﬂ = 1|4 Wgn 3H| <x|<z| [X|%

0.800 — Model-Free EF&
0.700 Series Madel Fit 3
Contral Options ...
0600
0500
(V]
o
c
[}
£ 0400
o
w
e}
<
0.300 4
0.200 4 j
0100 4
0o T T 1 T T T I T T T T
300 350 400 450 500 550 800 BED
Wavelength (nm)
C:\Program Files\SPECFITA\DATAMCHOS 7_TGE.DAT 100 scans » 433 points Original 1-0ct-2007  15:00:31

4 start PrAEs Qs e OB 7 ©owd. [@Bamc. - &y, B . e v L e, & EERT s

u
Dielw @l 4/m(@l sl ===

T S ] o 1158 [20 30[an] <xl<z] (%]

0.800 =
'
M Factor Analysis ]
0.700
SPECFIT Data Souce
Diive Selection Search Fattem Singular Value
0,600 [Se = [oar = Decomposition
Directory Selection File Selection Target File List
=)
0.500 Y SFDATA
@
[E]
c
I}
£ 0.400
[}
w
o
<
0.300
Source File Target File
Brawse Metwork For Files ‘ [
0.200 4 :‘
i SYD Procedure Commands &
& Extemal
0.100 Analyze Current File Andyze File Series Esit Fiom SYD1
 Intemal
00 C:\Program Files\S PECFITADATANCHOS_7_TGK FAC 100 scans » 433 paints Faclored | 11042007
T T T T
300 350 400 450 500 550 00 850
Wavelength (nm)

C:\Program Files\SPECFIT\DATAVCHOS_7_TGK DAT 100 scans » 493 points Orignal | 11-0ct2007 | 150031
(P ———— e Py . - v - [ [ [ v ) .
iy start rrE 4 @O eV a * | @ pavid... | [@amic. - 1 g - D2Fr. - B Mos... izse. - @EE®T 1505

Select 'Analyse Current File'.

Proceed to select Kinetic Fit from under the Model menu item.
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B SPECFIT/32 - [Graph - CHO5_7_TGK.FAC]
TJFile Edit View Graphics Test Import Calculate Model Plob Window Help

0| & & 4@ 87| T[4 | 14| 20 30|30 <x|<z| X3

0,800 A

0.700 4

0.600 M Kinetic Fit EE

i - Initial Condition: - Parameter

0.500 4 Equilibrium Constant 1.0 Rate Constants Std. Deviation  Fiked  Units -
@
g i Time Zero Calibration 7.500E-04 W= ,m o lm r .
[o]
L g i~ Convergence Statisies—————————————— k2= [oo +- [oo I
g Cy Wal 8.366E-07
g | onvergence Value - K3 = ,UU— *f’ IUU— '—

a0 4 Iterations Performed 3 L = ,DD— o lDD— IS

Marquardt Parameter (0.0
- Command:
T3 Total Sum of Squares |2 418E-01 °
Detail i Mo I
Std Deviation OFFic  [2 2156403 ok | ""t | e =
0100
0o T T T T T T I T T T T
300 350 400 450 500 550 500 z20]
Wavelength {(nm)

| C:\Program Files\SPECFITA\DATANCHOS_7_TGK.FAC | 100 seans » 433 points Factoed | 11-0ct2007 | 150633

Bl SPECFIT/32 - [Graph - CHO5_7_TGK.FAC] E@

T File Edit View @raphics Text Import Calculate Model Flob window Help = [close

DeE & & ee 8| 1|2 4% | 1|4 20 30|30 <x|<z| X3
0,260 -
0.200 -
=
€ 0150
k)
s |
| =
o
B 0100
o
L
0.050 -
0o
T T T T T T T T T T T
300 350 400 150 500 550 500 650
Wavelength (nm)
C:\Program Files\SPECFIT\DATAMCHOS 7 _TGE.FAC | 2 scans # 493 points Spectia 11-0ct-2007  15:06:33 G
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Bl SPECFIT/32 - [Graph - CHO5_7_TGK.DAT] [
T File Edit View Graphics Text Import Calculate Model Plob Window Help REE:

[ ol 1] o olan] <xl<z] (x]%]
:

+H~+
451.0 fnm) v
0.0725
0.0675 =10
@ 0.0825
o
c
[o]
2
ﬁ ® o575
a
<

0.0525

BE®E
|
B

0.0475

NA MPAN A
SR S TAATAAAA A,

T
0.080 0110 0.130 0150

0.0425 4

T T T T T
0.010 0.030 0.050 0.070

Time (sec)

C:\Program Files\SPECFITADATANCHOE_7_TGK.DAT 100 seans » 433 points Extract 11-0ct2007 | 15:00:31

14 start LT s @EemolOE @ | & David... B4 vic.. - & iTgks... B D51 ... CEamic.. - ©2Fr. -| E3 Meros... iz, - & EE®R" 1509

For additional help with SPECFIT/32 please consult the SPECFIT manual.
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ReactLab

ReactlLab

adding

to chemical process

analysis

Multivariate Analysis and Reaction Modeling of
Chemical Processes from Jplus Consulting.

Web site: www.jplusconsulting.com/

The ReactLab family of products currently comprise
two software applications for the modeling and
analysis of multivariate spectrophotometric chemical
process data. These Windows applications enable
the global fitting of such data to chemical reaction
schemes in order to establish and quantitatively
analyse the underlying reaction mechanism yielding
all the reaction rate constants and equilibrium
constants as well as the concentration profiles and
spectra of all intermediate species.

Convenient support for export to ReacLab™
KINETICS software has been included within the
software.
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Exporting from Kinetic Studio into ReactLab

With the dataset to be exported open, select the 'Tools' menu from the top of the screen. Next

choose 'Analysis'->'ReactLab’.

This will open the 'ReactLab Export' window. If ReactLab has previously been configured, the
'ReactLab - Quick Export' facility can be used to speed up the export process of multiple

datasets.

6324_Xe_CCD_PCA_SShot2.ksd

350 400 450 500 600 650 700

%0
Wavelength / nm

W Reactlab Export d

Settings  Teols

Dataset Details

Dataset: 6324_X¥e CCD_PCA_SShotZ ksd, ID: 12
Filename: 6324_¥e_CCD_PCA_S5Shot2 ksd
Traces: 200

2| |Points: 256200

] {Size:zaﬁﬂ'ﬁﬂﬂ

Flease Note:

The ReactLab spreadsheet must be opened specffically by Reactlab. Please close all spreadsheets or
instances of Excel before using ReactLab.

For convenience, the exported filename and path is copied to the clipboard and can be pasted into
ReactLab when loading the data.

‘ ReactLab File Path Verified o ‘ @ Lsunch Reactlab

|C:\F‘rograrn Files (x86)\Jplus Consulting’\ReactLab KINETICS"ReactLab_KINETICS exe |

‘ Reactlab Template Verified v’ ‘

|C:\Users\ Username “DocumentsReactLab"Excel Kinetics Examples’wlsx’\Tgk_KS5_React Lab_Ten|

Cancel Export Export and Preview Export and Launch Reactlab
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The first time the export to ReactLab facility is used, it must be configured with the appropriate
paths. This tells Kinetic Studio where the ReactLab program resides and which ReactLab template
should be used for data export.

To change the paths, either select the appropriate menu item from the 'Settings' menu or press
the file path and template verification buttons. This will present a file browser dialog to locate

either the ReactLab executable and / or the ReactLab Excel template that should be used for data
export.

Prior to exporting the data, the dataset can be cropped if necessary using the 'Crop’ option under
"Tools'.

b Crop

Cropping Utility

Start \Wavelength/nm  |309.0 5

End ‘Wavelength /nm  [BB76 |35

Cancel Crop

Once the dataset is ready for export, simply press one of the [Export] buttons.

The data will be exported into the Excel ReactLab template and saved to a new location chosen via
a standard Save File dialog.

For convenience the filepath is copied to the Windows Clipboard for quick pasting into the
ReactLab open file facility.

Tip: Pressing the key combination CTRL-V simultaneously will paste items from the clipboard.
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How to Load a Dataset

Opening data items can be achieved by either using the 'Open..." option from the 'File' menu, or
by using the toolbar button. This will produce the following dialog:

% Open File *
N » ThisPC » 0O5(C) » Users » JackCrozier » Documents » SFData v Search SFData 2
Organize + MNew folder = M @
‘ Downloads ~ MName Date modified Type Size ~
& Documents [Z 6324_Xe_CCD_83s_SShot1.ksd 05/04/2018 14:21 Kinetic Studio dat... 1,374 KB
= home (\\files [% 6324_Xe_CCD_array_ref.ksd /2018 14:13 Kinetic Studio dat... 5TKB
Manuals [ 6324 Xe_ CCD_Blank.ksd 0472018 14:13 Kinetic Studic dat... 1,381 KB
| Pictures [% 6324_Xe_CCD_log_SShot1.ksd 4/2018 14:22 Kinetic Studic dat...
KinetaDrive fa 6324 Xe_CCD_log_5Shot2 ksd /042018 14:22 Kinetic Studio dat...
& 6324 ¥e CCD_log_SShot3.ksd 05/04/2018 14:22 Kinetic Studio dat...

Images
[% 6324 Xe CCD_PCA_DX_SShotd.ksd 06/04,/2018 11:57 Kinetic Studio dat... 6,123 KB
Manchester IR p S

[% 6324_Xe_CCD_PCA_DX_SShotd_354nmsli... 0472018 11: Kinetic Studic dat... 14KB
SFData [% 6324 Xe_CCD_PCA_SShot2.ksd Kinetic Studio dat.. 6,133 KB
5F-NMR [Z 6324_Xe_CCD_PCA_SShot2_334nmslice fi.. Kinetic Studio dat... 10KB
& OneDrive - TgK Sc [; 6324 _xe ccd_ref ksd Kinetic Studio dat... 57 KB
[ 6324 Xe_CCD_S55can.ksd Kinetic Studio dat... 28 KB
@ Attachments — o . ;
[ 6324 xe_ccd_sscan_d.ksd Kinetic Studio dat... 32KB
= This PC [ 6324 xe_ccd_sscan_5.ksd Kinetic Studic dat... 32 KB
[ 6324 _xe_ccd_sscan_6.ksd Kinetic Studio dat... 32KB
& Network ¥ T A294 ¥e £ SShetd bed Kinatic Shurin dat 1370 KR e
File name: | 6324 _Xe CCD_PCA_DX_SShotd.ksd w~ | Kinetic Studio (*.ksd) ~

This will initially display the current working folder. Navigate to the drive and folder where the
data is located, and select one or more files from the list.
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How to Import Data
Importing data is very similar to loading a standard dataset. ,

Kinetic Studio can import text files, comma delimited files and older KinetAsyst files.
z

['= OpenFile x

4 » ThisPC » OS(C:) » Users » JackCrozier » Documents > SFData v O Search SFData p

Organize » Mew folder =~ ™ @
& Downloads # * Mame ’ Date modified Type Size
| Documents @) 6324_XeHg_F_MgBHQ_DX_sshotS.cov 30/05/2018 09:00 Microcoft Excel C
= home (\\files @) 6324_XeHg_F_Mg8HQ_DX_sshotd_copy_[..  30/05/2018 0%:0 Microscft Excel C.. 10 KB
/‘I Manuals
&= Pictures
KinetaDrive
Images
Manchester IR p
SFData
SF-NMR

& OneDrive - TgK Sc

@ Attachments

3 This PC

¥ Network w

]

File name: | C:\Users\JackCrozier\Documents\SFData\6324_XeHg_F_Mg3HQ_DX_sshot3.csv | |ASCH (*bet;* dat*.csv) o

Binary (*.bin)

KinetAsyst (~.d"" ref.".decd:".dav)
Kinetic Studio (".ksd)

ReactLab (*.react)

SpecfitText (*.specfit.csv)
Thermo (%)

Varian (*.csv;".var)

Al Files (*.%)

Choose 'Open’, as above. Change the 'Files of type:' drop down list to the file type of choice
and select a file or files from the files list.

Once data has been selected, the Data Types dialog appears. Choose the relevant Signal and Axis
Types and press 'OK'.

Data Types b
Transmission ~ | Signal Type
Mone ~ | Signal Modifier
Time w | Xlxis Type
Raw ~ | Y Lxis Type
Wavelength w | 2 Axis Type

Concentration Factor
Path Length / cm

[] Signal Proportional to Concentration

Save a5 Defaults

If Kinetic Studio successfully imports the data, it will appear within the thumbnail panel and
automatically display the data in the main graph view.
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Stopped-Flow; Initial Setup and Getting Started

Stopped-Flow; Initial Setup and Getting
Started

Before beginning to collect data, it is necessary (as with any spectrophotometer), to set up the
optical signals so that the analogue signals fit within the operating range of the A/D converter and
so that measured signals can be interpreted (where appropriate), in absorbance units.

These guidelines to setting up for optical measurements can generally be applied across the range
of techniques supported by Kinetic Studio (i.e. Single and Double Mixing Stopped-flow,
Temperature-Jump).
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Photomultiplier
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How to perform a Scan Blank (Absorbance)

This mode allows users to set up for absorbance measurements to be taken over a range of
wavelengths and are thus able to acquire kinetic data at different wavelengths and/or acquire
single scans to characterise reagent spectral information.

When the system is configured for absorbance measurements, before acquiring new data it is first
necessary to align and focus the optics, set the correct photomultiplier voltage and scan a blank.
Scanning a blank involves the monochromator scanning a wavelength span acquiring 100%
(maximum incident light) and 0% (dark condition) transmission reference levels.

Before performing this operation, ensure that the optical cell contains pure water or a buffer
solution.

To perform an auto-setup scan blank, perform the following steps:

Press the 'Spectrometer’ button to enter the manual setup mode.
This will display the 'Photomultiplier Setup Wizard'.

Photomultiplier Setup Wizard *

Welcome

Welcome to the Photomultiplier Setup Wizard

This wizard helps you set up your system for data acquisition

To continue, click Mext

Mext = Cancel

Next the dialogue will offer choice of a scanned set up and a manual set up. The former invokes
the use of a scanned blank over a user selected wavelength range, the latter provides for users
content to set up at just a single wavelength.

A scanned blank is appropriate for absorption studies only; the manual set up can be used for
absorption and fluorescence.
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Photomultiplier Setup Wizard X
Task

Select Task

\what do you want to do?

(® Set up and scan a blank
(O Manual setup and references
Scan a blank only

< Back Mext = Cancel

Here, we will begin with selecting the 'Set up and scan a blank’ to begin the wizard driven
setup. The 'Lamp Settings' panel enables the user to select the lamp currently within the
system. This in turn automatically fills the wizard with typical wavelength ranges, optimisation
and alignment wavelengths for the blank.

Photomultiplier Setup Wizard *
Lamp

Lamp Settings

What type of lamp are you using?

(®) ¥enon lamp
() Tungsten halogen lamp
() Deuterium lamp

what 1= the wavelength range for your lamp?
200 = to |350 = nm Set Defaults

* -

what wavelengths should be used for optimisation?

Optical Alignment 380 = nm Set Defaults
PM Voltage 463 = nm
< Back Mext = Cancel

The first step is to select the lamp currently fitted to the system.

If the typical values for the wavelength range are not suitable or require adjustment, please edit
the desired start and end wavelength spans for the lamp.
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To ensure optimal distribution of the signal over the scan blank wavelength span, the user should
optimise the optics at one wavelength, and then maximise the PM volts at another wavelength.
This is especially critical when using a wide wavelength span.

To restore the default values for a particular lamp use the 'Set Defaults' link.

It is often convenient to set the lamp optimisation wavelength to suit the wavelength range where
absorbance changes are to be studied.

The edit field labelled 'PM Volts' is the wavelength where the PM volts are maximised; this
ensures that the maximum signal span is achieved under normal circumstances. With the Xenon
and QTH lamps, this is set at 480 nm as this is where the system exhibits a maximum signal.

Once the lamp and wavelength ranges have been set, please press the 'Next' button to proceed
with the first stage of optimisation.

Photemultiplier Setup Wizard ke

Optical Alignment

Optical Alignment

Initially adjust the PM VOLTS to give a reading of about 50 % in the monitor
window. This allows for any positive or negative change when adjusting the optics

Start the optical alignment at the lamp, finishing with the focusing attachment at the
exit slit of the _monochromator. Refer to the User Guide for details of the
alignment procedure.

Readjust the PM WOLTS if the signal saturates.

< Back Mext = Cancel

100 —

B0 -

}O\ -

60—

g ]

o 404

Q

= d

=

204
- [

e Y .

M Stop [] Show Advanced Settings Close

As the 'Optical Alignment' page appears the monochromator will move to the specified ‘Optical
Alignment’ wavelength as specified on the previous page of the wizard.
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To perform the optimisation, open the PM-61s photomultiplier shutters and adjust the PM Volts
for the main channel (green trace), the reference channel (red trace) and, if applicable, the
auxiliary channel (grey trace), increasing the signal at the Live Display to about 50. This is simply
used as a mid-point to allow for positive and negative shifts when the optics are adjusted.

Follow the procedure for optimising the optical components as described in the Section 4 of the
SF-61DX2 User Manual. In brief, adjust the lamp position and its alignment. It may be necessary
to adjust the PM volts for the particular channel should the signal saturate.

After finishing the optimisations, return the signal level back to 50 on the Live Display, this is
simply used as a relative indication of signal level when moving to the next wavelength.
Photemultiplier Setup Wizard ke
PM Adjustment .

Photomultiplier Voltage Adjustment

Adjust the PM WOLTS for the relevant channels to increase the signal level.
Femember to take into account the previous signal level; this minimises the
possibility of signal saturation at particular wavelengths.

‘when you have set the voltages. lock the adjustments on the CLU-61.

< Back Next = Cancel

As the 'Photomultiplier Voltage Adjustment' page appears, the monochromator will move
to the adjustment wavelength as specified previously.

Increase the PM Volts for the relevant channels, so setting the signal level(s) to about 80% full
scale. You must ensure that the signal does not saturate, i.e. go above 100% full scale.

As a quick check it is worthwhile clicking the '< Back' button to ensure the signals are not
saturated at the previous wavelength where the optical optimisation was performed. If they are
saturated, go to the next page and lower the PM Volts for the relevant channels.

This concludes the optimisation process. Clicking the 'Next>" button will present the 'Scan
Blank' page.
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Scanning the Blank
Photomultiplier Setup Wizard >
Scan Blank

Scan Blank

You must now acguire the 0% and 100% transmission levels.

which gain setting method would you like to use?
(®) Unity gain

Auto gain

< Back Mext = Cancel

The scan blank process is fully automated.
The process will begin with a full monochromator re-calibration.

The scan blank process consists of scanning a baseline with no light (0%) and with the filter
wheel open (100%). Whilst traversing through the wavelength range, the system will
automatically insert appropriate filters.

After both the 0% and 100% scans have completed, the system will acquire static baseline
references and present the 'Set Up Completed' panel.

Photomultiplier Setup Wizard H
Finished

Set Up Completed

The system iz now set up and ready for data acquisition

< Back Finish Cancel

The system is now ready for use.
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An example of a scan blank collected with the xenon lamp:

Voltage / v

Reference Data

350

400

450 500 550 600 650 700
Wavelength / nm

Here are a couple of additional example reference data sets:
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5435_sbng_ref.ksd

Voltage / V¥

250 300 350 400 450 500 550 600 650
Wavelength / nm

5309_PMQTHIamp_ref.ksd
5.5

4.5

3.5

2.5

Voltage / V¥

1.5

0.5

300 400 500 600 700 800
Wavelength / nm
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How to set the Reference / Signal Levels at a Single Wavelength

This mode allows users to set up for absorbance or fluorescence measurements at a single
wavelength. Typically this would represent setting the excitation wavelength for fluorescence
mode and a simple single wavelength mode for absorbance studies.

Press the 'Spectrometer’ button to enter the manual setup mode. This will display the
'Photomultiplier Setup Wizard'.

Photomultiplier Setup Wizard X

Welcome

Welcome to the Photomultiplier Setup Wizard

This wizard helps you set up your system for data acquisition

To continue, click Next

Next = Cancel

Photomultiplier Setup Wizard X
Task

Select Task
‘what do you want to do?
(O) Set up and scan a blank

(®) Manual setup and references
Scan a blank only

< Back Next = Cancel

Select the 'Manual setup and references' to begin a manual setup.
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Photomultiplier Setup Wizard x|
° Manual Setup :

Reference Levels

Wwavelength nm Set \Wavelenath 1 s
0% 100% | P
ar 7 7 :
Auxiliary & 475 & o
o
P s g
Read 0% Read All
[
[[] Use emulated reference scan blank Manitor - Ref - Main - L "‘l DA ‘
< Back Hext > Cancel B Stop [] Show Advanced Settings Close

The manual setup panel will be visible along with the live display. This allows the user to change
wavelength and read signals for both 0% and 100% for each channel.

When used for absorbance measurements, 100% (maximum incident light) and 0% (dark
condition) transmission reference levels are required to be recorded for a single wavelength.
When used for fluorescence measurements, this single wavelength is the excitation wavelength
and although reference levels can be acquired, normally the Live Display is used simply to
maximise the fluorescence signal by optimising the optics and maximising the PM Volts at this
wavelength.

Simply exiting the setup dialog by pressing 'Next' and 'Finish' enables data collection at the set
wavelengths. Often fluorescence measurements are made without any set references.

Photomultiplier Setup Wizard X
¢ Finished

Set Up Completed

The system is now set up and ready for data acquisition

< Back Finish Cancel
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General usage instructions for manual setup

1.

Enter the monochromator wavelength into the 'Wavelength' box. This is then set and
recorded for each subsequent shot.

Note: Ensure the correct optical filters are in place if required (eg fluorescence emission).

2. The Monitor or live display accompanies the manual setup dialog in order to view the

signal levels for each of the enabled detector channels.

Manual Setup for Absorbance

1.

Ensure the flow circuit and in particular the observation cell is flushed and as such contains
water or buffer solution.

Optimise the optics for maximum signal.

Increase the PM Voltage for the relevant channels until the signal trace approaches 80%
span. Remember for older instruments, an increase in light intensity manifests itself as a
decrease in signal level. Note that the Main and Reference Channels must be set.

Collect the 0% reference data by either pressing the button(s) next to each channel in the
0% column or enter them numerically, or press the 'Read 0%"' link to collect for both
channels. Remember to shutter the light manually for 0% reference levels.- only older
stuff.

Collect the 100% reference data by either pressing the button(s) next to each channel in
the 100% column or enter them numerically, or press the 'Read 100%' link to collect for
both channels. Remember to open the shutter to light manually for 100% reference levels.

Note: As mentioned older instruments may have inverted voltage levels displaying a high
reading for 0% and a low reading for 100%.

Once the values have been read, press the 'Next' button to complete the manual reference
wizard. Then click 'Finish' to return to the main control panel.
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Photomultiplier Setup Wizard X
+ Finished

* Set Up Completed

The system is now set up and ready for data acquisition

< Back Finish Cancel

Manual Setup for Fluorescence

The user will need to have prior knowledge of the expected fluorescence change, whether it is
increasing or decreasing with time.

If the fluorescence is increasing

1.

Load both reagents into the Sample Handling Unit and mix by doing a few shots. After an
appropriate time, the contents of the optical cell will now give a fluorescent signal
comparable with the maximum fluorescence at the end of the reaction.

With the appropriate filter(s) fitted to the photomultiplier(s), open the shutter(s) and apply
PM Volts until the signal level responds.

. Optimise the optics for maximum signal. The user should note a few points here: the

fluorescence may decrease due to photo bleaching — replenishing the cell contents
periodically will offset this problem, however, the timescale of the bleaching process is
probably an unknown factor here. Secondly, the excitation wavelength can be adjusted to
find maximum response, especially when using line sources such as mercury lamps.

Increase the PM Volts to set the signal level close to an 80% span. Remember for older
instruments, an increase in light intensity manifests itself as a decrease in signal level.
Note: Reference channel must be set — usually in Single Beam mode for fluorescence and
will appear at just above 80%.

If desired, the user can record the fluorescence reaction 0% and 100% levels, by first
selecting the 'Read 0%’ button and recording the 0% level, remembering to shutter the
light and then selecting the 'Read 100%' button and recording the 100% level ensuring
any light shuttering used is open.
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If required, the dialog can be closed to enable data acquisition by selecting the 'Next' and then
'Finish' buttons to exit.

If the fluorescence is decreasing

1.

Load the fluorescent reagent into the Sample Handling Unit and mix it with buffer by doing
a few shots. The contents of the optical cell will now give a fluorescent signal comparable
with the initial fluorescence of the reaction.

With the appropriate filter(s) fitted to the photomultiplier(s), open the shutter(s) and apply
PM Volts until the signal level responds.

Optimise the optics for maximum signal. The user should note a few points here: the
fluorescence might well decrease due to photo bleaching — replenishing the cell contents
periodically will offset this problem, however, the timescale of the bleaching process is
probably an unknown factor here. Secondly, the excitation wavelength can be adjusted to
find maximum response, especially when using line sources such as mercury lamps.

Increase the PM Volts to set the signal level close to an 80% span. Remember for older
instruments, an increase in light intensity manifests itself as a decrease in signal level.

If desired, the user can record the fluorescence reaction 0% and 100% levels, by first
selecting the 'Read 0% ' button and recording the 0% level, remembering to shutter the
light and then selecting the 'Read 100%' button and recording the 100% level ensuring
any light shuttering used is open.

If required, the dialog can be closed to enable data acquisition by selecting the 'Next' and then
'Finish’ buttons to exit.
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Fluorescence Excitation Scanning

Kinetic Studio should be started in fluorescence |+ Fiscenning Properties X
scanning mode. Normally this is done by Securty Detsis Previous Versons
clicking on the 'Fluorescence Scanning' icon = o e
installed along side the standard Kinetic Studio | 'a®' s
icons. If this is not visible, please either re- Target type:  Applcation
install Kinetic Studio placing a tick in the Targetlocation: Kinetic Studio
'Fluorescence Scanning' option or manually Toseti  [Kinetic SudoKinetioSudo exe” FLSCANNING]
create an additional icon and add a command ot | |
line entry of /flscanning. Shottcut key: [None |
Bun: Nomal window V
Comment: |Start in Fl Scanning Mode |
Open File Location Change lcon... Advanced...
Cancel Aoply

When enabled, the control panel will indicate it's running in 'Fluorescence Scanning' mode.

Photomultiplier Control Panel - Fluorescence Scanning @
Detectors  Options  Motes
Set Up Shot Parameters
’ﬂ Spectrometer ] RunTime 2 1 = “L_ Single Shot ]
32 Hardvare ] Wavelength * 500 o A\ SingleScan |
Start End "I:
|l D=t | 200 80  om X Abort
’@ Sequence ]
’EI Manitor ]
[ Auto Save File Name data File Number |7 =
SX| [49151Hz || Pts: 512 || Pres 0% || 49152/48 Samples | |tc R=0.3 M=0.3

The control panel is ready to be used. A wavelength can be entered into the 'Wavelength' field.

Alternatively if zero order is required, please enter 0.

© TgK Scientific Limited, 2018 64



Photomultiplier

Fluorescence Emission Scanning

Kinetic Studio should be started in fluorescence |+ Fiscenning Properties X
scanning mode. Normally this is done by Securty Detsis Previous Versons
clicking on the 'Fluorescence Scanning' icon = o e
installed along side the standard Kinetic Studio | 'a®' s
icons. If this is not visible, please either re- Target type:  Applcation
install Kinetic Studio placing a tick in the Targetlocation: Kinetic Studio
'Fluorescence Scanning' option or manually Toseti  [Kinetic SudoKinetioSudo exe” FLSCANNING]
create an additional icon and add a command ot | |
line entry of /flscanning. Shottcut key: [None |
Bun: Nomal window V
Comment: |Start in Fl Scanning Mode |
Open File Location Change lcon... Advanced...
Cancel Aoply

When enabled, the control panel will indicate it's running in 'Fluorescence Scanning' mode.

Photomultiplier Control Panel - Fluorescence Scanning @
Detectors  Options  Motes
Set Up Shot Parameters
’ﬂ Spectrometer ] RunTime 2 1 = “L_ Single Shot ]
32 Hardvare ] Wavelength * 500 o A\ SingleScan |
Start End "I:
|l D=t | 200 80  om X Abort
’@ Sequence ]
’EI Manitor ]
[ Auto Save File Name data File Number |7 =
SX| [49151Hz || Pts: 512 || Pres 0% || 49152/48 Samples | |tc R=0.3 M=0.3

The control panel is ready to be used. A wavelength can be entered into the 'Wavelength' field.

Alternatively if zero order is required, please enter 0.
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Setting the Data Type and Dataset Parameters

Note the default data type is Transmission on Channel 1. To change this or set up for multi-
channel acquisition, the user should configure which channels should be enabled and set the data

type.

Configuring the correct data type is essential as this dictates some of the data processing
immediately after a shot and indeed how the data can be subsequently manipulated.

The 'Data Type' options are: Data Settings X
« Unknown Channel 1 {Main}
Enabled
e Data Ty
e Transmission =E f_PE_
Transmission v
« Fluorescence
. Data Type Modifier
o Light Scatter .~ -
« Conductivity
Channel 2 (Aux)
The 'Modifiers' available are: Data Type Enabled [ ]
Fluorescence v
« Unknown
N None Diata Type Modifier

Mone w

« Polarisation

« Anisotropic Polarisation Dataset & Shot Settings

Dats Points (512 ~|
Oversamples |48 w |
% Pretrigger |D w |

[] Save 'Data Type' settings on exit.

Cancel

Each channel can be enabled by checking or unchecking the 'Enabled' checkbox. (Note that this
function mirrors the channel select boxes on the main control panel).

The number of data points can be increased or decreased resulting in more or less detailed
datasets. Typically, the default setting of 512 is recommended and widely used — users are
encouraged to keep this default setting until they are confident that they understand the
consequences of the more advanced settings.

Oversampling helps to increase the quality of data and resolution. It has the ability to increase
signal to noise by collecting number of data points and averaging them together. Typically this is
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set at 48 but it can be increased or decreased depending on the experiment. For T-Jump
acquisitions speed tends to be priority so often the oversamples may be setto 1.

Pretrigger can be configured as a percentage of the run time prescribed. (This advanced feature
allows observation of the flow time prior to stopping in stopped-flow acquisitions).

Executing a Shot
With the instrument set up with appropriate optical signal levels, the user can start to collect data.

Important: At this stage it is important that the instrument is filled with reagent
or left with buffer or water in the flow circuit, the drive syringes should be in
contact with the push plate(s) and generally ready for operation. All instructions
and cautions detailed in the hardware manual should be observed.

The user’s attention in drawn to a further examination of the Acquisition Control Panel:

Photemultiplier Centrol Panel n
Detectors  Options  Motes

Set Up Shot Parameters

J\, Spectrometer RunTime s L Single Shot
FY— oot Q0 |y LSS

Start End ER  Monitor
0= m
E SegueEnce
[ ] Convert Absorbance
[] Auto Save File Name |data File Mumber |1 =

The following features should be noted and considered for the shot:

'File Name': The user should provide a filename which will enable them to identify their data.
An File Number will be added to each file name and will increment with acquisitions. Data will be
saved to the working folder set under the File menu item. Data collected will default to “data...”
until set by the user.

'Auto-save': Defaults to not enabled — check the box to set. This is hot necessarily
recommended until the user the is quite happy that collected data are as required — it can be too
easy to store lots of priming and false shots!
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'Notes': While many users are quite happy to identify their data by file name and folder this
feature allows a text window to open which can be used to further enhance identification of
experimental conditions etc and any user input comments. Leave blank by default if not required.

'‘Convert to absorbance': This option should be checked when the data type is
transmission/absorption and the user would like their data converted to absorbance units directly
upon acquisition. Note other data types such as fluorescence will inhibit this selection.

'‘Logarithmic timebase': should be eanbled if the user wants the acquisition time base to be
logarithmic (ie not linear). Ideal for multi-phasic observations; not good for fast time bases, lag
phases, inexperienced users. Leave unchecked if unsure about this. The setting is available under
the 'Options' menu.

More explanation is given later in this section for these features — at the moment, it is best to
simply concentrate on getting going ...

To do a shot ...

Select the Wavelength and the Run Time to be used for the measurement then use the Single Shot
button and the user should observe the emptying of the Stop/Waste syringe followed by the
actuation of the air drive to effect a stopped-flow mixing shot.

To scan the contents of the cell ...

Hit the Single Scan button and the monochromator will slew between the Start and End
wavelengths shown below this control revealing the spectrum of the reagent or product.

In the following, more detail is given for those users wishing to take advantage of the more
advanced features relating to data set parameters...

Optimising the Dataset Parameters

For many users, the setting up Kinetic Studio for an experiment is to configure the number of data
points required, oversampling and pretrigger.

The number of data points relates to the final dataset and graph. This can be adjusted depending
on the experimental requirements and trace detail. The typical number of data points used in an
experiment is 512.

Oversampling can be used to improve signal to noise and hence the quality of data. For every
data point, oversampling corresponds to the number of additional samples that are averaged
together.

For example, the screenshot above shows 512 data points have been specified with 48
oversamples. This means the data acquisition device will acquire 512 x 48 samples (24576
samples in total). Every data pointis an average of 48 samples. The software will automatically
perform the averaging after the experiment has completed.
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Pretrigger can be used to acquire data just prior to the trigger point. The amount of pretrigger is
specified as a percentage of the run time.

Setting the Run Time

The experimental run time can be manually entered by editing the 'Run Time' numeric box or
alternatively a series of standard run times can be applied by clicking the small up and down
arrows next to the 'Run Time' box.

For shots requiring a log acquisition and hence being displayed with a logarithmic x-axis, the
'Logarithmic timebase' option can be enabled. The standard log timebase applied is 10 log
cycles with 64 points per log cycle. Kinetic Studio intelligently uses the additional samples
acquired for logarithmic processing to apply data averaging improving the signal to noise.

Should the experiment require it, a custom log mode facility can be accessed by pressing the link
'Logarithmic timebase'. This will display a log parameter editing utility as shown.

" Logarithmic Acquisition - O *

[ Linear Axis
Log Cycles 10 = Samples to acquire |32736
Log Points per Cycle |32 = Samples to plot 320
Acquisition Rate 16367.5 ’)
Update Graph Defaults Done

Ready.

If the Conductivity device being used is an option for the Stopped-Flow system, the ability to edit
the 'Age-Time' will be made available.

Specifying a file name

Within the 'Data Set File Name' area to the bottom left of the control panel, enter a file name
that corresponds to the experiment being performed. If required (generally recommended),
create a folder for the group of experiments being performed and save all related data into that
folder.

Kinetic Studio provides a convenient facility to specify a working folder.

Please consult the 'How to Change the Current Working Folder' subsection within the
'Dataset File Management’ section.
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Adding Notes to a Dataset

Clicking the 'Set Notes for Dataset' in the 'Notes' menu of the control panel will display a
small notes editor.

ttes Ll The notes editor provides a facility to save experimental
) information or comments with a dataset. These notes will be
applied to every shot.

Notes for a given dataset can be displayed and edited by selecting the 'Notes' menu item under
the 'Graph' menu as shown below.

s | Graph | Help
Aito! Autoscale All l

Autoscale X
[ -
Autoscale Y

Fix X-Axis points)
Fix Y-Axis

Filter Traces >
Cursors

Legend
Notes

sl <]l<]

Statistics

Properties
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CCD Array

Launching Kinetic Studio in CCD / Spectrometer Mode

When Kinetic Studio starts in one of the CCD modes it will automatically detect the connected
device. If it is unable to find a supported CCD device an error message will be displayed in the log
window at the bottom of the screen.

If a CCD device is successfully detected, Kinetic Studio will initialise the device and run some tests
to confirm functionality and performance. Please wait for these tests to complete.

CCD Initialisation 4

CCD Operation In Progress

Fleaze wait...

Once the tests have finished the software is ready for use.
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To start using the CCD press the 'New Document' icon in the top left of the toolbar, press
'File' -> 'New' or select 'Control Panel’ under the 'Acquire’ menu.
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Standalone CCD Mode - Set Up, Calibrate, Scan a Blank

This mode allows users to set up the CCD Array detector for the acquisition of whole UV/VIS
absorbance spectra both as single scans and multi-scans in a kinetic mode.

The screen shot below shows the CCD Array Control Panel which provides the access to the set
up and acquisition routines necessary for the effective use of the CCD array detector with the
stopped-flow system.

Press the 'Spectrometer' button under Set Up to enter the manual setup mode:

CCD Spectrometer Control Panel n

Options  Motes
Set Up Shot Parameters

ﬂ Spectrorneter HIJI'I T||T'I'e 1 3 L

< > j“,l
'}@ Hardware Seans 0 » .
Ed  Maonitor
Age Time 1 s
[ ] Convert to absorbance
[] Auvto Save File Name |data File Number |1 5
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This will display the 'Array Setup Wizard' dialogue:

Spectrometer Array Setup n

Step 1: Integration time, optical alignment and optimisation

This wizard helps you set up your system for data acquisition.

Remember that increasing the integration time also increases the interval between spectral scans. The sweep time cannot be
shorter than the number of scans multiplied by the integration time.

001 v|

Start wavelength 300 = Mext =

ﬂ Device Type Configuration End wavelength 800 =

16384

Rrr
1f|||
Ui

AT

11’:\..'\4'\4'

ettty

[ntensity Count
(==}
=1
(=]
-

ST I I I I I
187.3 400 600 200 1000 1102
wiavelength / nm

m Main Chan Show Peak |S-:aling: 100% v| B Stop

Now the user can make adjustments to the integration time, optical alignment and depending on
the light source, the light intensity and hence signal level. Note that this signal must not saturate
the full scale.

In addition to setting the integration time, the user can select the region of interest. The live
display shows the full spectrum from the CCD including areas that may not be of interest. The
'Start wavelength' and 'End wavelength' panel will set the yellow vertical lines on the display
highlighting the current region of interest. Anything outside of this region will be cropped and
can be disregarded. Please ensure the signal IS NOT saturated within the region of interest,
otherwise this can affect subsequent scans and shots by giving invalid data in saturated regions.

ADVANCED: Areas outside of the region of interest can be saturated (full signal beyond the scale
of the device). This allows the optics to be optimised for the region of interest. This can be of
particular help in the UV region.
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Technical Help: the integration time is the time between resets on the array - it sets
the maximum scan rate such that the minimum integration time allows the
. % maximum scan rate. This also relates to the availability of light and noise

- % performance - with a bright, intense source (eg. the xenon lamp) more photons
are available and thus the shortest integration times should be usable.

The 'Hardware Type and Settings' button provides access to the following configuration
options:

Spectrometer Array Setup

Hardware Type and Settings

Spectrograph Amay Post-Processing

Enable Smoathing
Apply smoothing to blank:
Apply smoothing to data:

Savitzky-Golay

Savitzky-Golay Smoothing Enabled:
Savitzky-Gelay Window Coefficients:

Savitzky-Golay Window Length:

Binning
Pixel binning Enabled:
Fixel binning length:

Maving Awverage

Symmetric moving window smoothing enabled:

Symmetric moving window passes:

Symmetric moving window length:

Scan Blank Averaging

Multiple blank scan average:

[]*Yes ! No
[+] Yes | No

[[]Yes ! No

LN ARIE 2

1

[]Yes/MNo

[+] Tes [ Mo

A4k 4k

1

100

4k

If any of these options are set, the settings will be applied to every scan or shot automatically.
Please note that post-acquisition smoothing, binning and averaging is also available via the
"Tools' menu. When the options have been chosen, press 'Done’ to return to step 1 of the setup
wizard.
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After the optics have been optimised and an appropriate integration time select, press 'Next' to
proceed to the 0% and 100% reference scans procedure on step 2 of the wizard.

Spestrometer Ay Stlup n

. Slep 2: Scan Blank

The system willl now sgquire the 07 and 100% ransmission levels. A scan biank will ppgeas below

14000 -

12000 -

10000 =

BO00 -

Inberiaty Comnl

000 =

Using 'Next' the system will acquire the 0% Transmission and 100% Transmission data and thus
the scan blank.

If a shutter cable assembly is available with a supported light source, or the optics are part of an
integrated system supplied by TgK Scientific Ltd then the 0% and 100% acquisitions will be
automated. For all other hardware Kinetic Studio will prompt to close the light off for a 0% scan
reference and then re-open the light source for the 100% reference

Calibration x Calibration o

o Ready for 0% scans... (please close the shutter) o Ready for 100% scans...(please open the shutter)

Kinetic Studio will run some initialisation routines on the CCD after it has acquired the 0% and
100% references and will display a please wait notice.

Once the scan blank and initialisation process has completed the software will present a 'Finish'
button and finalise the setup process.
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Spectrometer Array Setup

_ Slep 2: Scan Blank

The sy siem w

i

Seatus

Fie-Scan Elank

Frrwihed

rora Bpare the 080 and 100% ransrmisaion hevels. A soan blank will appear below

Inbenaty Count

Pizel
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CCD Hardware Options

To access hardware options, press the 'Hardware' button on the control panel. This will display
the 'Hardware Configuration' panel as below:

Hardware Configuration =

i CCD Spectrometer |

j.L BTy e Initializelnterface CCD
Close Shutter
Trigger Modes O pen Shutter
(®) Integrated System Trigger Dark Count Correction
() Immediate Software Trigger Meon-Linearity Correction

(") External CCD Hardware Trigger
(Hardware level trigger)

Conce

Binning and Cropping
Kinetic Studio allows the user to automatically crop diode array data or 'bin' pixels.

Pressing the 'Binning and Cropping' button will show the following setup screen:

Spectrometer Array Setup n

‘Cmpping and Binning Setup |

Diode Array Cropping 14,000
13,000
Start Wavelength: 295.8 - 12,000
11,000
End Wavelength: 200.0 2 10,000
S,000
Enable Wavelength Cropping 8,000
7,000
6,000
. . 5,000
Diode Array Time Cropping 4,000
.. . 3,000
Minimum Time: 0.0100 = 2,000
[[] Enable Time Cropping 1,000
1)

200 400 600 800 1,000

Diode Array Binning
Pixels to Accumulate: |3 =

(® Average

Enzble []
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Binning allows the user to potentially increase signal to noise by combining adjacent pixels on the
CCD Array unit. For example, this means a 1024 pixel diode array with binning set to 2 will
appear as a 512 pixel diode array. Options here include 'Average’' (bin the pixels and use the
average of the binned pixels), 'Cumulative' (add the value of the binned pixels together) and
'Adaptive’ (using the number of pixels to accumulate as a maximum threshold, the software
increases or decreases the amount of averaging depending on the light throughput. This should
yield improved signal to noise in regions that have less light or more absorbance).

Enabling the cropping option causes scans to be automatically 'trimmed' to the region of interest.
This is the area highlighted in green.

A manual, post-acquisition cropping facility is available via the 'Tools' -> 'Crop' menu item.

" Crop [ |

Cropping Utility 30
85
80

Start \Wavelength /nm 3750 & 75

B85
End \Wavelength/nm 6000 5 50
55
S50
45
40
35
30
25
20
15

If the dataset has been rotated, the cropping edit boxes will reflect time rather than wavelength.
Trigger Modes

The trigger modes panel in the Hardware Configuration Window allows different criteria to be set
for data acquisition to start. These will normally be set by Kinetic Studio depending on the
shortcut used to launch it.

'Integrated System Trigger': Use when the CCD is part of a SF61-SX/DX system.

'Immediate Software Trigger': Use when there is no connected trigger functionality. Data
acquisition starts immediately after pressing 'Single Shot'. It is recommended to extend the run
time when using this mode to allow for manually activating the drive.

'External CCD Hardware Trigger': Use when the CCD has a connected external trigger
system.
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Slice

Kinetic data can be sliced at a particular wavelength. This enables the user to quickly extract 2D
data in terms of signal versus time at a specific wavelength.

[% Selection Chart »
Slices
- '
0.16 H—+
1.z 0.14 i
11 0.2 4
0.1 }f
1.0 0.08 4
0.g 0.06 4
0.04 4
0.8 il 0.1 0.2 0.3
0.7 Slice Windaw
0.6 A
[] Enable Average Window
0.5
0.4 Adjacent Traces to Average
0 =
0.3
0.2
0.1 X-Buis Value
300 400 500 &00 700 800
Slices: |0 = Save Slice Clear All Saved Slices Cancel Confirm
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SVD Analysis

Kinetic Studio provides access to Singular Value Decomposition facilities in addition to various
other data processing functions and analysis tools.

Please ensure data is saved prior to using the SVD tool.

b SUD Analysis — O X

13 4
1.25 §

| Original
1.15 48

Residuals -> Eigs 1

Residuals -> Eigs 2

Residuals -> Eigs 3

Close |

Status: Ready.

SVD is a powerful tool that can help analyse the complex stages and components in a dataset.
Additionally Kinetic Studio allows the data to be reconstructed from a reduced number of
eigenvectors facilitating the removal of unwanted components / noise.
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1T SVD Analysis
Orginal Fank  Speciation Reconstucted

Criginal

Residuals -> Eigs 1

Residuals -> Eigs 2

Residuals -> Eigs 3

Reconstruction Eigenvalues: m

v
Create Reconstructed Data | | Close

Status: Ready.

For more information on SVD, factor analysis and other related analytical techniques that may be

useful, please refer to the following book:
Factor Analysis in Chemistry

Edmund R. Malinowski
ISBN: 978-0-471-13479-4

Factor Analysis

in Chemistry

Edmund R. Malinowski
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Spectrometer Mode

Kinetic Studio can be started in a dedicated Spectrometer Mode providing quick and easy access
to single and multiple scans with averaging.

A dedicted control panel is added to the right-hand side of the screen putting all of the required
functions for using the CCD right in front of the user.

% Kinetic Studio - X
File Acquire View Jools Greph Help

215 @ Elonior 53 51 [ [

Data View a Legend +  Chart - Spectrometer a
SB[ ] % B (DS0) : KineticStudio.ksd
Thumbnails = [ 9 Trace(s) (x 4095 pq . ) I Acquire Data
TR R e Trace 1 -- Welcome to Kinetic Studio --
Trace 2
Trace 3 Scans to Average
Trace s 16 Run Time
_T'“” 34 s
Trace 7 .
B —Trace 8 a2 [] Kinetic Mode
A—Trace s : Absorbance
a
2.8
2.6
2.4
2.2
2
1.8
1.6
1.4
1.2
1
0.8
0.6
0.4 AL Settings
0.2
0 0.1 0.2 0.2 0.4 0.5 0.6 0.7 0.8 0.9 1 gy o
< > 15/01/2016 10:36:11 Save Data
2D View 3D View

Output

Version: 4.09 Beta (1) || Working folder: C:\Users\laure\Documents|| @ @ & @ @ CCD Array 0.0C

Spectrometer mode when used in conjunction with a cuvette holder and suitable light source
gives the convenience and flexibility of a modular bench-top spectrometer.

Additional functions and features are being added to spectrometer mode with new versions of
Kinetic Studio. If there are specific features or suggestions that you would like to be considered
for inclusion, please contact TgK Scientific Ltd.
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How to use the Sequence Setup

The features found in this dialogue are used to execute shots (for stopped-flow) and jumps (for
temperature-jump), and acquire data using user tailored routines enabling experiments to be run
in a semi-automated fashion often aiding productivity and enhancing reproducibility. Upon
exiting this dialogue, the acquisition control panel “Shot button” will display 'Acquire Series' ...
clicking this will commence the execution of the defined sequence without any further user
intervention (except to refill reagents if necessary).

Programmed Acquisition Sequence X

Shot Details

Wavelength Run Time Z Value

Acquisition Mode:
Single Shat w [] Cenfirm after each shot Clear Shots
[1 3D data set

Time: \Wait time between shots |60

Update run time Enable delay between shots []

Set Sequence

Wavelength  Age Time  Averages

‘wavelength
Start 5 nm

End 550 nm

™
=

Interval |20 nm

Set Wavelengths

oK Cancel

Average sequence

The tab labelled “Averages” accesses a sequence where the user can set up a sequence of shots at
a defined wavelength over a defined run time — The user enters the desired number of shots to be
executed and these are subsequently presented with their average in a combined data set.
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Time Delay Sequence

A delay period can be added to a sequence to allow for temperature equilibriation between shots.
This is particularly pertinent to T-Jump operation where multiple jumps are necessarily averaged
and to T-pod operation where the mixing cell is kept at a different temperature to the syringes.
The difference in this mode is that a 'delay period' can be defined within the sequence dialogue.
This allows the sample to cool sufficiently before the next shot in the sequence. If the user should
want to execute the shot early (ie. before the delay period has expired), the user can cancel this
'delay period', after which the shot will fire.

In addition to the cooling period, the T-Jump will wait for a number of seconds prior to the shot
so that the capacitor bank has time to charge and prepare for the shot (this can be changed under
the 'Tools'...'Options'...'User"..." TJump'..."TJump Recharge Time' option).

The cooling period is set to 60 seconds by default. This can be enabled using the check box in the
sequence dialogue and is available for editing:

[] 3D data set

Time: |1 | Wait time between shots |60 =

Update run time Enable delay between shots

Set Sequence

Wavelength Sequence

The tab labelled “Wavelength” allows the automated collection of shots over a wavelength range
collecting a shot at each discrete wavelength and then making the sequence of shots into a
pseudo 3D block where spectra-kinetic data can be assembled from the multiple shots.

Age Time DX Sequence

The tab labelled "Age Time” is applicable to double mixing instruments where the user can run a
sequence of DX shots where the age time increments as defined by the user in the dialogue. The
resulting data will be a series of shots where the age time becomes the third dimension.

In the Event a Sequence Stalls

While it is best to organise a sequence of shots that only consume reagent within the limits of the
drive syringe, often it is inevitable that a sequence of shots will run out of reagents. Under such
circumstances two options are available:
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When more reagent is available: The sequence can be halted by clicking 'Abort' within the
Acquisition in Progress dialogue. The user is confronted by options to Continue or Cancel. This
allows for refilling and then using the Continue command, the sequence will continue.

When more reagent is not available: In this case the Cancel command will abandon any
further attempt to complete the sequence but keep the data collected so far.
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Double Mixing Stopped-Flow
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Enabling Double Mixing Modes

The double mixing (DX) (sometimes called, sequential mixing) capability of the SF-61DX2
instruments is controlled from Kinetic Studio — the following provides a guide to how to run a DX
experiment.

It should be understood that SF-61DX2 units can be configured to operate in either single mixing
mode or double mixing mode at the click of a (mouse) button. The sample handling unit features
a convenient light on the front panel to indicate which mode it is currently set to.

It is important to adjust the waste stopping block to the correct volume depending on whether
single or double mixing mode is enabled. This takes into account the syringe volumes within the
instrument and the volume required for the first and second stages of the sample delivery.

The user is urged to study the appropriate sections of the hardware manual to familiarise
themselves with the system plumbing and the general arrangement of the sample handling unit —
failure to do this will likely limit the users full understanding of the DX operation.

Upon start up and initialisation of the system, the default condition of single mixing mode (SX) is
selected. The user need only continue to read this section if double mixing mode (DX) is
required.

Photomultiplier Control Panel @
Detectors  Options  MNotes
Set Up Shot Parameters
|ﬂ Spectrometer | RunTime 2 1 = [g_ Single Shot
|%" Hardware | Wavelength # 500 — Ji Single Scan
Start End .
|L_ Data | 280 52D om |EI Manitor
@ Sequence
Convert Absorbance
Luto Save File Name data File Number |1 =
5 40151H 512 = 49152/48 Sample R=0.3 M=0.3

On the control panel, please press the '"Hardware' button to access the sample handling unit
configuration panel.
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onfiguration

Sample Handiing Unit  Monochromataor

Channel Gain
Channel 1 (Main) 1 ~

Channel 2 {Aux)

Reft Channel
SrEnees Hhanne Time Constant

Auto ~ | ms
ADC Range
v

[[] Enable live display

o
Concel

Hardware Configuration

ing Ut | Monochromator
Waste Control
Reset \laste

150 ul

DX Control

Reset Drive 1 Reset Drive 2
Reset Both Drives

Advanced Drive Pasitioning [[] Double mixing mode

Concel

This will display the panel as pictured here.

The first panel displayed is the 'Electronics’ page.

Click on the 'Sample Handling Unit' tab.

Enabling or disabling double mixing mode is done by
adding or removing the check mark in the 'Double mixing
mode' box in the bottom right corner.

As soon as the check mark is added or removed the
command is sent to the instrument. The indicator on the
front panel of the SHU will immediately change to reflect

the current mode of operation.

Note: For double-mixing experiments the stop block has to be set to 240 pl stopping volume. To
move the stop block, loosen the three socket screws (at the rear of the Sample Handling Unit) and
with the WASTE/STOP valve set to WASTE, pull down the stop syringe piston until it reaches 240
ml. Move the stop block with the piston and tighten the three screws. (Refer to the hardware

manual).

Ensure the stepper motor drives are reset — this can be achieved by clicking the relevant reset
button in the 'Sample Handling Unit' tab in the Hardware Configuration dialog.

Next, the Acquisition Control Panel is used in a similar manner to single mixing mode and the
acquisition run time and wavelength is set (it is assumed that optical and data set up protocols
have been gone through at this stage).
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Photomultiplier Control Panel @
Detectors  Options  Motes
Set Up Shot Parameters
|ﬂ Spectrometer | RunTime 2 1 = |L Single Shot |
[% Tores l Wavelength 2 |500 nm f‘l Single Scan
Start End .
b Data | 50 | 500  nm BB Moniter |
|@ Sequence | Age Time 2 1 s
Convert Absorbance Reset Drives
Lurto Save File Name data File Mumber |2 =
49151H 512 £ 19152748 Sample R=0.3 M=0.3

Note that in DX mode the Age Time control is enabled — this is where the user can set a target age
time and thus effect the pre-mixed sample incubation time between the two drives.

It is strongly advised that users become familiar with the operation in this mode and consider
starting with some test runs with water or buffer. An age time should be set—and itis
recommended that a modest value such as the default 1 second is used initially. Click the Single
Shot button and the user should hear (albeit faintly) the whirring sound of the stepper motor
driven blocks moving into position as a precursor to doing the shot. With the block sets, the
Stop/Waste valve will toggle and the stop syringe empty ... soon after Drive 1 will fire and part fill
the stop syringe, then after the time delay, Drive 2 will complete the action of the sample delivery
and thus effect the stop flow shot and data acquisition.

How to Reload the Drive Syringes During a Shot

This action is mostly required during a multi-shot sequence where more shots are programmed
than can be obtained from the drive syringes. This happens because there is insufficient solution
in the drive syringes to fill the stop syringe, the data acquisition does not get triggered and the air
drive does not deactivate.

Depending on which mixing mode is used, follow the relevant steps...
How to Reload the Drive Syringes During a Single Mixing Shot

The software will be waiting for a trigger signal but if there was insufficient volume remaining in
the syringe, the trigger mark will never be reached.

To reload the syringe and execute the shot again, the first step is to '"Abort’ the current
operation.
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Acguisition Progress @

Acquisition In progress

Pre-Trigger Samples:0 || Post-Trigger Samples:512 | Run timels | 500 nm || Preparing for shot...

If the operation was a single shot, Kinetic Studio will return automatically to the control panel.

If the operation was part of a series, Kinetic Studio will ask what should be done next.

Shot Aborted [X]

@ Flease press OK to continue or CANCEL to abort the sequence

| oK |[ Cancel ]

At this point, the syringe can be reloaded. After the syringe has been refilled, a repeat of the last
shot can be initiated by pressing the "OK' button. Alternatively the 'Cancel’ button can be
pressed to abort the current programmed sequence.

How to Reload the Drive Syringes During a Double Mixing Shot

The software intelligently tracks where the stepper motors are during a shot sequence. Ifit
detects there is insufficient volume, it will inform the user and prompt for what should be done
next.

Do NOT act on the message below until the drive syringes have been reloaded.

\11) Drives need resetting, press OK to continue,

Once the drive syringes are ready, press 'OK'.

Kinetic Studio will then prompt to click 'OK' to continue and repeat the last shot, or 'Cancel’ to
abort the shot sequence.
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Reset Drives §|
#p , Drives have reset, reload syringes.
\\_ﬁ

Press QK when ready to continue.

]

K | I Cancel

Advanced Drive Positioning
Kinetic Studio allows accurate and customisable drive positioning for both drives 1 and 2.

To access this facility, please go to the 'Hardware Configuration' panel by pressing the
'Hardware' button within the control panel.

Within the 'Hardware Configuration' panel, select the Sample Handling Unit tab.

Hardware Configuration >

Blectronics | ample Handling Unit | Monochromator

Syringe Yolumes Waste Control

A mi Reset Waste

B m DX Drive Volumes

‘ " a
E m 2 y
DX Contral

Reset Drive 1 Reset Drive 2
Reset Both Dirives

HLdvanced Dnive Positioning Double mixing mode

Carcs

Press the 'Advanced Drive Positioning' button.

The software will prompt you to make valves A and B are in the fill position before making any
changes.
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Drive Stepper Adjustrment

Drive 1 Control

¢

o

3
m

@ &

Drive 1 Position Seek

Go

Custom Drive 1 Movement

Drive Up

Drive Down

Sieps 100

Jog Steppers
Reset Both Dirives
Drrive 2 Only
Drive 2 Up

Reset Drive 2

Close

The green arrow buttons on the left provide fine and larger more granular adjustment of Drive 1.

'Reset’ will reset Drive 1 only.

The 'Drive 1 Position Seek' section allows the drive to be quickly moved to some general
positions. The scale can be approximated to the full range of the drive. For example, if the middle
position is selected and the 'Go' button pressed, the drive will locate to the midpoint.

The 'Custom Drive 1 Movement' enables the user to enter custom stepper movements for drive 1.
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qPod Mode

In this mode of operation the qPod device is fitted as described in the hardware manual providing
a configuration that enables the chemical quenching of reaction volumes using the double mixing
mode of operation. However, without the need to acquire data from an optical signal, the process
is merely one of running a series of time delayed, quenched samples, and collecting them. So in
this mode, Kinetic Studio does not activate any control of optical devices, it merely enables
control of sample delivery.

The gPod mode of Kinetic Studio provides a simplified control dialogue for the user to set up and
command time delay shots and record each shot with its associated instrument parameters in a
convenient spreadsheet format. Thus a data log of acquired shots is recorded. When the gPod
mode initialised, the following screen greets the user:

v
[oosee || apoamode
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The major area of this is the spreadsheet which records line by line the sequence of shots, the
right hand portion is the sample handling unit control panel:

I Single Shot

5% Priming Shaot

X

Age Time

]
b

s

Mame

Drve 1 Up Drive 2 Up

Feset Orives

2% Hardware

This dialogue provides the features necessary for setting a time delay, commanding a shot and
asigning shot names:

'Single Shot' is the control to activate a double mixing shot (the normal mode of operation for
quenching experiments).

'SX Priming Shot' is the control to shoot just C and D syringes (and is used to provide a
priming shot to fill or flush the flow circuit).

'Abort’ enables the user to abort a single shot.

The 'Age Time' entry box is where the user sets the desired age time. this can be entered
numerically from the keyboard or using the up/down arrows.

The 'Name' entry box allows the user to set the name for each shot - this will be retained during
a session until edited by the user and will appear under "Name" in the report spreadsheet.

'Drive 1 Up' and 'Drive 2 Up' are controls that allow the user to move the drive up (via the
stepper motors) in an incremental fashion and thus facilitate partial filling of the drive syringes.
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'Reset Drives' is the control that allows the user to reset the two drives resetting them to the
fully retracted, (start) position.

'Hardware' opens up another dialogue that provides the user with options to reset drive syringe
sizes, shot volumes and other instrument parameters. Generally the default values should be left
set unless a special syringe configuration is used.
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Executing a qPod Shot

The operation of the gPod should be studied in the appropriate section of the hardware manual.
The operation of Kinetic Studio in this mode is very straightforward and the following screen shot
shows the result of running a shot:

1 FowRae2
iniss)
P

Temperature (©)  Comment

-949.0C

* o o o |arodmade

Here the shot has been recorded by the first line entry with age time and other parameters
acquired during acquisition. Note that a substantial section has been allocated for the user to
enter comments - it is anticipated that this will provide the basis for identifying samples taken
from the quench-flow experiment that will be subject to other analytical techniques.
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T-Jump Mode
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How to Setup for an Experiment in T-Jump Mode

Overview

The Control panel can be displayed by selecting the new document icon on the shortcut bar or by
selecting 'Control Panel’ under the '"Acquire’ menu.

Photorultiplier Control Panel - Temperature Jump n

Detectors  Options  MNotes

Set Up Shot Parameters
| Spectrometer RunTime [ | | 5 Fastest h_  Single Shot
2B Hardware Wavelength 2 om 4L Single Scan
Start End = Maomitor
b Det -
@ Sequence
[ ] Convert Absorbance [ ] Manual Jumps
[] Auto Save File Name ||:Iata File Number |2 =
5% 24576Hz || Pts: 512 || Pre: 0% || 24576/48 Samples | |tc M=0.3

The configuration of the software will depend on the type of experiment.
Initial Setup
Setting the Data Type and Dataset Parameters

The first step in setting up Kinetic Studio for an experiment is to configure the main channel and
setting the data type.

For T-Jump, the data type options are limited to, and set under 'Data’:
The relevant 'Data Type' options are:

¢ Transmission
« Fluorescence
« Light Scatter

And are only applicable to Channel 1(Main). The 'Modifiers' available are:

« Unknown
« None
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Each channel can be enabled by

Data Settings > . .
checking or unchecking the 'Enabled’
Chanrel 1 (Main) checkbox.
Enabled
Data T
Ta Ll The number of data points can be
ransmission ~ . i .
increased or decreased resulting in
Data Type Modifier more or less detailed datasets. The
None > defaultis 512 but for T-Jump, itis
often necessary to use fewer (eg 256).
Channel 2 (fwx)
e Enabled [ ] Over.sampling helps to increase the
- quality of data and resolution. It has
Liorescence b4 . R . .
the ability to increase signal to noise
Data Type Modifier by collecting number of data points
None v and averaging them together. By
default this is set at 48 but may be
Dataset & Shot Settings reduced to access shorter, faster time
DataPoints 256 o] scale.s.. I.ndeed, for T-Jump o
acquisitions speed tends to be priority
Oversamples |1 v] so often the oversamples may be set
% Pretrigger |D v| to 1.
Pretrigger can be configured as a
, o _ percentage of the run time prescribed.
[[] Save ‘Data Type’ settings on exit. . . . .
Itis particularly useful with T-jump to
Cancel ensure the whole jump is being
monitored.

Data Trigger Offset

The data trigger offset, found in the main 'Control Panel' > 'Options’, should be setto 5 x 107
seconds. This is to allow for the time for the electronics to initiate.

Time Constants

The time constant, t. , is setin ‘Control Panel' > 'Hardware' is an electronic filter applied to
the signal. For a detailed description see the hardware manual.

The time constant must be set so as to reduce the noise in the system while not affecting the
signal amplitude. For the fastest reactions the time constant should be set to 1 x10°® seconds.

Optimising and maximising the signal to noise ratio is achieved by the appropriate use of the time
constant, over-sampling data points and averaging a sequence of (multiple) shots.
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Recharge Time

The recharge time is found in 'Tools'...'Options'... TJump Recharge Time'. This sets the time
taken to charge up the capacitor banks and is set to 10 seconds by default.
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Setting the References / Spectrometer Manual Setup
This section guides the user through setting up the system optically and enabling data collection.

Press the 'Spectrometer’ button to enter the photomultiplier setup routine. This will display the
'Photomultiplier Setup Wizard":

Photomultiplier Setup Wizard X

Welcome

Welcome to the Photomultiplier Setup Wizard

This wizard helps you set up your system for data acquisition

To continue, click Next

Mext = Cancel

Select the 'Manual setup and references' to begin a manual setup:

Photomultiplier Setup Wizard X
Task

Select Task

‘what do you want to do?

(0 Set up and scan a blank
(® Manual setup and references
Scan a blank only

< Back Mext = Cancel

The manual setup panel will be visible along with the live display. This allows the user to set the
wavelength and read signals for both 0% and 100% for the main channel. Note: Aux and Ref
Channels are mute in T-Jump Mode.
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Photomultiplier Setup Wizard x| -
g P | |Menitor bt
! Manual Setup 1

100

Reference Levels

\Wavelength | (:l < ||5DD || s | >>| nm SetWavelenath 4 80
E_O\_ .
0% 100 S
s s F ]
4 4 g
()
Reference & 475 = 2 N
Read 0 Bead All =5
o [
[ Use emulated reference scan blank Manitor - = - L - Aux 2 DA -
M Stop [] Show Advanced Settings Closs
< Back MNext = Cancel

When used for absorbance measurements, 100% (maximum incident light) and 0% (dark
condition) transmission reference levels are required to be recorded for a single wavelength.
When used for fluorescence measurements, this set wavelength is the excitation wavelength
and although reference levels can be acquired, normally the Live Display is used simply to
maximise the fluorescence signal by optimising the optics and adjusting the PM Volts at this
wavelength.

Photomultiplier Setup Wizard x|
© Finished

©  SetUp Completed

The system is now set up and ready for data acquisition

< Back Finish Cancel

Simply exiting the setup dialogue by pressing 'Next' and 'Finish' enables data collection at the
set wavelength. Often fluorescence measurements are made without any set references.

Manual Setup for Absorbance
Specific details for a manual setup for absorbance:
1. Ensure the flow circuit and in particular the observation cell is flushed and as such contains

water or buffer solution.

2. Optimise the optics for maximum signal.
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Increase the PM voltage until the signal trace approaches 80% span.

Collect the 0% reference data by either pressing the button(s) next to each channel in the
0% column or enter them numerically, or press the 'Read 0%’ link to collect for both
channels. Remember to shutter the light manually for 0% reference levels.

. Click Read all to read the 0% and 100% levels and simply exit the setup dialogue by

pressing '"Next' and then 'Finish' to enable data collection.

Manual Setup for Fluorescence

The user will need to have prior knowledge of the excitation & emission wavelengths for the
fluorophore to set the monochromator at the correct excitation wavelength and to put the correct
emission filter in the optical coupling.

1.

Ensure that the fluorescence lens and the appropriate emission filter are fitted in the path
of the photomultiplier.

Introduce the sample solution to the cell via one of the luer fittings found in the cell block
assembly.

Open the shutter and increase the (Main Channel) PM volts until the signal level responds.

Optimise the optics for maximum signal. The user should note a few points here: the
fluorescence may decrease due to photo bleaching — replenishing the cell contents
periodically will offset this problem, however, the timescale of the bleaching process is
likely to be a relatively slow process. Secondly, the excitation wavelength can be adjusted
to find maximum response, especially when using line sources such as mercury/xenon
lamps.

Increase the PM Volts to set the signal level close to an 80% span. This should
accommodate for decreasing or increasing signal levels.

Click Read all to read the 0% and 100% levels and simply exit the setup dialogue by
pressing 'Next' and then 'Finish' to enable data collection.
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How to perform a Scan Blank (Absorbance)

This mode allows users to set up for absorbance measurements to be taken over a range of
wavelengths and are thus able to acquire kinetic data at different wavelengths and/or acquire
single scans to characterise reagent spectral information.

When the system is configured for absorbance measurements, before acquiring new data it is first
necessary to align and focus the optics, set the correct photomultiplier voltage and scan a blank.
Scanning a blank involves the monochromator scanning a wavelength span acquiring 100%
(maximum incident light) and 0% (dark condition) transmission reference levels.

Before performing this operation, ensure that the optical cell contains pure water or a buffer
solution.

To perform an auto-setup scan blank, perform the following steps:

Press the 'Spectrometer’ button to enter the manual setup mode.
This will display the 'Photomultiplier Setup Wizard'.

Photomultiplier Setup Wizard X

Welcome

Welcome to the Photomultiplier Setup Wizard

This wizard helps you set up your system for data acquisition

To continue, click Next

Mext > Cancel

Next the dialogue will offer choice of a scanned set up and a manual set up. The former invokes
the use of a scanned blank over a user selected wavelength range, the latter provides for users
content to set up at just a single wavelength.

A scanned blank is appropriate for absorption studies only; the manual set up can be used for
absorption and fluorescence.
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Photomultiplier Setup Wizard x
Task

Select Task

\what do you want to do?

(® Setup and scan a blank
(O) Manual setup and references
Scan a blank only

< Back Mext = Cancel

Here, we will begin with selecting the 'Set up and scan a blank’ to begin the wizard driven
setup. The 'Lamp Settings' panel enables the user to select the lamp currently within the
system. This in turn automatically fills the wizard with typical wavelength ranges, optimisation
and alignment wavelengths for the blank.

Photomultiplier Setup Wizard *
Lamp

Lamp Settings

What type of lamp are you using?

(®) ¥enon lamp
() Tungsten halogen lamp
() Deuterium lamp

what 1= the wavelength range for your lamp?
200 = to |350 = nm Set Defaults

* -

what wavelengths should be used for optimisation?

Optical Alignment 380 = nm Set Defaults
PM Voltage 463 = nm
< Back Mext = Cancel

The first step is to select the lamp currently fitted to the system.

If the typical values for the wavelength range are not suitable or require adjustment, please edit
the desired start and end wavelength spans for the lamp.
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To ensure optimal distribution of the signal over the scan blank wavelength span, the user should
optimise the optics at one wavelength, and then maximise the PM volts at another wavelength.
This is especially critical when using a wide wavelength span.

To restore the default values for a particular lamp use the 'Set Defaults' link.

It is often convenient to set the lamp optimisation wavelength to suit the wavelength range where
absorbance changes are to be studied.

The edit field labelled 'PM Volts' is the wavelength where the PM volts are maximised; this
ensures that the maximum signal span is achieved under normal circumstances. With the Xenon
and QTH lamps, this is set at 480 nm as this is where the system exhibits a maximum signal.

Once the lamp and wavelength ranges have been set, please press the 'Next' button to proceed
with the first stage of optimisation.

Photomultiplier Setup Wizard *
Cptical Alignment

] . Meniter >
Optical Alignment

100

Imitizlly adjust the PM VOLTS to give a reading of about 50 % in the monitor
window. This allows for any positive or negative change when adjusting the optics .
Start the optical alignment at the lamp, finishing with the focusing attachment at the

exit slit of the _monochromater. Refer to the User Guide for details of the

alignment procedure. 60

Readjust the PM VOLTS if the signal saturates. 40 -

ADC Response | %

204

0~
Ref Main 2 VA DA F]
i - I - -

< Back et > Cancel M Stop [] Show Advanced Settings Close

As the 'Optical Alignment' page appears the monochromator will move to the specified ‘Optical
Alignment’ wavelength as specified on the previous page of the wizard.

To perform the optimisation, open the PM-61s photomultiplier shutters and adjust the PM Volts
for the main channel (green trace), increasing the signal at the Live Display to about 50%. This is
simply used as a mid-point to allow for positive and negative shifts when the optics are adjusted.

Follow the procedure for optimising the optical components as described in the Section 3 of the
TJ-64 User Manual. In brief, adjust the lamp position and its alignment. It may be necessary to
adjust the PM volts for the particular channel should the signal saturate.

After finishing the optimisations, return the signal level back to 50% on the Live Display, this is
simply used as a relative indication of signal level when moving to the next wavelength.
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Photomultiplier Setup Wizard >
PM Adjustment

Photomultiplier Voltage Adjustment

Adjust the PM VOLTS for the relevant channels to increase the signal level.
Remember to take into account the previcus signal level; this minimises the
possibility of signal saturation at particular wavelengths.

‘when you have set the voltages, lock the adjustments on the CU-61.

< Back Mext = Cancel

As the 'Photomultiplier Voltage Adjustment' page appears, the monochromator will move
to the adjustment wavelength as specified previously.

Increase the PM Volts for the relevant channels, so setting the signal level(s) to about 80% full
scale. You must ensure that the signal does not saturate, ie. go above 100% full scale.

As a quick check it is worthwhile clicking the ' Back' button to ensure the signals are not
saturated at the previous wavelength where the optical optimisation was performed. If they are
saturated, go to the next page and lower the PM Volts for the relevant channels.

This concludes the optimisation process. Clicking the 'Next' button will present the 'Scan
Blank' page.
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Scanning the Blank
Photomultiplier Setup Wizard *
Scan Blank

Scan Blank

You must now acquire the 0% and 100% transmission levels.

‘which gain setting method would you like to use?
(® Unity gain

Auto gain

< Back Mext = Cancel

The scan blank process is fully automated.
The process will begin with a full monochromator re-calibration.

The scan blank process consists of scanning a baseline with no light (0%) and with the filter
wheel open (100%). Whilst traversing through the wavelength range, the system will
automatically insert appropriate filters.

After both the 0% and 100% scans have completed, the system will acquire static baseline
references and present the 'Set Up Completed' panel.

Photomultiplier Setup Wizard =
Finished

Set Up Completed

The system is now set up and ready for data acquisition

< Back Finish Cancel

The system is now ready for use.
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An example of a scan blank collected with the xenon lamp:
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T-Jump Shot Sequence

A full T-Jump system is able to perform automated shot sequences.

To learn how to use this facility, please refer to Time Delay Sequence on page 86
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Conductivity Mode
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Conductivity Description
The conductivity cell is a cylindrical cavity in a teflon block, 3mm long and 3mm diameter.

The ends are closed by platinum electrodes. The nominal cell volume is 21ul, and the nominal cell
constant 4.24cmL. Reagents are mixed in a T mixer just upstream of the observed volume.

The conductivity meter has the following ranges:

Unit: Siemens (S)
Range10to 0.5
Range 2 0 to 0.05
Range 3 0 to 0.005
Range 4 0 to 0.0005
Range 5 0 to 0.00005
Range 6 0 to 0.000005

The full scale voltage for each of these is 10V although Range 1 may be limited to 250000usS at
5V - linearity above this level should not be assumed without calibration. Furthermore, operation
at cell conductivities above 250000uS should not be attempted at ambient temperatures above 30
degrees C in order to avoid excessive dissipation from the amplifier.

The bias control enables the user to "backoff" up to 10V of signal; this means that signals up to
the full scale output of 10V can be offset so that any signal change can be digitised withina 0 - 5V
analogue channel input range.

How to Setup for an Experiment in Conductivity Mode

Overview

The Control panel can be displayed by selecting the new document icon on the shortcut bar or by
selecting 'Control Panel’ under the 'Acquire’ menu.

The configuration of Kinetic Studio will depend on the type of experiment and whether the
software is controlling a Conductivity option for the KinetAsyst Scientific Stopped-Flow
instrument or whether it's acting as a data acquisition suite for the dedicated Conductivity
apparatus.

For installation and configuration with the KinetAsyst Stopped-flow system refer to the
SF-61DX2/SX2 User Manual, OPT-642 - Conductivity Detection.

For the dedicated Conductivity apparatus, refer to the CSF-21 User Manual.
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Initial Setup

Ensure that the Conductivity meter is switched on for at least 30 minutes to ensure it has
stabilised.

At the Conductivity Control Panel, select 'Set Conductivity Parameters’, a dialog
incorporating a live display will appear.

Conductivity Setup X

Conductivity Factors / S W-1

o
®
o
o
o
o

Raw V]

Ref Main Aux DA -
e - -

W Stop

Select the range to match the electronics range dial.

Cancel OK

Use the live display to set the RANGE and METER OFFSET at the Conductivity meter. Make sure
that solution is pushed through to the mixing cell and start with the RANGE set at 1 and the
OFFSET set at 0. Increment the RANGE and observe the signal, do so until the signal maximises.
Note that incrementing to the next range causes the signal to fall again and become very noisy -
this is because the amplifier has been driven into saturation.

Having adjusted the signal with the selection of the optimal range and meter offset, record these
settings by selecting the corresponding 'Range’ check and enter the applied 'Meter Offset’,
this is necessary to ensure subsequently acquired data is converted correctly.
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Setting the Dataset Parameters

Conductivity Control Panel n
Shot Parameters and Setup L_
Single Shot
= ~
Data Points RunTime 5
L Shot Sequence
[] Logarithmic timebase
Number of shots:
Oversamples Age Time c 1 .
o ) [] Series Average
Siiennoey Reset Drives
'x' Hardware Delay between shots (s):
Data Set File Name Options
[] Enzble shet delay
File Name File Number [] Convert to conductivity
1 = Set Conductivity Parameters
[] Aute-save enabled Set Notes

EX  Monitor

The first step in setting up Kinetic Studio for an experiment is to configure the number of data
points required, oversampling and pretrigger.

The number of data points relates to the final dataset and graph. This can be adjusted depending

on the experimental requirements and trace detail. The typical number of data points used in an
experimentis 512.

Oversampling can be used to improve signal to noise and hence the quality of data. For every
data point, oversampling corresponds to the number of additional samples that are averaged
together.

For example, the screenshot above shows 512 data points have been specified with 48
oversamples. This means the data acquisition device will acquire 512 x 48 samples (24576
samples in total). Every data point is an average of 48 samples. The software will automatically
perform the averaging after the experiment has completed.

Pretrigger can be used to acquire data just prior to the trigger point. The amount of pretrigger is
specified as a percentage of the run time.

Setting the Run Time

The experimental run time can be manually entered by editing the 'Run Time' numeric box or
alternatively a series of standard run times can be applied by clicking the small up and down
arrows next to the 'Run Time' box.

For shots requiring a log acquisition and hence being displayed with a logarithmic x-axis, the
'Logarithmic timebase' option can be enabled. The standard log timebase applied is 10 log
cycles with 64 points per log cycle. Kinetic Studio intelligently uses the additional samples
acquired for logarithmic processing to apply data averaging improving the signal to noise.

Should the experiment require it, a custom log mode facility can be accessed by pressing the link
'Logarithmic timebase'. This will display a log parameter editing utility as shown.
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¥ Logarithmic Acquisition - O X

[] Linear Lxis
Log Cycles 10 = Samples to acquire |32736
Log Points per Cycle (32 = Samples to plot 320
Acquisition Rate 16367.5 "]
Update Graph Defaults Done

Ready.

If the Conductivity device being used is an option for the Stopped-Flow system, the ability to edit
the 'Age-Time' will be made available.

Specifying a file name

Within the 'Data Set File Name' area to the bottom left of the control panel, enter a file name
that corresponds to the experiment being performed. If required (generally recommended),
create a folder for the group of experiments being performed and save all related data into that
folder.

Kinetic Studio provides a convenient facility to specify a working folder.

Please consult the 'How to Change the Current Working Folder' subsection within the
'Dataset File Management' section.

Adding Notes to a Dataset

Clicking the ‘Set Notes’ link in the file name group will display a small notes editor.

The notes editor provides a facility to save experimental
information or comments with a dataset. These notes will be
applied to every shot.

Notes for a given dataset can be displayed and edited by selecting the 'Notes' menu item under
the 'Graph' menu as shown below.
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s | Graph | Help

1ito+

—

Autoscale All
Autoscale X
Autoscale Y
Fix X-Axis

Fix Y-Axis
Filter Traces

Cursors

Legend

»

IL

points)

<<]0<]

Notes

Catictire
atatistics

Properties

Adjusting Hardware Options and Signal Conditioning

Hardware Configuration

Channel

Channel 1 (Main)
Channel 2 (fu:)

Reference Channel

s i Sample Handling Unit

10
5-
0-

Gain

1 “

Time Constant

Auta ~ | ms
ADC Range
v

[] Enable live display

x| Some hardware options are only available for the

DX Control

Reset Drive 1

Reset Eath Drives

Reset Dnive 2

Advanced Drive Positioning

DAQ: | Unknown
GCance
Hardware Configuration
Electronicsg
Syringe Volumes 'Waste Control
c I
m 1 [150 ul
0 l
i 2 [150 ul

[] Double mixing mode

Cancel

Stopped-Flow Conductivity option.

When the full KinetAsyst Stopped-Flow instrument
is present, 'Hardware Configuration dialogs’
will be available.

X | Syringe and drive volumes can be configured.

Single or double mixing modes can be enabled
depending on the hardware available.
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The control panel provides convenient access to a live display / monitor. This facility enables a
live data acquisition window displaying the current voltage levels per channel.

Manitor -

Faw V]

Ref Main LTS DA F
i - I - -

M Stop [] Show Advanced Settings Close

The advanced settings panel provides the following options:

Monitor pod
[ll| Channel 1
Channel 2
(] Channel 3
(] Channel 4
Interval / s 004 =
= .
- Readings &0 =
=
o
Chversamples 10 =
pdate Settings Clear Data

Display as Voltage

- Ref - Main - Maoe m DA F| Tempaorary Time Constant

| Ma

I Stop Show Advanced Settings Close

Generally it should not be necessary to use the Advanced monitor settings.
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How to Acquire a Single Conductivity Shot

Having configured the conductivity meter and set the appropriate acquisition parameters at the
control panel, next

Important: Ensure the drive syringe plungers are in contact with the push plate. Failure to do so
may result in damage to the flow circuit should the drive be actuated.

1.

N

If the syringes are air driven, ensure the drive air pressure is set correctly.

Set the appropriate stopping volume.

. Ensure the reactants are loaded into the drive syringes.

Set the Drive/Fill valves are set to the Drive position.

Where required and if it hasn't been done already, set the appropriate number of
'Data points’, 'Oversamples’, etc. for the experiment.

Set the data file name and number under 'File Name' and 'File Number' on the Control
Panel.

Prescribe the desired run time for the acquisition, checking the option for Logarithmic time
base if required.

When you are satisfied with your settings, click the [Single Shot] button on the Acquire
Control Panel to arm the data acquisition.

The acquisition progress box will appear.

Where the Conductivity option is installed and being used with the full KinetAsyst Stopped-
flow system, the instrument control features will automate the entire shot sequence.

For dedicated Conductivity apparatus, the acquisition progress box will include a message
'Awaiting Trigger'. Where upon the user should initiate a shot by activating the air
drive.

Where the stop syringe hits the stop block data acquisition starts.
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How to Acquire a Conductivity Shot Series

Conductivity Control Panel n
Shot Parameters and Setup
_ N [l Single Shot
Data Points Run Time W 5
. Shot Sequence
| B2 o | [ | Logarithmic timebase
Number of shots:
Cwversamples Age Time 3 1 1 —
C v| :
o - [] Series Awverage
| - Pretrigger | Feset Drives
1] w
2% Hardware Delay between shots (s):
Data Set File Mame Options - =
[] Enable shot delay
File Name File Number [] Convert to conductivity
||:Iata 1 = Set Conductivity Parameters
[] Auto-save enabled Set Motes

El Maonitor

Kinetic Studio provides a convenient option for collecting a series of data shots and averaging
them.

To enable the option ensure there is a check mark in the 'Series Average' option in the 'Shot
Sequence' group box. When activated the shot button will change to [Series].

The number of shots in the series can be changed by either manually entering a numeric value, or
by using the small up and down arrows associated with the 'Number of shots’ edit field.

Note: The dedicated Conductivity apparatus only holds a limited amount of sample within the
thermostated block. Check the 'Enable shot delay’ box and use the 'Delay between shots'
field to set an equilibration time.

Important: Ensure the drive syringe plungers are in contact with the push plate. Failure to do so
may result in damage to the flow circuit should the drive be actuated.

1. If the syringes are air driven, ensure the drive air pressure is set correctly.
2. Set the appropriate stopping volume.
3. Ensure the reactants are loaded into the drive syringes.

4. Set the Drive/Fill valves are set to the Drive position.
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5. When you are satisfied with your settings, click the [Series] button on the Acquire
Control Panel to arm the data acquisition.

The acquisition progress box will appear

Where the Conductivity option is installed and being used with the full KinetAsyst Stopped-
flow system, the instrument control features will automate the entire shot sequence.

For dedicated Conductivity apparatus, the acquisition progress box will include a message
'Awaiting Trigger'. Where upon the user should initiate a shot by activating the air
drive.

6. Data acquisition is initiated when the stop syringe hits the stop block.

7. On completion of the acquisition process, data appears in the graph window and the
sequence is repeated. The acquisition progress bar will appear for each shot. This
sequence will continue to be repeated for the programmed number of shots.

If during the shot series the drive syringes reach their full span, the drive syringes will
have run out of solution. This results in the current shot not completing and hence the
acquisition will not have been initiated. Cancel the current shot and reload the drive
syringes.

For the Conductivity option being used with the full KinetAsyst Stopped-flow system, the
software will either wait for the shot to be cancelled or a prompt will appear depending on
the mixing mode, where upon the drive syringes can be re-loaded and the shot series
continued when ready. During the process, there is also the option to abort the shot series
altogether.

8. On completion of the shot series, the newly displayed dataset will show the overlaid shot
data and include the determined average
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Data Manipulation

Introduction

Data manipulation functions can be found in the Tools menu.

File  Acquire ‘u‘iewGraph Help
Tools | Graph  Help

Analysis 3
Caleculator...

Conwvert 3
Average

Smooth

Extract Ctrl+E
Rotate Ctrl+R
Crop

Undo

Slice

Quick VD Ctrl+D
Singular Value Decomnposition (SVD]  Ctrl+Alt+D
Dptions

Command Ctrl+C

The functions available will depend on the type of dataset.
For convenience conversion operations can be quickly accessed via the 'Convert' sub menu.

Several functions can also be accessed via the thumbnail right-click menu.

Rotating a Dataset

Three dimensional datasets can be conveniently rotated using the 'Rotate’' option shown in the
main 'Tools' menu above or by using the keyboard shortcut 'Ctrl'+'R".

Additionally a new context menu item has been added to the thumbnail navigator allowing single
or multiple datasets to be rotated.
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Display

Duplicate

Rotate Ctrl+R

Extract
Rename
Maodify DataSet Properties

Remowve

Extracting Traces from Datasets

There are three ways to extract traces from a dataset.

The first method accessible via the 'Tools' ... 'Extract' menu item (or by pressing the
'Ctrl' + 'E' shortcut key) provides a list of all traces within the currently displayed dataset. Each
trace can be selected or deselected which in turn determines what is copied into a new dataset.

Display

Duplicate

Extract

Rename
Modify DataSet Properties

Remove

Set Az Reference

The trace selection dialog will be displayed. This allows the selection of which traces should be
extracted.
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Select Traces oo

‘= 9 Traces (x 4096 points)
[ [[|==Trace 1
[[|==Trace2
[]—Trace3
[ |—Trace 4
[ []—Traces
[ |[—Trace6
[]—Trace?
[[|=—Trace &
[[|==Trace &

The traces can be extracted into a single new dataset, or each trace can be placed into a new
dataset.

@ Extract into individual datasets?
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Dataset Calculator

Kinetic Studio provides a convenient dataset calculator for data manipulations. This allows
mathematical expressions to be entered and applied to data on all applicable axes.

The maths engine uses a script processor allowing complex calculations to be entered if required.
These scripts may then be saved and recalled at a later date.

[ Dataset Calculator ? *
File Edit Help
Datasets Before
[- D532 - 6324 _XeHa_Polarisatii A 3
- D533 - 6324_XeHg_Polarisati DS45.1-D345.200 = /:i”":":
- D534 - ced_siice_351 ksd oA
-- D535 - cod_slice_637ksd — 2; ===
- D536 - default ksd i
- D537 - 6324_¥e_CCD_85%_5 =
- DS38 - Reference Data o
[~ D539 - dataZ ked 7 8 9 + Combine Absorbance Min =
- DS40 - 6324_Xe_CCD_log_S! o=
" DS41-6324_Xe CCD _log_5: 4 5 6 = Rotate Concentration Max After
- DS42- 6324 Xe CCD log_S! . —
- D543 -6324_¥e_CCD_PCA_ : - .
(- D544 - defautt ksd 1 2 3 X MNormalise Conductivity N /
B0s45 6324 e CCD_PCA P
- Trace 1@ 0 0 . - I Smooth Flucrescence Log e /
- Trace 2 @ 0.0017 i
. Trace 3 @ 0.0034 — e \ J
. Trace 4 @ 0.0051 Derivative Power Percentage Ln -50
- Trace 5 @ 0.0068 e soo

- Trace & @ 0.0085
- Trace 7@ 0.0102

A 3 3 Execut Information
- Trace 8 @ 0.0119 (®) Create New () Append () Overwrite Execute
- Trace 9@ 0.0136 For help using the calculator,
- Trace 10 @ 0.0153 Equati please see the manual or use
- uation

the buitt in help system.

- Trace 11 @ 0.017

- Trace 12 @ 0.0187

- Trace 13 @ 0.0204

- Trace 14 @ 0.0221

- Trace 15 @ 0.0238

- Trace 16 @ 0.0255 W
L4 >

=- TgK.DatasetCaIcuIator.EquatinnEIements.Subtract .
i TgK.DatasetCalculator EquationElements. DatasetOperand id ds45.1 The *7" on the form allows you to

TaK.DatasetCalculator. EquationBements DatasetOperand id ds45.200 :ESE;EUEEFDE?F 'f-:jlﬂlilzt?;né

Success

The left hand panel within the Dataset Calculator provides a list of available datasets. Each dataset
can be expanded to show the contained traces.

Calculations can be applied per dataset or per trace.

Previewing a Dataset

To preview a graph of the dataset, select either a dataset or trace within the left-hand dataset list.
As soon as something is selected, a 'Before' preview of the dataset or trace will appear on the
right hand side.
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Select dataset or

- Trace 2 @ 0.0017
-~ Trace 3 @ 0.0034
- Trace 4 @ 0.0051
- Trace 5 @ 0.0068
- Trace & @ 0.0085
— Trace 7 @ 0.0102
— Trace 8 @ 0.0119
— Trace 9 @ 0.0136
—Trace 10 @ 0.0153
— Trace 11 @ 0.017

-~ Trace 12 @ 0.0187
- Trace 13 @ 0.0204
-~ Trace 14 @ 0.0221
- Trace 15 @ 0.0238
- Trace 16 @ 0.0255

-6324_Ye_CCD_log_5:
-6324_Ye_CCD_log_5!
-6324_Ye_CCD_log_5!
-5324_¥e_CCD_PCA
(- D544 - default

trace from here

ApEEBRSRBE

A preview of the dataset will
appear here

Entering Datasets or Traces into the Calculator

Traces or datasets can be entered into the calculator in two different ways.

The first method is to double mouse-click a dataset or trace. The calculator will enter the details
into the edit window. A dataset entry consists of the dataset identifier DS# so in the above
example, DS1 would represent the whole dataset.

If a specific trace within the dataset is to be manipulated, this will be displayed as DS1.# where
DS1 represents dataset with ID 1 and # is the trace number. For example, DS1.1 means dataset
1, trace 1. DS2.5 would represent dataset 2, trace 5.

If a dataset is entered with a trace number of 0, this also represents the whole dataset.

Further examples,

DS1 represents dataset 1, all traces.

DS1.0 represents dataset 1, all traces.
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DS1.4 represents dataset 1, trace 4.

The second method of entry is to type the dataset details into the editor using the keyboard.

After entering the dataset or trace, the trace can be manipulated by pressing one of the function
buttons or by entering an equation. Example,

Percentage (DE1.1)

After entering a calculation, a preview of the resulting dataset will be generated within the 'After’
preview panel.

When ready, select the option to either Append the result into an existing dataset or 'Create New'
dataset. Then press [Execute] to perform the calculations.
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Calculator Functions
Below is a summary of the various calculator functions and how to use them.

Copying a Dataset

The calculator offers a fast and convenient way of copying a dataset and then working on the
copy. To do this simply enter the dataset into the calculator and press [Execute]. A copy of the
dataset will then be generated.

Extracting a Trace

The dataset provides a quick facility to extract a trace into a new dataset. To do this simply enter
the dataset and trace details into the calculator. Example, DS1.2 will take a copy of trace 2 from
Dataset 1 and place it into a new dataset.

Convert a Dataset Type
Kinetic Studio provides convenient options to convert the data type.

For more information about absorption of light, concentration, extinction coefficients and their
relationship in Beer Lambert's law please see the reference manual.

The following conversions are available depending on the original data type and compatibility:

Convert to Absorbance

This allows the dataset to be converted to absorbance units.
Syntax: Absorbance(DS#)

- The signal type must be Transmission

Supported Ordinates:

- Raw
- Concentration
- Percentage
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Convert to Concentration

Convert to a concentration dataset using Beer's Law relationships.
Syntax: Concentration(DS#,ConcentractionFactor)
ConcentractionFactor is Absorbance / Molar Absorptivity
Supported Ordinates:

- Raw
- Absorbance
- Percentage

Convert to Conductivity
Convert raw conductivity data into processed conductivity datasets.
Syntax: Conductivity(DS#,Range,Factor)

Syntax: Conductivity(DS#,Range,Factor,Span,ZeroLevel)
The second syntax should only be used with 'Percentage’ data, typical of KinetAsyst
conductivity data.

- Raw
- Percentage

Convert to Fluorescence
This function allows fluorescence polarisation datasets to
Syntax: Fluorescence(DS#)

The data must be fluorescence polarisation type.

Convert to Percentage

Convert a dataset from absorbance units to percentage.
Syntax: Percentage(DS#)

Supported Ordinates:

- Absorbance
- Concentration

© TgK Scientific Limited, 2018 132



Data Manipulation

Combine

Combine multiple datasets or traces together into a new dataset.
Syntax: Combine(DS#.#,COMMA_DELIMITED_DATASETS)
Examples,

Combine(DS1,DS2,DS3)

Combine(DS1.2,0S2.7, DS4.2)

Rotate

Rotate a 3D dataset from wavelength to time or time to wavelength.
Syntax: Rotate(DS#.#)

Examples,

Rotate(DS3)

Rotate(DS3.0)

Normalise

This processes the y axes data so that the new range is factored by the new upper and lower
limits. The resulting data is re-scaled.

Syntax:Normalise(DS#.#,LOWER,UPPER)
Example,

Rotate(DS2.3,0,2)
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Smooth

The smooth function uses the Savitzky-Golay smoothing filter. This method performs polynomial
regression of degree k on a distribution of at least k+1 equally spaced data points. This approach
helps to preserve the features of a distribution.

Reference: The Savitzky-Golay smoothing filter was created by Abraham Savitzky and Marcel
Golay in 1964. "Smoothing and Differentiation of Data by Simplified Least Squares Procedures".
Analytical Chemistry 36 (8): 1627-1639.

Syntax: Smooth(DS#.#,SMOOTHINGPOINTS)
Example,

Smooth(DS3,13)

Power

This is otherwise known as exponentiation. It is written as a". Where a is the base and n the
exponent.

Syntax: Power(DS#.#,EXPONENT)
Example,

Power(DS8,2)

Derivative

This executes differentiation to a given 'ORDER' on a dataset or trace. Differentiation calculates
the rate of change of y with respect to x hence the derivative is a measure of how a function y
changes as its input x changes.

Syntax: Derivative(DS#.#,0RDER)
Example,

Derivative(DS12,3)
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Min

Find the minimum value in a given dataset or trace.
Syntax: Min(DS#.#)

Example,

Min(DS10)

Max

Find the maximum value in a given dataset or trace.
Syntax: Max(DS#.#)

Example,

Max(DS8)

Abs

Calculate the absolute value of floating point number.

Syntax: Abs(VALUE)
Example,

Abs(-2.65)

Log

Calculate the log of a number, dataset or trace to a given base.

Syntax: Log(DS#.#)
Syntax: Log(DS#.+#,Base)
Syntax: Log(Number)
Syntax: Log(Number,Base)
Examples,

Log(DS20);

Log(4,10)
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Ln

Calculate the natural log of a number, dataset or trace.
Syntax: Ln(DS#.#)

Example,

Ln(18)
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Data Fitting

Introduction

The Analysis Control Panel provides easy access to switch to different traces (Select Trace) and to
fine tune the fitting parameters. A number of pre-defined models are included as standard and
are available via the 'Equation’ drop-down box. In addition to the standard models, a user
definable equation editor is available.

Fitting a Dataset with a Standard Model

Select Trace

Select the trace to analyse

X

{0512) - 6324_xe_pm_sb_ssshot_5ksd
B3 (DS13) : 6324 _xe_pm_sb_swshot_6ksd
(D514) : 6324 _xe_pm_sh_stshot_7ksd
{DS15) :6324_Xe_PM_SEB_tc_seriesksd

Ei- (DS16) : 6324_Xe_Polarisation_Giycogen ksd
(D517) : 6324_XeHg_F_MgBHQ_darkd ksd
B (D518) - 6324_XeHa_F_MaBHQ_DIX_sshot Tksd

E-(DS19) : 6324_XeHg_F_MgBHQ_DX_sshotBksd

11 Trace(s) x 512 points)

Caneel

EI-(D520) : 6324_XeHg_F_Mg8HQ_DX_sshot8_avg ksd

Kinetic Studio will ask which trace to fit. This is done by
displaying a summary screen of all datasets in memory.

After selecting the trace, the Analysis Control Panel will be displayed.

Analysis Control Panel

Trace: |Averaged data : [Main]_avg

Select Trace

Analysis Preview and Estimates

Equati

[Y=-A"eptR X+C |

on [N ]

b

52 T
50
48
46
44
42
40
38
36
34
32
30
28

=

o] 0.05

0.1

0.15

Name Value Fixed

PR = -

C 52.07197
R 136.82592

g|gojio

4 0.00351570 Defaults

[] Fix curser positions for this session

0.19961344 | [ Recalculate Options...

Flease note: The above is an estimation only and is not the real fit

Fit Fit and Clese Close
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The Analysis Control Panel will attempt to calculate parameter estimates automatically for the user
based on the selected equation — these values can be adjusted if required, and they can be
'Fixed', i.e. the values are constrained by checking the 'Fixed' options.

The fitting equation can be changed by the 'Equation' drop down menu. All common models are
included as well as the Custom Model function to allow more exotic systems to be examined. See
Custom User Definable Equations on page 141 for more information.

Y =-A"explR"X)+C |

1 Eep +C

2Exp +C

1Ep +C

4B +C

BEqp +C
1EBp+Me+C
ZBp+Me=C
Znd Order, A=B
Znd Order, A<=B
Linear
Anisotropy, A->B
A-=B-=C
Kohlrausch
Pre-steady State
Custom Madel

St

The graph displays the chosen trace and an estimated fit.

Please note that the estimated fit may or may not appear to be accurate. This will depend on the
model and the complexity of the fit.
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To perform a fit, please use the following guidelines:

1. Move the blue and green range lines on the graph to indicate the fitting area. Numbers
can be manually entered into the blue and green start and end fields.

2. If a number of traces are going to be fitted, the option to 'Fix cursor positions for this
session' can be enabled.

3. Pick the appropriate model from the drop-down equation list. In the example above, a
third order model has been selected.

4. The Analysis engine should attempt to estimate the fitting parameters and show an
estimated fit. Depending on how good the estimate is the initial parameters can be
adjusted.

5. Press either the [Fit] or [Fit and Close] button to try analyse the data and execute the
fitting operation.

6. If the fitting process fails, the 'Options’ dialog can be used to adjust the maximum
number of iterations and tolerance of the fit.

Fitting Options *
Maximum lterations
10 Maximum Unchanged lterations
Tolerance
Cancel
7. Once a successful fit has been completed Kinetic Studio will display the result and all

Thumbras

related statistics.

6324_XeHg_F_Mg8HQ_DX_sshot9.ksd

DIZ ,mm‘v"‘“‘”m‘W«/M\M'M\r’”\\/vM‘w"\‘v‘mV\/‘VViv“'NW'/W‘wp”’w\v“'\m”“’U‘M’W"f"VV/'V‘\ﬁ/\\‘vv/\A’\f"‘W‘"VWl\‘N"M

0 0.05 01 015
Time /s
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8. The fit results may be printed using the built in reporting system using the 'Print' option in
the menu from right-clicking on the graph.

ol - d >

M 4 1 of 2 b b | « 6] ﬂl:tl - | WholePage - Find | Mext
Kinelic Studio

Data Acguired  28/08/2018 10:35:58
File  8324_XeHg_F_Mgd8HQ_DX_sshat9 [1]_copy copy copy_copy_copy_copy.ksd

GI24 MeMg FMgRig DX sshord ksd

a0 0.08 a1 a8
Thna /5

Analysis Statistics

Statistic Name Statis tic Value Fit Parameter Name |Value SEE
Reduced ChiSg Value: 1.49536 A 26.03567 0.22114
Durbin Watson “alue: 1.45234 C 52.30752 0.00956
Coef. of Multiple Determination R2:  |0.9%181 R 136.70265 1.1152%
Mumber of Menlinear lterations: 4

Residual Standard Emor 0.19779

Regression Sum of Sguares: 2353.55042

Residual Sum of Sguares: 19.58078

Drataset Mame: §324_XeHg F_MgSHCQ_DX_sshotd [1]_copy copy_copy copy copy_copyksd
Created on: 0%04/2018 14:.02:21

Lambda: 365

Temp.: 19.951 deg C

Start: 0.00352

End: 0.15951

Model 1 Exp+C

Definition: -A*exp-R* X} +C

H| TF(_H Tk Scientiic Page: 1 0f2

SCIENTIFICH
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Custom User Definable Equations

Kinetic Studio supports the ability to define custom fit models. This allows the user to define a
mathematical equation for fitting and to use non-linear least squares fitting to try and generate a
fit to the experimental data.

To access the custom equation library, the last entry in the built-in equations list is 'Custom Model'
as shown in the screenshot below:

Y =-A"explR"X)+C |

2Ep +C

3B +C

4Bxp +C
BExp+C
1EBp+Me+C
ZBp+Me=C
Znd Order, A=B
Znd Order, A<=B
Linear
Anisotropy, A->B
A-=B-=C
Kohlrausch
Pre-steady State
Custom Madel

This will display the Custom Model editor and library. A model that has been previously defined
can be selected, or a new model can be defined. The equation for the SuperOxide reaction is set
up as an example.

When generating a new equation model, Kinetic Studio will attempt to validate the model before
adding it into the library.

¥ Custom Equation Library x

Model Name Equation Mates

(A" R1"exp(R1~ X))/ (R.. |SuperOxide equation

Model

| SuperOxide || Clear/Remove
Notes

| SuperCxide equation

Equation
Y=|{M’R1‘exp{—ﬁ1’X])f’[R]ﬂ\’RZ'H—exp{—m = X0 |

| Check Equation is Valid | | Add Equation to Library | Cancsl | UseEquation |
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Entering a New Custom Model
When defining a custom model, parameter names should use the following guidelines:

A parameter name must begin with an alphabetic character a-z, upper or lower case.

Parameters are case sensitive. E.g. paraml1 is not the same as Param1
The independent variable must be t, T, x or X
The dependent variable y must not appear in the equation

An equation can contain up to 100 parameters

Please note that when entering parameters, certain reserved keywords, mathematical function
names and internal function names cannot be used.

* Currently, the typical rate constant variable 'k' cannot be used as a variable name. It is
recommended that R is used in its place.

Example parameters:

« A
MyParam
MyVarl
« R

« R1

« Rb

Internal Constants:

pi = 3.14159...
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Supported Mathematical Operations:

Usage
numl”~num?2
numil*num?2
numl/num2
numl\num2
numl mod num2
numl+num?2
numl-num2
-numl
(numl)
(numl)

Description
Absolute Value
Exponential

Similar to int

Integer

Natural log

Natural log

Log base 10

Random Number

Sign of a number
Square Root

Integer below number
Integer above number

max(numl,num2) Maximum of num1 or num2
min(num1,num2) Minimum of num1 or num2

Mathematical Function Operator
Power N
Multiplication *

Division /

Integer Division \

Modulus mod
Addition +
Subtraction -

Negation -
Parenthesis

Parenthesis

Supported General Functions

Function Usage

abs abs(number)
exp exp(number)
fix fix(number)
int int(number)
log log(number)
In In(number)
log10 log10(number)
rnd rnd(number)
sgn sng(number)
sqr sqr(number)
floor floor(number)
ceil ceil(number)
max

min

mag

mag(numl,num2) Vector magnitude of num1 and num2

© TgK Scientific Limited, 2018

143



Data Fitting

Supported Trigonometric Functions:

Function Usage Description

CoS cos(number) Cosine

sin sin(number) Sine

tan tan(number) Tangent

arcsin arcsin(number) Inverse Sine

arccos arccos(number)  Inverse Cosine

arctan arctan(number)  Inverse Tangent

sec sec(number) Secant

cosec cosec(number) Cosecant

cotan cotan(number) Cotangent

arcsec arcsec(number)  Inverse Secant

arccosec arccosec Inverse Cosecant

arccotan arccotan Inverse Cotangent

hsin hsin Hyperbolic Sine

hcos hcos Hyperbolic Cosine

htan htan Hyperbolic Tangent

hsec hsec Hyperbolic Secant

hcosec hcosec Hyperbolic Cosecant

hcotan hcotan Hyperbolic Cotangent
harcsin harcsin Inverse Hyperbolic Sine
harccos harccos Inverse Hyperbolic Cosine
harctan harctan Inverse Hyperbolic Tangent
harcsec harcsec Inverse Hyperbolic Secant
harccosec harccosec Inverse Hyperbolic Cosecant
harccotan harccotan Inverse Hyperbolic Cotangent

Helper Functions:

rtod rtod(radians) Radians to Degrees
dtor dtor(degrees) Degrees to Radians

Example Equation:
((A*R1*exp(-R1 *X))/(R1 +A*R2*(1-exp(-R1 *X))))

In this model, X has been used as the independent variable. As X is representing time, it may be
more descriptive to use t for time:

((A*R1* exp(-R1 * 1))/ (R1 + A * R2 * (1 - exp(-R1 * 1))))
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Once a model has been entered, named and any notes added, it can be validated and entered into
the equation library. If a backup is ever required, the equation file path is typically:

C:\Documents and Settings\All Users\Application Data\Kinetic Studio\equations.xml

Selecting a Custom Model

Scroll through the grid to select the required model. Once the line is highlighted, press 'Use
Equation' to return back to the fitting estimator and use the chosen model.

Once selected, the model is entered into the equation drop down list for convenience.

If Kinetic Studio is unable to provide any kind of estimation, it may generate an error message
and won't show a preview line in the chart window.
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Support, Updates and Suggestions

For any support enquiries, update requests or suggestions please contact TgK Scientific Limited.

TgK Scientific Limited
7 Longs Yard
Bradford-on-Avon
Wiltshire

BA15 1DH

Telephone: +44 (0)1225 868 699
Fax: +44 (0)1225 868 633

Web site:
www. hi-techsci.com
www.tgkscientific.com

Email: hi-tech@tgkscientific.com

When requesting software support that's related to a bug or error message, please provide as
much detailed information as possible. Please note down what action was performed prior to the

issue and if deemed appropriate, please supply the dataset related to the problem.

The version of Kinetic Studio is indicated in the main starting splash screen and in the status bar
at the bottom of the application.
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