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Warranty

Bio-Rad Laboratories warrants that the Microplate Manager software shall

substantially conform, in all operational features, to Bio-Rad’s current specifications
as published in Bio-Rad’s user and installation guides and that, when properly
installed, it will be free of material defects which affect system performance.

The Purchaser must notify Bio-Rad in writing, within 30 days of delivery of the
software (not including delivery of any subsequent modifications to the software), of
any defect. If the software is found to be defective by Bio-Rad, Bio-Rad’s sole
obligation under this warranty is to remedy the defect in a manner consistent with
Bio-Rad’s regular business practices. For a defect which adversely affects the
performance of the software, Bio-Rad shall use its best efforts to cure such defect as
soon as reasonably practicable after receipt of Purchaser’s notice. For minor defects,
Bio-Rad shall use its best efforts to correct such minor defects in the next release of
its software. If, however, Bio-Rad is unable to cure a major defect within 90 days of
receipt of Purchaser’s notice, Purchaser shall have the option to cancel this
agreement, whereupon Bio-Rad shall refund only the software fees paid.

The warranties set forth in this agreement are in lieu of all other representations and
warranties, expressed or implied, including warranties of merchantability and fithess
for a particular purpose and any other statutory or common-law warranty. Bio-Rad on
its own behalf expressly disclaims and excludes any and all such other
representations and warranties. Liability of Bio-Rad to Purchaser, if any, for breach
of warranty, or any other claim relating to this agreement, shall be limited to the total
amount of software fees paid by purchaser to Bio-Rad. In no event shall Bio-Rad be
liable for incidental or consequential damages, loss of business or profits, special or
indirect damages of any nature whatsoever. No amendment, waiver, or other
alteration of the warranties in this agreement may be made except by mutual
agreement in writing.

Purchaser agrees that Bio-Rad'’s liability arising out of contract, negligence, strict
liability in tort or warranty shall not exceed the amount of software license fees paid
by Purchaser.

This manual and the software (computer program) described in it are copyright Bio-
Rad Laboratories, Inc. with all rights reserved worldwide. Under the copyright laws,



this manual and the software program contained herein may not be copied, in whole
or in part, without the prior written consent of Bio-Rad, except in the normal use of
the software or to make a backup copy. This exception does not allow copiesto be
made for others, whether or not sold, but al of the materials purchased (with al
backup copies) may be sold, given or loaned to another person. Under the law,
copying includes trandating into another language or format.

A multi-use license may be purchased to allow the software to be used on more than
one computer owned by the purchaser, including a shared disk system.
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1.

Introduction

This manual assumes that you are familiar with your computer and standard
Windows commands and functions, such as opening, closing, and saving files, and
moving and clicking your mouse.

Some of the features and functions in Microplate Manager may be dlightly different
depending on whether you are using the Ultramark, Model 550, or Benchmark
microplate reader. These differences are noted in the text.

1.1 Overview of Microplate Manager

Microplate Manager is designed to collect, analyze, and output data from Bio-Rad’s
Ultramark, Model 550, and Benchmark microplate readers. It runs as a Windows 95,
Windows 98, or Windows NT 4.0 application on a computer that is directly
connected to the reader. It features a standard Wirfdawesface, with pulldown

menus, toolbars, and keyboard shortcuts.

Using Microplate Manager, you first select the type of reading you want to perform
and specify the layout of your microplate. Then you capture your data using the
microplate reader. Finally, you display your reports and print and/or export your data.



Microplate Manager User Guide

Select Type of Reading (Endpoint, Kinetic, or Multiple Plate Protocol)

Define or Select Microplate Template

A 4
Take Reading

4
Generate and Format Reports

y
Print/Export Data

Figure 1. Workflow of Microplate Manager

Microplate Manager can perform three general types of microplate readings. These
are called “protocols.”

« Endpoint protocols are used to acquire a single absorbance reading from each
well.

¢ Kinetic protocols are used to acquire a series of absorbance readings from each
well over a user-defined interval. These protocols are used to calculate reaction
velocities.

* Multiple plate protocols are used with a stack loader to collect endpoint data
from a series of plates. Multiple plate protocols save each endpoint data set in a
separate file.

First you select the type of protocol you want to create. Then you specify the settings
for your particular protocol and define or select a template for your microplate.
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Finally you take the reading. If you want to use the particular protocol you've created
again, you can save it as a file.

Once absorbances have been read, you can save them as a data file and display them
in a selection of reports. Your data can be viewed, printed, or exported to other
applications.

1.2 Types of Files

There are two types of files used by Microplate Manager. Protocol files contain the
settings for reading a microplate. Data files contain the data from the reading and any
formatting associated with that data.

Protocol Files

A protocol file contains the parameters of a reading. It includes such information as
mixing times and measurement wavelengths. Each of the three protocol types
(endpoint, kinetic, andmultiple plate) is slightly different, to accommodate the
different parameters used in each type. File names for protocols have the extensions
.epr (endpoint reading), .mpr (multiple plate reading), or .kpr (kinetic plate reading).

The protocol file also includespdate template. The template specified in the

protocol file is copied into the data file at the completion of a plate reading. If there

is no template specified in the protocol file, then the default template is copied into
the data file. Defining a template in the protocol file before a reading allows you to
create data files that contain all the information necessary to evaluate the absorbance
data and automatically generate the desired reports.

(You can edit or replace the template in the data file after a reading. However,
changes made to the protocol file template after a reading are not updated in the data
file.)

You may specify labels for reports; these are stored in the protocol file.

A list of reports to be printed and/or displayed at the end of a run are saved in the
protocol file.
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Data Files

The data file contains the raw data from the microplate reader. It has the extension
.mpm.

For an endpoint reading, this data consists of the individual absorbance readings
from the wells on the microplate. For akinetic reading, this datais the time course
series of the individual absorbance readings. A multiple-plate reading creates a new
datafile for each plate; each file contains endpoint absorbance measurements.

The data file al'so contains aplate template, which contains al the information
necessary to analyze the absorbance data, including a description of the assay, well
types, concentrations, dilutions, and the regression method used for computing
unknowns from standards. When the datafile isfirst created after the absorbance data
is collected, the template associated with the protocol fileis copied into the datafile.
You can later edit the template or completely replace it with a template from another
datafile.

Finaly, the data file includes some information on how the plate was read (e.g.,
measurement wavel ength, date/time of reading).

1.3 New Features in Version 5.0

Thisversion of Microplate Manager features an enhanced user interface with image
display and grid overlay features. Some of the new features of the software include:

« Flexible plate definition to handle images reads of plates from 1 to 1,536 wells,
including drag-and-drop well layout and multilevel undo when formatting
images.

¢ Improvementsin template formatting, including automatic scrolling when
formatting large plates, noncontiguous well selection for changing assay and
replicate set association, better handling of renumbering standards and unknowns
on densely formatted plates, and autofilling for rapidly assigning standard and
unknown replicate sets.

e Automated setup. The software automatically identifies the microplate reader
and establishes the connection to the reader.



Chapter 1. Introduction

Major improvements in associating protocols and templates.
More flexibility in tagging outliersin replicate sets.

Up to 12 different assays on one plate, each with its own blanks, controls, and
standards.

More status bar and cursor feedback in templates and reports, including well
information and cursor positions.

External standards and standard curve checking. A quantitative method for
comparing two standard curvesis now available. A statistical analysis of the
comparison is provided.

Improved display of graphics reports such as standard curve and kinetic zoom.
Incubator temperature adjustments as small as 0.2° C.

Improved handling of multipage printouts for larger plates.

Permanent tagging of user-edited or imported data on screen and in printouts.

Fully integrated simulated scanner for demos and practice runs, capable of
producing simulated data.

Complete reading protocols. Reading parameters, plate template, analysis
options, and print settings may be saved for repeated applications.

Auto-scaling of kinetic datain Kinetic Zoom Plot windows.






2. Installation and Setup

2.1 Instrument Specifications

2.1.1 Host Computer and Operating System

Microplate Manager will run under Windows 95, Windows 98, or Windows NT 4.0.

The host machine must be based on a Pentium Intel class CPU or higher. It should
have a hard disk of at least 200 MB, and a minimum of 16 MB RAM. It must have a
monitor and video card capable of displaying 256 colors at 1024 by 768 resolution.
There must be a SCSI-2 port available for connecting to the reader. A mouseis
required to use the software. A parallel port isrequired in order to print reports
directly from the PC.

The Ultramark communi cates with the host computer viaa SCSI-2 connection. Y ou
can use the SCSI-2 cable and Adaptec card provided by Bio-Rad (cat. no. 170-9521)
or purchase them from any computer store.

The Model 550 and Benchmark microplate readers communicate with the host
computer via a standard serial port and cable.

2.1.2 Microplate Readers

Microplate Manager 5.0 supports Bio-Rad’s Ultramark, Model 550, and Benchmark
microplate readers.

2.2 Connecting the Microplate Readers to the
Host Computer
A SCSI-2 cable and card (cat. no. 170-9521) are required to connect the Ultramark to

the host PC. Make sure all devices are turned off before making or changing cable
connections. See the hardware manual for details.
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A serial cableisincluded with the Model 550 or Benchmark and is used to connect
the instrument to the host PC. Make sure al devices are turned off before making or
changing cable connections. See the hardware manual for details.

2.3 Attaching the Hardware Protection Key

A hardware protection key (HPK) isincluded with this version of Microplate
Manager. Y ou must attach the HPK to your computer before you can run Microplate
Manager.

Before attaching the HPK, turn off your computer. If you have a printer attached to
your computer’s parallel port, turn that off aswell.

The HPK attaches to the parallel port on the back of your PC. If aprinter cableis
attached to this port, disconnect it. After you have attached the HPK, you can attach
the printer cable to the key itself and restart your computer and printer.

The HPK has adriver that is automatically installed when you install Microplate
Manager.

2.4 Installing Microplate Manager

Insert the Setup disk (Disk 1) into the floppy disk drive on your computer. On your
Windows taskbar, click the Sart button, then select Run. Type a:\setup in the field,
and click on OK.

The installer will prompt you to insert the remaining disks. The default program
directory is C:\Program Files\Bio-Rad\Microplate Manager. Y ou can select a
different directory when prompted to do so by the installer.

Theinstaller will place a startup icon on your desktop and create a Microplate
Manager directory on your Windows Start menu. When the installer is finished, click
on the Finish button.
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2.5 Starting Microplate Manager

To start Microplate Manager, click on the application icon on your desktop or select
Microplate Manager from the Programs directory on your Start menu.

-l

Microplate
b anager

Figure 2. Microplate Manager desktop icon.

The software will open, displaying the menu bar, main toolbar, main application
window, and status bar.

2.6 Selecting a Serial Port

The Ultramark connects to the computer viathe SCSI port. If you are connecting to a
microplate reader other than the Ultramark, you can specify the serial port connection
by selecting Communications Setup from the OPTIONS menu in Microplate

Manager. This opens adialog box in which you can select one of the available ports
on your computer.

Communications Setup x|

COk1: -
LM Cancel |

M2
COMZ:
COM4:

Figure 3. Communications Setup dialog box.
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When you open a protocol, Microplate Manager will 1ook first for areader at the
serial port you select. If areader isnot found at that port, the software will scan the
remaining ports as well as the SCSI bus for a reader.

If areader isfound at a particular port, that port will be selected. If no reader isfound
at any serial port or the SCSI port, you will receive an error message.

2.7 Setting Filters

If you change the filtersin the Ultramark or Model 550 microplate readers, you can
specify the wavelengths of the new filters from within Microplate Manager.
(Benchmark users should refer to the hardware manual for instructions on changing
filter settings.)

2.7.1 Ultramark Setup

Select Ultramark Setup from the OPTIONS menu

Set Filter Wavelengths

Filter Index | Wavelengthl Ok I
B0

200 Cancel |

340
415
490
550
G30
[=tala]

I 750

Pl =A== RN R RE S RSN EIV RN R

=

Figure 4. Ultramark Setup dialog box.
For each filter, enter the appropriate wavelength. The wavelengths of the filters that

are shipped with the Ultramark will be included with your Ultramark documentation.
If you change any of the filters, you will need to change these settings.

10
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Click on OK to implement your changes.

2.7.2 Model 550 Setup

Select Model 550 Setup from the OPTIONS menu

Model 550 Configuration

kM adel 550 Filter ‘W avelengths [nm] 0K
o1 ot s k|
[408 [450 Cancel |

Slot 4 Diefault |

Slat 3
J430 |65

Figure 5. Model 550 Setup dialog box.

For each filter, enter the appropriate wavelength. The wavelengths of the filters that
are shipped with the Model 550 will be included with your reader documentation. If
you change any of the filters, you will need to change these settings.

Click on OK to implement your changes.

2.8 Preferences

To set the user-defined preferences for Microplate Manager, select Preferences from

the FIL E menu.

11
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Ciefault File Location:
IC:'\F‘IDgram FilesBio-R ad\Microplate Managed J

Reszet All'wWarnings |

v Allows Simulated Scanner

¥ allow Random Yariations in Simulated Scans

QK. I Cancel | Advanced |

Figure 6. Preferences dialog box.

In the Prefer ences dialog box, you can enter or select the Default File Location for
opening and saving files. To select the directory, click on the “...” button next to the
text field and scroll through the directory tree. You can also type the full directory
path and name directly in the field. If an invalid path is entered, it will be ignored,
and the working directory will be used as the home directory.

Microplate Manager has a number of “warning” messages that pop up if you try to
perform certain operations. Those messages include a checkbox to disable the
warning (“Don’t show this warning again”). If you select that checkbox, and then
decide that you want to display the warning again, click oRéset All Warnings
button in thePr efer ences dialog box.

If you are not connected to a microplate readerAttmv Smulated Scanner
checkbox allows you to operate the software as if you were connected to an
Ultramark. In this mode, all the controls will appear active, but instead of real
readings, you will create “dummy” reports containing manufactured data. This is
useful for practice and demonstration purposes.

To enter simulated mode, the checkbox must be checked and, if you are connected to
a reader, the reader must be turned off.

When the simulated scanner function is enabled, you can alsoAlébacRandom
Variations. This will generate random numbers in your simulated scans.

» TheAdvanced button accesses additional preferences that should not be changed
except with the assistance of Bio-Rad support personnel.

12
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When you are finished making your selections, click on the OK button.

2.9 Sample Data Files

Six sample datafiles are installed with Microplate Manager, in adirectory called
Examplesin your Microplate Manager directory on your hard drive.

& Examples Mi=] E3
File Edit “iew Help
IﬁE:-:amples j | | e
acid Orange[1536]. mpm!
E ndpaint. mpm

Irmage(153E].mpr
Image(3234].mpm
FKinetic.mpm
Fubella [9G.mpm

| £ objects] | 1.54ME o

Figure 7. Examples directory.

Clicking on any one of these data files will open Microplate Manager and display the
template for that file. Then you can view the sample data using the commands
described in Chapter 6.

13






3. Getting Started

3.1 Menus, Toolbars, and Other Features

Menu Bar

Microplate Manager has a standard menu bar with pulldown menus that include all
the commands and functions in the software. The available menus and menu items
are different depending on the specific actions you are performing.

For example, when the software first opens, the menus will include basic file opening
and set-up features. When you are formatting a template, the menus will change to
include functions for formatting a template. When you are creating a protocol, the
menus will change to include related functions. After you have read a microplate and
the datais displayed, the menus will change again to include functions for creating
different reports and exporting your data.

Toolbars

Microplate Manager has amain toolbar that contains standard file and formatting
tools. It is displayed below the menu bar. Display of the main toolbar can be toggled
on and off from the VIEW menu.

File Edit “iew Format Aszap ‘wWindow Help

LHiE|(E| - |= 2] &| %

Figure 8. Default menu bar and main toolbar.

Other tools are associated with particular features of the software, and only appear
when you are using those features. For example, the template toolbar isonly
displayed when you are formatting atemplate. It islocated at the top of the template
form.

15
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Right-click Commands

Y ou can access many of the commands associated with the action you are currently
performing by using the right mouse button. For example, if you are in the process
of defining an assay on your template, clicking the right mouse button will display
many of the commands associated with that action. The commands are displayed in a
drop-down menu next to the cursor.

A

B :
Undo Formatting
HEdE et

C R 1]
Set Azsay. .

D Set Replicate Group...
Properties. ..

Figure 9. Example of commands available by clicking right mouse button.

Status Bar

The status bar appears at the bottom of the Microplate Manager window. If your
Ccursor is positioned over a button or menu command, a brief description of that
function will appear in the status bar.

In some reports (Raw | mage, Standard Curve), the status bar indicates the position
of the cursor. It aso indicates the position of the cursor when you are working with
templates.

Display of the status bar can be toggled on and off from the VIEW menu.
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3.2 Opening and Saving Files

Microplate Manager has two basic file types: Protocol files and datafiles. Protocol
fileshave a .kpr, .epr., or .mpr extension. Data files have a.mpm extension.

To open an existing protocol file or data file, select Open... from the FILE menu ,
select the name of the file you want to open, and click on the Open button.

To save aprotocol file, select Save Protocol or Save Protocol As... fromthe FILE
menu. To save adatafile, select Save Data/Template or Save Data/Template As...
from the FIL E menu. If you are saving a new file or renaming an old file, enter the
new file name and click on the Save button.

See the individual chapters on templates (Chapter 4), protocols (Chapter 5), and data
and reports (Chapter 6) for more information.

3.3 Reading Data from Other Applications

The software will read files from the previous version of the Microplate Manager/PC
software (version 4.0.x). It also imports datain several ASCII formats, including tab
delimited and comma delimited (CSV). Kinetic datais imported from one of three
formats defined in Kinetic Collector PC: COL, ROW, MTX. The software will not
read native files from the Macintosh Microplate Manager software, but it will read
tab delimited files generated by the Macintosh Microplate Manager software.

Data from al reports can be copied onto the clipboard, as well as exported to afilein
either tab delimited or comma delimited formats. Both tab delimited and comma
delimited formats may be exported into Excel®.

3.4 Quick Start

To read a plate immediately, perform the following steps:

1. Turnonthe plate reader and let it warm up. Prepare amicroplate and placeit in
the plate reader.

17
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2. Open Microplate Manager.

3. Under the FIL E menu, select New Endpoint Protocol, New Kinetic Protocol, or
New Multiple Plate Protocol, depending on the type of analysis you want to
perform. The protocol dialog box will open.

4. Inthe dialog box, select the size of your microplate from the Plate Type:
pulldown list and click on the Run button. The plate will be read and your raw
absorbance or velocity data will be displayed.

At this point, you can format the template, save and analyze the data, and generate,
display, and print any additional reports. (See the following chapters for information
about to perform these functions.)

3.5 Typical Scenarios

18

The following scenarios describe the workflow for typical kinds of analysis. Refer to
the following chapters for details on how to perform the particular functions.

Scenario 1. Endpoint Assay with Previously Formatted Template

Y ou want to perform an endpoint assay using a template layout that you have already
defined. From the FILE menu, you select New Endpoint Protocol. This opensthe
Endpoint Protocol dialog box. Y ou enter Mix Time, Initial Wait, and Incubator
settings for the reader.
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Absorbance Delay E

¥ Usze sbsarbance Delay

—well ta Monitor Cancel |
Bow: IF VI LColumn: |3 'I

—Acquire when the reading iz

' Ahove I.Iq— oD

" Below

hen absorbance delay is enabled, the plate data will be
acquired once the selected well haz a reading above or below
the zpecified abzorbance value.

Figure 10. Performing an endpoint reading.

Y ou have a datafile saved from a previous run with the template you want to use for
this plate, so you click on Pick Template... and choose that data file. Now that
everything is set, you click on the Run button.

After the reading is complete, the raw data values pop up. The plate template is also
displayed. Since the template already contains the concentrations of the standards,
you go straight to the Unknown Concentration Report (select Unknown
Concentration Report from the VIEW menu). You select Print... from the FILE
menu to print this report.

Y ou decide that you will be repeating this operation frequently, so you go back to the
Endpoint Protocol dialog box. The Reports... button opens adialog box in which
you specify the reports to view and/or print after each reading. Select the Unknown
Concentration Report for printing, and click on OK. Y ou select Save Protocol from
the FIL E menu and enter afile name to store this protocol on disk.

The next day, you want to repeat the protocol. Select the protocol file name from the
Open diaog box, place your plate in the reader, click on the Run button, and wait at
the printer for a hard copy of the new Unknown Concentration Report.

19
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Scenario 2. Kinetic Assay

Y ou want to perform a new kinetic assay. From the FIL E menu, you select New
Kinetic Protocol. The Kinetic Protocol dialog box opens.

For this assay, you would like to make five readings at 21-second intervals followed
by 20 readings at one-minute intervals. Y ou want to shake the plate for one second
before each of the first five readings.

To accomplish this, you define two reading sets. The first set has 5 repetitions, a 1-
second mix time, and a 22-second interval (the interval you want plus the mix time).
The second set has 20 repetitions, 0 seconds mix time, and a 60-second interval.

—FReading Sets .
Readingz  Interval  Mix Time Interval includes

[zec] fsec] | _— mix time
[5 [22 [
I [50 [0
| | |
| | |
| | |

b=

= I o =

i i Y N

+*
lcn

Figure 11. Defining the Reading Sets.

After inserting your 12 x 8 plate into the reader, you click on Run and the reader
begins collecting data. At this point, both the template and the Kinetic Plots Report
automatically pop up.

The Kinetic Plots Report shows a graph of absorbance versustime for each well. As
each reading is completed, the graphs are updated. After all of the data has been read,
you can display any relevant report (Limit, Control, etc.) by selecting it from the
VIEW menu. To change the velocity calculation, you go to Analysis Options... under
the OPTIONS menu and select one of the two cal cul ation methods under Kinetic
Maode. When you click on OK, the velocities are automatically recal cul ated.
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Scenario 3. Using External Standards and Curve Comparisons

Y ou are running the same assay on many samples. To increase throughput, you
would like to place a set of standards on the first plate and then use those to
determine unknown concentrations on all subsequent plates. Near the end of the day,
you want to check the consistency of the readings by comparing the external
standards (from the first plate) to a fresh set of standards.

First, you measure the absorbances of the standards on Plate 1 and save the resulting
dataas Data File 1. Next, while creating a protocol file for all subsequent data
collection, open the Standard Curve Report or Unknown Concentration Report
and select External Standards... from the OPTIONS menu. Choose DataFile 1 as
the sourcefile for the external standards. Now the unknown concentrations on all
plates read using this new protocol file will automatically be calculated using the
standards from Plate 1.

To compare a new standard curve to the external standard curve (from Plate 1),
define standards on the new plate (internal standards) and run the plate. When the
datais displayed, open the Standard Curve Report and select External Sandards...
from the OPTIONS menu. Choose Data File 1 as the source file for the external
standards. Both the internal and external standard curves will be displayed. Now
select Analysis of Variance... from the OPTIONS menu and a statistical summary of
the comparison of the two curves will be displayed.
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Figure 12. Comparing external and internal standards.
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4.

Templates

Templates allow you to specify the number of wells (Ultramark only) and the layout
of the standards, unknowns, controls, etc. on your microplates. Y ou use this layout
information both when reading the microplate and when analyzing your data and
organizing it in your final report(s).

>

Ultramark only: This version of Microplate Manager alows you to capture and
display an image of your microplate using the Custom Template feature. If you
create or select a custom template, you can view the resulting image using the
Raw Image Report. This feature also allows you to specify any plate
dimensions up to atotal of 1,536 wells.

Y ou can define your template at several stages in the reading process.

L]

>
4.1
4.1.1

Y ou can define the template first, by selecting an existing or new template
directly from the FIL E menu, formatting it, then saving it as afile. Y ou can then
select this template file from within a protocol, and it will be automatically read
into the final datafile.

Y ou can open and format a template from within the protocol dialog box. It will
then be automatically read into the final datafile.

Y ou can format the template in the final datafile, or replace the template in the
datafile with a different template. (However, your changes will not be saved
with the protocol.)

It is useful to format your template before reading the microplate so that this
information can be included in the protocol file. This allows reports to be
automatically generated, displayed, and printed immediately after plate reading.

Opening a Template

Opening an Existing Template

To open an existing template, select Open from the FIL E menu or click on the Pick
Template button from within a protocol dialog box. Thiswill open the File Open

23



Microplate Manager User Guide

dialog box. Select the appropriate directory and double-click on the template file to
open it.

Template files have a .mpm extension—that is, they are saved as data files, even if no
data has been read into the template. Templates with no data have “0.000” entered
into the data fields.

4.1.2 Opening a New Template

24

To open a new template, seléaw Template from theFILE menu. (See Chapter 5
for information on selecting a new template from within a protocol dialog box.)

Templates are listed in terms of numbers of columns and rows. For example, a 96-
well microplate will have the dimensions of 12 columr&rows. A 1536-well
microplate will have the dimensions of A82.

Ultramark users can select from one of three standard template sizes: 12x8, 24x16, or
48x32. Model 550 and Benchmark users can only select the standard 12x8 template.

If you are using the Ultramark, you can also define your own template size by
selectingCustom.

» If you select a custom template, the Ultramark will capture an image of the
microplate at 500 micron resolution; standard templates will smply capture
well data. There is no difference in the resulting data and analysis; however, if
you use a custom template, you can view the resulting microplate image in the
Raw Image Report. This report is not available if you use a standard template.
See section 6.6.5 for more details.

[Z= Edit ‘fiew [Option: Help

12u8
Open... Ctrl+0 24u16
45 % 32 Select Custom to
New Kinstic Protocol S select/add a different
- . _— format
Mew Endpoint Protocol Custar...

Figure 13. Selecting a template.
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Creating a Custom Template Format

» Thisfeatureis only available to users of the Ultramark.

If the layout of your microplate is not listed, select Custom. A dialog box will open,
alowing you to create a new template format.

Read Templates E2
[1x1]
[1248)
24 1 16 o

Madify...
Remove
Select
Canicel

ke
|R= =

o |
|
e |
i |
oee |
e

Figure 14. Creating a custom template.

In thisdiaog box, if the template format you want is listed, simply double-click on it

to select it (or click on it once to highlight it, then click on the Select button to select

it).

e Tocopy aformat, click on the format name, then click on Copy. The copy will
have the original format name plus a “:1" extension. You can then modify the
copy (see below). This is useful if two microplates have the same number of
wells, but the physical dimensions of the plates are different.

« To delete a format, click on the format name, then click@nove. You will be
asked to confirm the deletion.

¢ To close the dialog box without selecting a template, click o&#neel button.

e« To add a format, click on th&dd button. To modify or rename an existing
format, click on it, then click oModify. Both of these buttons will open the
Define Plate Format dialog box.
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Define Plate Format E2
Dimenzions — Label Columtis with - oK |
(ol ' Letters

o

& Numbers ﬂl

i~ Label Bows with——
& Letters
€ Numbers

Flate Name:

|[34 % 28]

Figure 15. Defining the format of a plate.

In the Define Plate For mat dialog box, you can enter the numbers of Columns and
Rows in your microplate in the appropriate fields.

You can also choose how your columns and rows should be labeledi:ettéts or
Numbers. The default labeling is numbers for columns and letters for rows; however,
if the number of rows exceeds 26, numbers will be substituted for letters.

You can enter a different name for your plate inRtee Name field.
When you are finished making your selections, click orCKéutton.

Defining the Physical Dimensions of the Plate

» This feature is only available to users of the Ultramark.

If you need to change the physical dimensions of your plate (the distance from the
edge of the plate to the center of a well, the shape of the wells, etc.), click on the
Physical button. This will open thhysical Dimensions dialog box.
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Physical Dimensions for plate format "“[24 x 16]" E
— Plate Dimenzionz [mm) _DK
Qffget of Top Left Well Center: (.jﬂ -
#1:[45 sl [45 x1 G O Cancsl
Offzet of Baottor Right well Center: O O »x2
He! |4 v I"‘1 2
Y
—well Shape Wl Dimengions [mm) Estraction Area
" Circle width |4.25 ' Single Paint
* Eliipse Height |3.5 " wihole Well
' Rectangle ' Part of Well |60 ill %

Figure 16. Entering the physical dimensions of your plate.

In the Physical Dimensions dialog box, you can enter the distance in millimeters
from the edges of the plate to the centers of the corner wells. Entering the offset
distances for the top left well (x1, y1) and bottom right well (x2, y2) will provide the
dimensions for the entire plate. Refer to the diagram in the dialog box for guidance
on which distance to enter into which field.

» All dimensions are in millimeters and are from the edge of the plate to the center
of the well.

You can also select the shape of your well3r€ele, Ellipse, or Rectangle—by
clicking on the appropriate option button.

If your well shape is a circle, you can enter Ehameter (in millimeters) of each
well. If your well shape is an ellipse or a rectangle, you can ent®vitlle and
Height.

Extraction Area is the area of each well that is measured for data. You can obtain
data from &&ingle Point at the center of each well, thidhole Well, or part of a well.

If you selectPart of Well, specify the percentage of the well you want to measure.
The red circle gives you a visual representation of part of the well you are selecting.
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When you have specified the physical dimensions of your plate, click on the OK
button.

4.2 Viewing the Template

Y ou can display atemplate in three sizes. Under the VIEW menu, select Show Full
Sze, Show Compact, or Show Tiny. The smaller sizes are useful for viewing larger
templates.

If atemplate istoo large to fit in the display window, it will be displayed with scroll
bars along the right side and bottom of the template window.

Cursor Feedback

When you move your cursor over atemplate, the well number is displayed next to the
cursor and in the status bar at the bottom of the Microplate Manager window. In
addition, if applicable, the assay number, well formatting, and current value of the
well are displayed in the status bar.

E
S

Tool tip——G—b
H

Status Bar info—psdell F1: Azzap 1, Unknown 19, value 0,815

Figure 17. Example of cursor feedback in a template.
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Information about Individual Wells

Another source of information about your template isthe Well Info dialog box. To
open thisdialog, click on awell and select Properties fromthe EDIT menu, or right-
click and select Properties from the drop-down list. Thiswill open the info box.

Well Info - X6

Mumber CE
Type Unknown
Catizel |
402,000

Reading
Beplicates &
Drilution |1

Figure 18. Well Info dialog box.

Theinfo box shows the number, type, and reading of the well you selected. It also
listsal the wellsin its replicate group, and shows the dilution for the replicate group.
Y ou can enter a new dilution here, and the change will be reflected throughout the
application.

Y ou can only display the properties for one well at atime.

4.3 Features of a Template

When you select a new template from the FIL E menu (or from within one of the
protocol dialog boxes), ablank template will open, displaying the layout grid you
selected and the template toolbar.
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Figure 19. Blank 12 x 8 template.

Using the template toolbar, you define the wells that contain your standards,
unknowns, blanks, and controls. Y ou can aso identify replicate groups within your
unknowns and standards. Wells may be grouped by assay within the template, and
you can enter concentrations of standards and dilution factors for unknowns.

The following is asummary of the information that can be stored in atemplate:

L]

Number and location of assays on the plate.

Well type (i.e., standard, unknown, positive or negative control, blank, or
undefined).

Replicate groups (if any) for standards and unknowns within each assay.
Concentrations of standards for each assay.

Dilutions of unknowns for each assay.



Chapter 4. Templates

Customized name for each assay.

Notes about each assay to be printed on reports.
Type of regression for each assay.

Type of axes for each regression.

External standards (if any) to be applied to each assay

Types of Wells

A template allows you to define six different types of wells:

L]

Standard wells contain your standards. They are indicated by acircle with a
number at the center that indicates the replicate group.

Unknown wells contain your unknowns. They are indicated by a square with a
number at the center that indicates the replicate group.

Blank wells are used to measure background noise for accurate absorbance
calculation. They are indicated by a diamond with aletter B at the center.

Positive control wells contain samples that define the upper limit of your data
range. They are indicated by a triangle with a “+” at the center.

Negative control wells contain samples that define the lower limit of your data
range. They are indicated by an inverted triangle with a “-" at the center.

Undefined wells are undefined in the template. They are indicated by an empty
white square.
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Figure 20. Example of a plate template with two different assays defined.

Replicate Groups

A replicate group is a group of wells with the same standard or unknown. For each
replicate group, a mean absorbance value (in the case of endpoint or multiple plate
protocols) or velocity (in the case of kinetic protocols) is calculated, along with the
standard deviation and coefficient of variation for the replicate group. If more than
one blank, positive, or negative control is defined for atemplate, they are treated like
areplicate group, and the same statistical analyses are performed (mean, standard
deviation, and coefficient of variation).

Assays

Up to 12 assays may be defined on asingle plate. These are differentiated by color.
Thefirst assay aways appears as the standard background gray. If you define
subsequent assays, they appear as different colors. Independent statistical analysis
and data reduction are performed for each assay.
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Concentrations and Dilution Factors

Concentrations of standards and dilution factors for unknowns may also be entered
using separate dialog boxes. If the concentration or dilution values are in a geometric
series, you only need to enter theinitial value and the ratio; Microplate Manager will
calculate the remaining values.

4.4 Formatting a Template

After you have opened atemplate (see section 4.1.2), you are ready to format it.

» If you have reports that are associated with your displayed template, you should
close them before formatting or editing the template. Reports are updated every
time the template changes, and the recal culation time may make the program
much less responsive.

The commands for formatting a template are located on the template toolbar and on
the FORMAT menu.

gssa_l,.l ‘window  Help
Azzay

v Select
Elank.
Bositive Contral
Megative Contral FHSrhiFHH
Standard ChelSohifbn
annown ChhShifH

Undefined

b hifir

» Mo Autofil
Autafil Across
Autafil Down
Autafil Set Size...

Besequence Well Mamas

Plate Size: 8312 r@"’l ¢|i| Alk_®|/i\|‘\'7|@1_mlﬁl

Figure 21. Format menu and template toolbar.
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Some additional assay-related commands are located onthe EDIT and ASSAY
menus.

Undo and Redo Formatting Commands

If you make a mistake while formatting, select Undo Formatting fromthe EDIT
menu. Thiswill undo the last formatting change you made to the plate template. Once
undone, the formatting can be redone by choosing Redo Formatting from the EDIT
menu.

The Undo and Redo commands can also be accessed by clicking the right mouse
button when the pointer is positioned over the template.

44,1 Step 1. Define the Assays

34

If there is more than one assay on a plate, you should define the assaysfirst, then
define the well types. If you accidentally define a new assay over adefined well in
another assay, well numbering will be affected.

To define an assay, click on the Assay button on the template toolbar (or select
Assay from the FORM AT menu). The cursor will change into the Assay tool. Then
drag the mouse to select all wellsin the assay. Asyou drag, a box will appear on the
template marking the selected wells.
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A
Figure 22. Defining an assay with the Assay tool.

When the mouse is released, a new assay will be created, and all the wellsin the
assay will have the same color.

Y ou can define up to 12 assays on a single template. When you are done defining
your assay(s), click on the Select button on the toolbar to change your cursor back to
normal functionality.

» When anew templateisfirst displayed, al wells are considered to be part of
Assay 1. Thefirst assay defined with the Assay tool is named Assay 2, the
second assay defined with the Assay tool is named Assay 3 and so forth, and all
remaining wells are considered part of Assay 1. If al wells are eventually
reassigned from Assay 1 to another assay, the assay numbers are not resequenced
and there will not be an Assay 1 on the plate or in the reports.

Assay Info

To rename your assays, annotate them, or change their colors, select Assay Info...
from the ASSAY menu. Thiswill open the Assay Information dialog box.
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Assapl| Assap 2 Assap 3 | Assay 4| Assay | Assap 6 |
Name Display Color
== [
Notes

ar. I Cancel

Figure 23. Assay Information dialog box.

Each assay will have its own tab. Click on the tab of the assay you want to change.

Enter a new assay name and notes about the assay in the appropriate fields. Assays
may have any name up to 30 characters in length. Notes are printed with the reports.

To change the display color, use the pulldown menu under Display Color to select
from the available colors.

Changing a Well to a Different Assay

A well may be reassigned to a different assay by clicking on the well with the Select
tool assigned and selecting Set Assay... under the EDIT menu (you can also right-
click with your cursor over the well and select Set Assay... from the drop-down
menu). Thiswill open the Change Assay dialog box. Choose the assay to move the
selected well into from the drop down list of assays.

4.4.2 Step 2. Define the Well Types
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The next step is to identify the standard wells and unknown wells on your template.
Click on either the Standard button or the Unknown button on the template toolbar
(or select these commands from the FORM AT menu). If you are defining standards,
your pointer will have an S attached to it. If you are defining unknowns, your pointer
will have an X attached to it.



Chapter 4. Templates

Y ou can then click and/or drag on your template to define your well types.

Clicking on a particular well will mark that well as a single standard or unknown.
Clicking on several wellsin succession will number them sequentially.

Y ou can also number your wells sequentially by using the Autofill buttons. Click on
Autofill Left to Right and drag across arow of wells with your Sandard or Unknown
pointer. The wells will be numbered sequentially from left to right. Click on Autofill
Top to Bottom and drag down a column of wells, and the wells will be numbered
sequentially from top to bottom.

© X |2

8 9 10 11

@l«r t| #| Alx|®|Aa|T
1 2 3 Fi

Autofill Left to 4 8 6

Right selected

Figure 24. Autofilling a row of standards.

If you drag across multiple rows or columns, the wells will be numbered sequentially
from top to bottom, left to right, across the rows and columns.

Y ou can define as many different standards and unknowns as you have wells on your
template.

Replicate Groups

Y ou can also define replicate groups by dragging on the template.

With your Standard or Unknown pointer, click on the Turn Off Autofill button, then
drag across a group of wells. All the wells you select will have the same number,
indicating that they are in the same replicate group.
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Figure 25. Defining a replicate groups of unknowns.

Dragging across another group of wells will assign those to a second replicate group,
and so on.

Suppose you have several replicate groups aligned in single rows or columns. If there
are the same number of replicates in each group, you can use the Autofill buttons and
the # button to define these groups quickly and easily.

With your Standard or Unknown pointer, click on the # button, and specify the
number of replicatesin each group. Then click on the Autofill Left to Right or Autofill
Top to Bottom button, depending on whether your replicates are in rows or columns.
Drag across arow or down a column. When you finish dragging, your replicate
groups will appear, numbered sequentially.
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Autofill Left to Click here to select number of
Right selected replicates in set (in this case, 4)

\
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Figure 26. Defining multiple standard replicate groups in a row.

If you drag across multiple rows or columns, the replicate groups will be numbered
sequentially, top to bottom and left to right.

Standards and unknowns (and replicate groups) are numbered sequentially within
each assay. If you have defined more than one assay on your template, each will have
its own Unknown 1, 2, 3, etc. Y ou cannot define well types across assays.

L]

To change the type of awell or group of wells, simply overwrite them asif you
were defining for the first time.

To change the replicate group of awell or group of wells, first select the well(s)
with the Select tool, then choose Set Replicate Group... from the EDIT menu or
theright-click list of available commands. Thiswill open asmall dialog box.
Select the desired replicate group from the pulldown list of existing replicate
groups within the dialog box.

If your well numbering is out of sequence and you want to correct it, select
Resequence Well Names from the FORM AT menu. The wellswill be
renumbered in the correct order. Thisis a cosmetic change, and will not affect
the analysisin any way.
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e Toundefine wells or replicate groups, click on the Format as Undefined button
(or select Undefine from the FORM AT menu) and click or drag on the wellsto
be undefined. All formatting will be erased from these wells.

4.4.3 Step 3. Enter the Concentrations of the Standards

40

If you have identified standard wells on your template, you can enter the
concentrations for those standards.

Select Edit Sandard Conc... fromthe EDIT menu. Thiswill open the Edit
Standards dialog box.

Edit Standards E3
Azzay 1 |
—Azgign Concentrationz ———— — Calculate Concentrations
™ Enter Manually & Enter Automatically
Standard | Conc. |~ Mozt Concentrated Standard: 51 gy
51 Concentration of 51 |12.DDD
52 £.000
53 3000 Dilution Factor: |2 >
L 1.500 LCalculate
55 0750
S6 0375 c e LT I—
—_— oncentration Unitz:— u
57 0188 =] = £
[Concentration units do not impact calculations]
QK. I Cancel

Figure 27. Edit Standards dialog box.

Each defined assay with standards will have atab that is labeled with the name of the
assay (default names are Assay 1, Assay 2, etc.). Concentrations for each assay are
entered separately on aform under each tab. To enter concentrations for Assay 2,
click on the Assay 2 tab.

Each standard is listed in the column at the |eft. The default concentration is 1.
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Click on the Enter Manually button to directly input the concentrations of your
standards. Then type in the concentrations in the appropriate fields in the Conc.
column.

If adilution series was created for the standards, the software can calculate the
concentrations of each standard. Click on the Enter Automatically button, then click
on the button that identifies the standard with the highest concentration and enter that
concentration and the dilution factor in the appropriate fields.

» Cdculations are made by dividing by the dilution factor, so do not input
fractional values for the dilution factor. If each standard is half the concentration
of the previous standard, enter 2 for the dilution factor. If each standard
concentration is one-fourth the previous, enter 4, and so on.

Click on Calculate when all the information is entered. The concentrations in the
Conc. column will be automatically updated.

To use the automatic calcul ation feature, the most concentrated standard must be
either the first standard (S1) or the last.

Y ou can enter the units of concentration in the appropriate field; however, they are
not required. These units will appear in your reports.

Repeat this procedure for each defined assay on your plate.
To implement your changes, click on OK.

4.4.4 Step 4. Enter Dilutions of Unknowns

Y ou can also enter dilution factors (if any) for your unknowns. Select Edit Unknown
Dilutions... from the EDIT menu. Thiswill open the Edit Unknowns dialog box.
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Edit Unknowns E

Azsay 1 |Assay 2| Azsay 3| Hesay 4| Azsay 5| Azsay EI

—Agzign Dilutions—————— ~ Calculate Dilutionz
" Enter Manually + Enter Automatically
Unknown | Dilut. Least Diluted Unknown:; £ %1 x4
X1 Dilution of 31 I'I.DDD
% iggg Diilution Factor: |2— kS
X4 | 8000 = :

Ok | Cancel

Figure 28. Edit Unknowns dialog box.

Each defined assay has atab that is labeled with the name of the assay (default names
are Assay 1, Assay 2, etc.). Dilutions for each assay are entered separately on aform
under each tab. To enter dilutions for Assay 2, click on the Assay 2 tab.

Each unknown is listed in the column at the left. The default dilutionis 1.

Click on the Enter Manually button to directly input the dilutions of your unknowns.
Then typein the dilution factor in the appropriate fields in the Dilut. column.

» The number in the Dilut. column is the dilution factor, not the fina
concentration. For example, if the first unknown has a dilution factor of 1 (i.e.,
no dilution), and each unknown is twice as diluted as the previous unknown,
enter 2 for the second unknown, 4 for the third unknown, 8 for the fourth
unknown, €tc.

The software can calculate the dilution series for you. Click on the Enter
Automatically button, then click on the button that identifies the |east diluted
unknown and enter that dilution and the dilution factor in the appropriate fields.
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Click on Calculate when all the information is entered. The dilution factorsin the
Dilut. column will be automatically updated.

To use the automatic calculation feature, the least diluted unknown must be either the
first unknown (U1) or the last.

Repeat this procedure for each defined assay on your plate.
To implement your changes, click on OK.

445 Step 5. Select Regression Curve
To set the type of regression method and the axes for each standard curve, choose

Sandard Curve Report from the VIEW menu. The Standard Curve dialog box will
open.

Plated: Standard Curve H=] 3

Abzorbance (0D
1

LA I I [ B
=] 10 15

Conc. ()

There are no standards defined in the aszay.

a1 o o

Figure 29. Standard Curve dialog box.
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Click on the tab of the assay you want to change, then choose the type of regression
method from the OPTIONS menu or from the standard curve toolbar at the bottom
of the dialog box.

Also select the types of axes from the OPTIONS menu or from the toolbar. The
types of axes are linear-linear, linear-log, log-linear, and log-log. For the logistic
regression method, only linear axes are available.

Repeat this procedure for each assay on your plate.

To implement your changes, close the dialog box by clicking on the Close box in the
upper right corner.

4.4.6 Step 6. Select External Standards
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If you run the same assay repeatedly, you may not want to include standards on every
plate. Microplate Manager allows you to run your standards once, then include them
in subsequent readings.

To do so, with your template displayed, select Sandard Curve Report or Unknown
Concentration Report from the VIEW menu and click on the tab of the desired

assay.

Choose External Sandards... from the OPTIONS menu to open the External
Standar ds dialog box.



Chapter 4. Templates

External Standards

Aszap 1 I Agzap 2 I Agzap 3 I BAgzay 4 I Azzap b I Agzap B I
— External Sounce

¥ External Standard

Source Azzap

Azzay 1 j

(]4 Cancel

Figure 30. External Standards dialog box.

If you are already using external standards, the External Standards checkbox will be
selected. To stop using external standards, deselect the checkbox and click on OK.

To begin using external standards, click on the External Sandards checkbox. This
will activate the File button. Click on the File button and a dialog box will open.

External Standards E2

Azzap | Besay 2 I Azsay 3 I Agsay 4 I bszay B I Besay B I

— External Source

¥ External Standard

Source Aszay

Agzap 1 j

QK. Cancel

Figure 31. Selecting the source file for the external standards.
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Select the datafile containing the external standards and click on Open. The names
of all assays with defined standards within the selected datafile will appear in the
Source Assay pulldown menu.

— External Source

¥ External Standard

File... |

Source Agzsay

ssay 2 j

Figure 32. Selecting the source assay for your external standards.

Under the Source Assay pulldown menu, select the assay that contains the desired
external standards. When you are finished, click on OK to close the dialog and
implement your changes.

Notes on External Standards

When the source assay is selected for an external standard, the standards datais
copied from the source file into the new data file. Any subsequent changes to the
standards in the source file will not be updated in the new datafile. After external
standards have been copied into a datafile, the imported standards in that data file
can now be used as the source for subsequent files.

External standards override internal standards. If the External Standards checkbox is
checked, then the concentrations of the unknowns are calculated using the external
standards, even if internal standards are also defined on the plate. To make
calculations using the internal standards, deselect the External Standards checkbox.

In the Unknown Concentration report, external standards are labeled “XSn,” where
nis an integer beginning at 1.
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4.4.7 Step 7. Saving the Template

Save the template as a data file by selecting Save Data/Template or Save
Data/Template As... from the FILE menu. Thiswill open astandard Save Asdialog
box. Enter the name of the template and click on Save. The template will be saved
with a.mpm extension.

If you try to close the file before saving, you will be prompted to save the file before
closing.
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5. Protocols

Protocols contain the settings for controlling the microplate reader. To read a
microplate, you must first open a protocol and specify the settings.

» Some of the features and functions in the protocols are different depending on
the type of microplate reader (Ultramark, Model 550, Benchmark) you are using.
These differences are noted in the text. The figures depict some functions that
are only available with the Ultramark.

Microplate Manager has three general types of protocols: Endpoint, kinetic, and
multiple plate.

« Endpoint protocols are used to acquire a single absorbance reading from each
well.

¢ Kinetic protocols are used to acquire a series of absorbance readings from each
well over a user-defined interval. Y ou can use these protocols to calculate
reaction velocities.

e Multiple plate protocols are used with a stack loader to collect endpoint data
from a series of plates. Multiple plate protocols save each successive endpoint
data set in a separate file.

First you select the type of protocol you want to use, then you specify the settings for
your particular reading, and finally you take the reading. If you want to reuse the
particular protocol you've created, you can save it as a file.

Creating a New Protocol

To create a new protocol, selé&sw Kinetic Protocol, New Endpoint Protocol, or
New Multiple Plate Protocol from theFIL E menu. This will open the dialog box for
that particular type of protocol.

Opening an Existing Protocol

To edit an existing protocol file, choo®pen... from theFILE menu, and then select
the protocol name from tH@pen File dialog box. File names for protocols have the
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suffixes .epr (endpoint reading), .mpr (multiple plate reading), or .kpr (kinetic plate
reading).

» Only one protocol may be open at atime.

Untitled: Endpoint Protocol M= E3
Pick Template... | Show Template | Reparts... |
— Reader Plate Type: — Incubator
’W |12 Wi j ™ Incubator On
Custarn Plate Type. .. o 70 -
— Elapzed Time | S = =
n- Thiz plate type will cause .
00:00:00 the reader to send well data lftztleiey Ve | 1C]
but ho image.

250 420
Incubator belov setpoint,

— Reading Parameters

* Single Measurement Filter; |44|:| 'I
= — Reader Doar

€ Dual Reference Filter: |44|:| vI Open | Close |

There iz no absorbance delay defined. Mix Speed: Ih
Initial it [sec): ID

Abzarb Delay...
Esaures DO | Mg Time [zec): ID—

Figure 33. Example of a protocol dialog box (note that some of the functions
displayed here are only available with the Ultramark microplate reader).

Each protocol dialog box has numerous settings for controlling the microplate reader.
Some settings are the same for al protocols, while others are unique to the specific
type of protocol. Also, some settings are only available with the Ultramark
microplate reader; these settings are noted in the descriptions that follow.

The next section describes features common to all the protocols, and subsequent
sections describe the features unique to each type of protocol.
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5.1 Features Common to All Protocols

All three protocol types share basic reading parameters such as measurement
wavelength, reader type, and delay; basic plate template and analysis parameters;
reporting features; and functions for saving the protocol and running the reader.

5.1.1 Reader Identification

When you select a new or existing protocol from the FIL E menu, the software first
scans for the SCSI or seria port connection to the microplate reader. (For
instructions on specifying a port, see section 2.5.)

» If noreader isfound, you will receive a warning message. Make sure the reader
isturned on, and check all the connections to the reader. See the microplate
reader hardware manual for more details.

5.1.2 Selecting a Template

Each protocaol file includes a microplate template that specifies the number of wells
to beread, aswell as any additional formatting information you want to include
(locations of standards, unknowns, controls, etc.). Thistemplate is copied into the
datafile when areading is taken.

From within the protocol dialog box, you can either create a new template (Ultramark
only) or pick an existing template. See Chapter 4 for a description of templates and
instructions on creating and saving them.

If no template is selected, a default template of 96 blank wells (12 x 8) is used.

Selecting an Existing Template

To select an existing template for your plate reading, click on the Pick Template...
button. Thiswill open aFile Open dialog box, from which you can select the
predefined template to include in the protocol file.

» Templates cannot be copied from existing protocol files. They must be copied
from data files (.mpm extension).
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After you select the template, it is displayed on the screen and simultaneously copied
into the protocol file.

Selecting a New Template (Ultramark only)

If you are connected to an Ultramark, you can select a new template from the
pulldown list under Plate Type: in the center of the protocol dialog box or click on
the Custom Plate Type... button to create a new plate type. Custom plate types are
displayed inside parentheses.

Custom plate types
Flate Type: are displayed within

th
(371 29) 7] Prentheses

Custarn Flate Type. .. |

Thiz plate twpe will cause
the reader to zend an image.

Figure 34. Selecting a new template in a protocol dialog box.

Clicking on Custom Plate Type... is the same as selecting New Template > Custom...
from the FILE menu. See section 4.1.2 for more information about selecting a new
template and creating custom templates.

Displaying and Saving Templates in Protocol Files

To display the template that is stored in the current protocol file, click on the Show
Template button. (If you click on Pick Template... and select an existing template, it
will be displayed automatically after selection.)

A template is not saved in the protocol file until you save the protocol. After you
have selected/edited a template from within the protocol dialog, select Save Protocol
or Save Protocol As... from the FILE menu, or click on the Save button on the main
toolbar.

» Protocols are not automatically saved when you click on Run. To preserve
changes to a protocol file, you must saveit.
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When atemplate is saved in a protocol file, it will remain there until you select a
different template.

» If you create or edit atemplate in one protocol and want to copy it to another
protocol, you must first save it asadatafile. To do so, you have to click on Run.
Thiswill create adata file with a copy of the template in it. Y ou can then save
this data file and open it from within the new protocol.

5.1.3 Setting the Reading Parameters

Microplate Manager will read a plate in either a single-wavelength or a dual-
wavelength mode. To select the filter wavelength (in nanometers) for measurement
and reference readings, go to the Reading Parameters section of the protocol dialog
box.

FReading Parameters

% Single Measurement Filter: |44EI "I
" Dual Reference Filter: |44|:| vI

Figure 35. Reading Parameters in the protocol dialog box.
The wavelengths you have specified for your microplate reader’s filters are listed in

the pulldown menus. See section 2.7 for instructions on how to set the filter
wavelengths for your microplate reader.

If you select th&ingle button, one measurement filter will be used for your reading.

If you select thédual option, you can also select a reference filter. The reference
filter will not capture any data, but will provide a baseline reading that you can
subtract from your measurement reading.

5.1.4 Incubator Controls (Ultramark and Benchmark only)

To use the incubator of the Ultramark or Benchmark, click ohritwéator On
checkbox in the protocol dialog box.
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 Incubator

Setpoint; =370 *C

Incubatar Temp. [*C]

250 420

Incubator below setpoint,

Cloge lid when incubatar iz on.

Figure 36. Incubator settings.

The Setpoint is the temperature that the incubator will warm up to and maintain
throughout the reading. The range is(258.2.0°C; the default setpoint is 37°C. To
change the setpoint, click on the arrows next to the temperature field.

The blue status bar displays the current temperature. If you click &urtHzitton
before the incubator reaches the setpoint, a message box will warn you that the
setpoint temperature has not been reached.

5.1.5 Mix Settings

Mix Time specifies the length of time that a plate is shaken before the reading is
taken. Enter a mix time in seconds, then selé&dibeSpeed (Ultramark only) from
the pulldown list Low, Medium, High). When you click orRun, the reader will
shake the plate for the specified mix time before taking a reading.

5.1.6 Reader Door (Ultramark only)

From within the protocol window, you can open and close the tray door of the Ultramark
by clicking on the Open or Close button in the Reader Door field.

Reader Dioar
’7 Open Cloze

Figure 37. Ultramark reader door controls.
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5.1.7 Reports

You can select certain reports to be automatically displayed and/or printed after a
reading is taken. Click on the Reports... button to open a dialog box listing the
available reports.

Ok,
Report Hame Dizplay | Print
x - Cancel |
Fiavs Data Report x -
Abzorbance Report - - ﬂl
Lirmit HEDCI[t I_ I_ EI" Labels |
td atris Fepart - -
Cantral Renart r C The plate template and
F raw data reports are

MHormalization Report - r alwapz dizplaped.
Standard Curve - r
Unknown Concentrations - -

Figure 38. Reports dialog box for endpoint and multiple plate protocols.
The plate template is aways displayed immediately after a reading. For endpoint

and multiple-plate protocols, the Raw Data Report is also auto-displayed. For
kinetic protocols, the Kinetic Plots Report is displayed.

To select certain options for automatic printing such as page orientation and paper
source, select Print Setup... from the FILE menu. Thiswill open aPrint Setup
dialog box.

Reports that are not selected in advance in the protocol file may be generated,
displayed, and printed from the datafile.

Labels

From within the Reports dialog box, you can create custom labels to be printed at the
top of each report. If you create alabel in a protocol, after the plate has been read and
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before the reports have been generated, you will be prompted for the labeling
information if it has not already been entered.

For example, if the labels “Date” and “Operator” are created in a protocol file, then
when that protocol is run, a dialog box will pop up after plate reading prompting you
to type the date and the operator's name. Both the label (e.g., Date) and the label
contents (e.g., July 4, 1999) are printed on the report.

In the Reports dialog box, click orLabels... to open théefine L abels dialog box.

Define Labels

Label Defines: 0k |
Cancel |

Inzert... |
Add Predsfined Labels | Delete |

Figure 39. Define Labels dialog box.

See section 6.6.1 for information about defining labels.

After you have defined your labels, you can fill them in by clicking ortHe
Labels... button in theReports dialog box.

See section 6.6.1 for information about filling in labels.

» You can also define and fill out labels after the protocol has been run, when the
data is displayed (see section 6.6.1). Labels created after a protocol has been run
cannot be saved with the protocol.
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5.1.8 Running a Protocol

Once dl the parameters have been set, click on the Run button to begin taking a
reading.

While the reading isin progress, the Run button will change into a Stop button and
the other controls will become inactive. A digital clock will display the elapsed time.

test2_epr: Endpoint Protocol =]
Eiek Temmlate.. | Shaw Tiemm|ate | Hepnrts,. | Stop |
= Eeader, Elate TuEe: = | cuatan
[Diamak. I['I 3% 18] j I | [Feutatorn Hn
[Etrstan Flate Tupe.. _ )
— Elepzed Time— | SEtpmt: =370
00:00:01 ks plate tpe wil Gatse

i LhErEadEr s e ammmage: Incubatar Temp, [T]

s hteadit Farameters | 250 m 2L

Figure 40. Example of a running protocol.

Clicking on Stop will stop the reading in progress.

For kinetic and multiple-plate protocols, data acquired up to the time the reading is
stopped will be displayed and may be saved. For example, if arun of 100 readingsis
stopped during reading 51, you can save the first 50 readings. If you stop an endpoint
protocol, al datawill be lost.

5.1.9 Saving a Protocol

Y ou must save your protocol to preserve any changes you have made to the protocol
parameters. To save a protocol, select Save Protocol or Save Protocol As... from the
FILE menu or click on the Save button on the main toolbar. Enter a name for the
protocol in the dialog box. The default extensions for kinetic, endpoint, and multiple
plate protocol files are .kpr, .epr, and .mpr, respectively.

» Protocols are not automatically saved when you click on Run. To preserve
changes to a protocol file, you must saveit.
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5.2 Features Unique to Endpoint Protocols

Endpoint protocols collect one absorbance reading for each well on amicroplate. To
run a new endpoint protocol, select New Endpoint Protocol from the FILE menu.

Untitled: Endpoint Protocol M= E3
Pick Template... | Show Template | Reparts... |
— Reader Plate Type: — Incubator
’W |12 Wi j ™ Incubator On
Custarn Plate Type. .. o 70 -
— Elapzed Time | S = =
n- Thiz plate type will cause .
00:00:00 the reader to send well data lizbe il ypYe)
but ho image.

250 420
Incubator belov setpoint,

— Reading Parameters
* Single Measurement Filter; |44|:| 'I
= — Reader Doar

€ Dual Reference Filter: |44|:| vI Open | Close |

There iz no absorbance delay defined. Mix Speed: Ih
Initial it [sec): ID

Ahbsarh, Delay..
Absor ancR £lay. | Mig Time [sec]:}'ﬁ

\

Absorbance Delay button Initial wait field

Figure 41. Features unique to an endpoint protocol dialog box.

The controls common to all protocols are described in the previous section. The
controls specific to endpoint protocols are described below.

Initial Wait

The Initial Wait option delays the start of areading by the specified number of
seconds after you click on Run. Thisis useful for adjusting for the initial lag time
associated with delayed reactions. Enter a number in the field to set an initial wait
time.
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Absorbance Delay

Absorbance Delay delays data collection until awell that you select reaches a
specified level of absorbance. To access the controls for this feature, click on the
Absorbance Delay button.

Absorbance Delay E

¥ Usze sbsarbance Delay

—well ta Monitor Cerel |
Bow: IF VI Columr: |3 'I

—Acquire when the reading iz

' Ahove I.Iq— oD

" Below

hen absorbance delay is enabled, the plate data will be
acquired once the selected well haz a reading above or below
the zpecified abzorbance value.

Figure 42. Absorbance Delay dialog box.

In the Absor bance Delay dialog box, click on the Use Absorbance Delay checkbox
to enable this feature. Select the row and column number of the well whose
absorbance you want to monitor from the pull-down lists. In the Acquire when the
reading is section, specify an absorbance that is above or below a certain OD value.
Below will begin data collection when the measured absorbance is below the
specified OD, and Above will begin data collection when the absorbance is equal to
or greater than the specified OD.

Click on the OK button to implement your changes.

5.3 Features Unique to Kinetic Protocols

Kinetic protocols are used to acquire a series of absorbance readings from each well
over atime period that you specify. Y ou can use these protocols to cal cul ate reaction
velocities.
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To run anew kinetic protocol, select New Kinetic Protocol from the FIL E menu.

Untitled: Kinetic Protocol M= E3
Pick Template... | Show Template | Reparts.. |
— Reader Plate Type: — Incubator
’W |12 Wi j ™ Incubator On

LCustom Plate Type. .. " =0 -
—Elapzed Time— | Setpoint: E C

n- Thiz plate type will cause .
00:00:00 the reader to send well data lizbe il ypYe)
but ho image.
250 420
Incubator belov setpoint,

— Reading Parameters

* Single Measurement Filter; |44|:| 'I
= — Reader Doar

€ Dual Reference Filter: |44|:| vI Open | Close |

—Reading Set .
= EFiseatlings Interval  Mix Time Mix Speed: IL':'W jv
[zec] [z2c]

Mg i B jo

w2 | | |

B | |

o | | |

[ #5 I I I .-’-‘mal_l,lsisgptinnsl

Reading sets Analysis options

Figure 43. Features of a kinetic protocol dialog box.

The controls common to all protocols are described in section Features Common to
All Protocols. The controls specific to kinetic protocols are described below.

5.3.1 Reading Sets
A reading set consists of the number of times a plate is read, the delay between each

reading, and (if desired) the mixing time before each reading. Y ou can specify up to
five reading sets per protocol.
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To activate areading set, click on the checkbox next to the set number. Only sets that
are checked will be run.

Enter the number of readings you want to take in the Readings column.

Next enter the interval between the start of two consecutive readings in the Interval
column. Note that this is the minimum time necessary for one complete reading plus
any mixing time you specify. For astandard 12 x 8 (96-well) plate, the smallest
interval you can specify is 7 seconds. For custom plate sizes, the smallest interval you
can specify is 450 seconds (7.5 minutes). If the interval you enter istoo short, a
message box will tell you the minimum total read time.

Finally, you can specify amixing time for your plate. If no mixing is desired, enter a
0.

> If you specify amixing time, be sure to include thistimein the interval between
readings (Interval column).

5.3.2 Analysis Options

To access the other kinetic protocol options, click on the Analysis Options... button.
Thiswill open the Analysis Options dialog box.
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Analysiz Options E2
Tirne: Lirnit
I Secaonds

[ Use Upper Time Limit I Secotnds

— dbzorbance Linit

[ Use Lower Absorbance Limit I oo

[ Use Upper &bsorbance Limit I op

— Type of Analysiz
Kinetic Mode IMa:-t Welocity 'I # Paints |3_

Megative Kinstics [

Thiz bow zetz the analysiz options of the protocol,
The zettings in thiz box affect data analysis.
These zettingz do not change how the data iz
gathered.

ak. I Cancel |

Figure 44. Analysis Options in the kinetic protocol dialog box.

The settings in this dialog box will only affect the analysis of your data. They will not
change the raw data that is gathered.

Time and Absorbance Limits

In this dialog, you can specify atime range and/or an absorbance range for your data
points. If time limits and/or absorbance limits are set, then only data points within
these limits will be used to calculate the reaction velocity. Thisis useful for
excluding aninitial lag time in delayed reactions or for excluding the end of a
reaction as it approaches equilibrium.

To set time limits, select the appropriate checkbox(es) and enter a number of seconds
in the appropriate field(s).
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To set absorbance limits, select the appropriate checkbox(es) and enter ODs in the
appropriate field(s).

If none of the limit checkboxes is selected, then all data pointswill be included in the
velocity calculations.

Velocity

There are two methods for calculating kinetic velocities. Thefirst fitsaline to the
entire data set and defines the reaction velocity as the slope of thisline. The second
fitsalineto every subsegment of n points, where n is specified by the user, and
identifies the greatest velocity from among these segments.

Under Kinetic Mode, select one of the following options:

« Vdocity. The kinetic velocity (slope of the absorbance versus time curve) will
be calculated by linear regression using all the data points. If time or absorbance
limits are selected, then all the data points within the selected range are used in
the velocity calculations.

¢ Max. Velocity. Kinetic velocities will be calculated for overlapping segments of
the reaction, and the maximum velocity will be reported. Y ou then select the
number of data points to include in each segment of the reaction; the minimum
number of pointsistwo. The first segment begins with the first data point and
extends for the number of points you have selected. The second segment begins
with the second data point, the third segment with the third data point, etc.

For cases where the absorbances decrease with time, the velocities will be negative.
To change the sign of the velocities, select the Negative Kinetics checkbox.

» If the velocities are negative, then the velocity or maximum velocity axis of the
Standard Curve Report is constrained to linear unless the Negative Kinetics
box is checked (logarithms cannot be taken of negative values).
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5.4 Features Unique to Multiple Plate

64

Protocols

The multiple plate protocol will perform single endpoint readings on a series of
plates and store these readings in separate data files with a common root file name.
This protocol may be used with or without a stack loader. With a stack loader, you
program the loader to load your plates in sequence. Without a stack loader, you will
be prompted to manually load and unload each plate in the sequence, up to the
number you specify in the protocol.

To run anew multiple plate protocol, select New Multiple Plate Protocol from the
FILE menu. Thiswill open the M ultiple Plate Protocol dialog box.
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Untitled: Multiple Endpoint Protocol
Pick Template... | Shov Template | Reports... | Bun
— Reader Plate Type: r— Incubator
’W I'I2 PE:] ﬂ ™ Incubator On
LCusgtom Plate Type... - IE 70 ¢
— Elapzed Time - | e = E
e Thiz plate type will cauze "
00:00:00 the reader to send well data Incubator Temp. (1)
but no image.
— Reading Parameters 250 2L
3 Incubatar below zetpaoint.
& Single Measurerment Filter: |44D 'I
- — Reader Door
" Dual Reference Filter: |44D 'I e | Close |

There iz no abzorbance delay defined.

Abgprbance Delay...

Filenane:

-

Mix Speed: Ian vI
Initial b it [sec): IEI <
Mix Time [zec] IEI

Mum of Plates: |2—

Murm of Plates R

Absorbance Delay button

Filename field

Multiple plate settings Initial wait field

Figure 45. Features of a Multiple Plate Protocol dialog box.

The controls common to all protocols are described in section 5.1. The controls
specific to multiple plate protocols are described below.

Initial Wait

The Initial Wait option delays the start of the protocol by the specified number of
seconds after you click on Run. Thisis useful for excluding an initia lag timein
delayed reactions. Enter anumber in the field to set an initial wait time.

65



Microplate Manager User Guide

66

Stack Loader Checkbox

If you are connected to Bio-Rad’s Twister stack loader and have installed the
associated software, tisack Loader checkbox will appear checked when you first
open the Multiple Plate Protocol window. (If the Twister software is not installed,
this checkbox will be unavailable.) If you do not want to use the stack loader,
deselect this checkbox.

With the checkbox checked, when you click onRue button in the protocol
window, thePlate Handler Options dialog box will open.

Plate Handler Options E2

— Run Parameters
— Plate Type
Defaults j
— Lid Configuration———— Restacking Option
& NoLids (Ol o i
" Lid on Top Plate OMLY " Restack at End of Rack
4l Plates Have Lids " Restack at End of Batch
¥ Usze Extended Capacity [ Scan Barcode
QK I Cancel Twizter Configuration/Training...

Figure 46. Plate Handler Options dialog box.

From this dialog box you can enter the main Twister control panel by clicking on the
Twister Configuration/Training button. See th&wister User Guide for instructions
on configuring the Twister using this panel.

After you exit the Twister control panel, you will have to click onRla button
again to reenter the@late Handler Options dialog box.
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After you have defined your plate types and other configurationsin the Twister
control panel, select the appropriate plate type from the pull-down menu under Plate
Type in the Plate Handler Options dialog box.

The Restacking Option buttons allow you to specify whether and how you will
restack your plates. Restack at End of Rack will restack the plates after each rack is
emptied. Restack at End of Batch will wait to restack the plates until all the platesin
all the racks have been read.

If you have arack for storing lids on your Twister (specified in the Twister control
panel), you can select the appropriate option in the Lid Configuration field.

If the Twister Extended Capacity platform has been installed, you can select the Use
Extended Capacity checkbox. If you do not want to use the Extended Capacity,
deselect this checkbox.

If abarcode reader isinstalled with your Twister, the Scan Barcode checkbox will
appear checked. If you do not want to scan barcodes, deselect this checkbox. If a
plate has a barcode, it will be stored in the plate file and printed on al the reports. (It
will not be visible in the reports displayed on the screen.) If a plate has no barcode,
the barcode reader will return ablank string.

Number of Plates

If the Stack Loader checkbox is selected in the main protocol window, the Num of
Plates field will be grayed out. As the stack loader progresses through a stack of
plates, the Num of Plates Read field will indicate the number of plates that have been
read.

If you want to load your plates by hand, deselect the Stack Loader checkbox and
enter the number of plates in the Num of Plates field. Then, when you click on Run,
you will be prompted to insert the next plate in the sequence after each plate has been
read.

Filename Field

In the course of abatch of multiple plate readings, each data set is saved as soon as
each reading is complete. Before you run a multiple plate protocol, you must specify
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abase file name for the resulting data files. File names are then constructed by
appending two digits to the base file name.

Enter the base file name in the Filename: field. A file path may be entered as well.
Clicking on the button next to the Filename: field allows you to browse the directory
tree for adirectory to save your filesin.

For example, if you enter c:\mydataltest and read three plates, the resulting data files
will be named test-01.mpm, test-02.mpm, and test-03.mpm, and these will be written
to the c:\mydata directory. If you scanned a bar code number on each plate, the data
file name will also be appended with that number (e.g., for bar code number
ABC123, the resulting file name would be test-01-ABC123.mpm).

Absorbance Delay

Absorbance Delay delays data collection until awell that you select reaches a
specified level of absorbance. To access the controls for this feature, click on the
Absorbance Delay button.

Absorbance Delay E3
¥ Use sbsorbance Delay

—well ta Monitor Eere] |
Bow: IF vI Calunin: |3 vI

—beguire when the reading i=

{* Ahove Im— oD

" Below

hen absorbance delay is enabled, the plate data will be
acquired once the selected well has a reading above or below
the specified abzorbance value.

Figure 47. Absorbance Delay dialog box.
In the Absorbance Delay dialog box, click on the Use Absorbance Delay checkbox

to enable this feature. Select the row and column number of the well whose
absorbance you want to monitor from the pull-down lists. In the Acquire when the
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reading is section, specify an absorbance that is above or below a certain OD value.
Below will begin data collection when the measured absorbance is below the
specified OD. Above will begin data collection when the absorbance is equal to or
greater than the specified OD.

Click on the OK button to implement your changes.
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6. Data Formatting and
Reports

After you have run your protocol, your data and the associated template will be
displayed automatically. Y ou can then organize your datain avariety of reports and
save the data as a datafile.

To open an existing data file, select Open... from the FIL E menu, select the name of
the file you want to open, and click on the Open button. Datafiles have a.mpm
extension.

6.1 Summary of Available Reports

When your datais displayed, the available reports will be listed under the VIEW
menu. These will be different depending on the type of protocol that has been run.
Endpoint and multiple-plate protocols produce absorbance data; kinetic protocols
produce velocity data. The type of data determines the type of reports that are
available.

All protocols can produce the following reports:

« Raw Image Report (Ultramark only): Thisreport is available if you have
selected a custom template (see section 4.1.2). It displays an image of the
microplate with the collected absorbance data (kinetic protocols produce
multiple images, one for each absorbance reading).

e Limit Report: Given upper and lower data limits, shows which wells had data
over the upper limit, which wells had data below the lower limit, and which
wells had data within the limits.

¢ Matrix Report: Resemblesthe Limit Report, except data within the limits are
divided into 10 ranges (0-9), and the wells containing the data are numbered
accordingly.

e Control Report: Same as the Limit Report, except the upper and lower limits
are determined by positive and negative controls.
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Normalization Report: Similar to the Limit Report, except that the readings are
displayed as percentages relative to the limits.

Standard Curve Report: Displays the interpolation curve defined by your
standards, as well as associated statistical analyses. Five different regression
methods (linear, quadratic, cubic, cubic-spline, and four-parameter logistic) are
available.

Unknown Concentrations Report: Unknown concentrations are computed
based on the standards and regression method you have chosen.

The following reports are specific to endpoint and multiple-plate protocols
(absorbance data):

L]

Raw Data Report: Displays the raw absorbance values for the microplate wells.

Absorbance Report: Subtracts the mean absorbance of the blank wells from the
raw absorbance of each well.

The following reports are specific to kinetic protocols (velocity data):

L]

Velocity Report: Shows the velocity of each well, calculated from the raw data
as specified in the Analysis Options dialog box.

Adjusted Velocity Report: Subtracts the mean velocity of the blank wells from
the raw velocity of each well.

Kinetic Correlation Coefficient Report: Shows the correlation coefficient of
the linear fit for each well.

Kinetic Standard ErrorsReport: Shows the standard error of the linear fit for
each well.

Kinetic Plots Report: Shows the time evolution graph of each well.

Kinetic Zoom Plot Report: Shows the kinetic plots data for a selected well.
Shows the fitted equation for the linear regression and its standard statistics.

From within a protocol dialog box, you can select the reports to be automatically
displayed after a protocol isrun. See section 5.1.6 for instructions.
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6.2 Saving Your Data

Datais displayed and saved with templates (see Chapter 4 for more information
about templates). To save your data, select Save Data/Template or Save
Data/Template As... from the FILE menu. Thiswill open a Save As dialog box.
Enter the name of the data set/template and click on Save. The data set/template will
be saved with a.mpm extension.

If you try to close a newly created data set before saving, you will be prompted to
savethefile.

6.3 Manually Editing Data

Microplate Manager allows you to manually edit your raw data. For kinetic data sets,
select Edit Velocities... from the EDIT menu. For endpoint (and multiple-plate) data,
select Edit Raw Data... from the EDIT menu.

Edit Raw Data E
12 ]alaf5]5s|

A 0078 0433 0793 1158 1.518 14878

B 0078 0433 0793 1158 1.518 14878

C 0078 0433 0793 1158 1518 1878

D 0.078 0.433 | [EER 1518 1.878

Cancel |

Figure 48. Editing raw data.

Your datawill be displayed in a spreadsheet format. To change a particular number,
select it and overwriteiit.

» All changed numbers will be permanently shaded in gray to distinguish them
from unedited data.
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Y ou can highlight multiple number fields by dragging your cursor over the fields.

Y ou can highlight rows and columns by clicking on the button at the beginning of the
row or column. Y ou can cut or copy your data using key commands: Ctrl + x = cut
and Ctrl + ¢ = copy

Y ou can paste your datainto different rows/columns or into different spreadsheet
applications using the key command Ctrl + v.

Click on OK to accept your changes.

» For kinetic data, recalculating the velocities will overwrite the manually-entered
velocities. Velocities are recalculated whenever the kinetic mode, the time range,
or absorbance range is changed. See section 5.3.2 for details.

It is not possible to edit individua absorbance readings of akinetic datafile.

6.4 Identifying Outliers

74

If some well readings appear to be incorrect and you do not want to include themin
your standard curve calculations or reports, you can flag them as outliers.

With your data displayed, select Edit Outliers... from the EDIT menu. Thiswill open
the Select Outliers dialog box.
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Select Dutliers

5

Azzay 1 |
Label Pnsitinnl Raw Dalal Dutlier
51 a1 1.235 ~
51 |az2 1.268 | x
51 [a3 1.268 -
52 |a4 0935 -
52 |a5 1.016 -
52 |&F 1.016 -
53 a7 0908 -
53 |48 1.033 £
53 |29 1.005 B3
sS4 (a0 0.e17 -
sS4 [an 0.886 -
s4 [a12 0.863 B3
S5 |81 0,775 -
S5 (B2 0.795 -
S5 (B3 0.782 -
S6 |B4 0.752 -
56 |BS 0.861 -

=l

o |

Cahicel |

Figure 49. Select Outliers dialog box.

Click on the checkbox next to the well number and associated val ue that you want to
flag as an outlier. Thiswell will not be included in any reports, and will not be used
to calculate the standard curve. If an outlier well is part of areplicate group, that well

will not be used to calculate the average value for the group.

When you are finished selecting your outliers, click on OK to implement the changes.

Clicking on Clear will uncheck all the boxes.

75



Microplate Manager User Guide

6.5 Editing or Replacing the Template in a
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Data File

After aprotocol has been run, the template from the protocol fileis automatically
copied into the data file and displayed (see Chapter 4 for more information about
templates). When you save a data set, the template is saved with it. When you open
an existing datafile, the template is always displayed with the data.

This template may be edited or completely replaced by another template.

Editing a Template in a Data File

To reformat an existing template, smply format it as you would a new template. For
instructions on opening, saving, and formatting templates, see Chapter 4.

» Each change you make in atemplate will automatically update all the open
reports. This can greatly slow the processing time of the computer. For this
reason, you should close all open reports before changing the template.

Changes to atemplate will be lost unless the data file is saved again by choosing
Save Data/Template or Save Data/Template As... from the FILE menu.

Replacing a Template in a Data File

To replace the template in a data file, open the file with the template to be replaced
(if it isn’'t already open), then choo3eansfer Template... from theEDIT menu and
select the data file that contains the desired template.

» The new template must be the same dimensions as the template being replaced.

The new template will be displayed. When the data file is saved by ch&asang
Data/Template or Save Data/Template As ... from theFILE menu, the transferred
template is saved in the data file with the absorbance readings.
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6.6 Reports

With your data displayed, select the report you want to display from the VIEW
menu. The available reports will be different depending on the type of data you have
displayed. Endpoint and multiple-plate protocols produce absorbance data; kinetic
protocols produce velocity data.

To close any of the report windows, click on the Close box in the upper right corner
of the window.

6.6.1 Labels

Y ou can create custom labels to be printed at the top of each report. To create your
labels, select Labels... from the EDIT menu. Thiswill open the Define Labels dialog
box.

Define Labels

Label Defines: 0k |
Cancel |

Inzert... |
Add Predsfined Labels | Delete |

Figure 50. Define Labels dialog box.

Y ou can specify up to six different labels. There are four predefined labels:
Analyst, Chemistry, Plate #, and Source. Click on Add Predefined Labels to
add these labels to your reports. To add some of these labels but not all, first
add them all, then select the label(s) you don’t want and click ddelete
button.

You can also add or insert user-defined labels. To append a label to the
bottom of the current list, click on thld... button and enter a name for
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your label in the field in the pop-up box. To insert alabel into the label list,
select the existing label above which you want to insert the new label, click
on the Insert... button, and enter a name for your label in thefield in the
pop-up box.

Add Label E
Label; IDate
Cancel |

Figure 51. Dialog box for adding or inserting labels.

Click on OK to implement your changes.

Back in the Define L abels dialog box, to delete alabel from the list, select it and
click on the Delete button.

Fill Labels

After you have created alabel, you can enter the information to be included in that
label immediately, if desired. Select Label Contents from the EDIT menu. This
opens the Fill Labels dialog box.

Fill Labels

the pratocal
Cancel

These are the labels associated with this plate.
Changing thesze labels does not impact the labelz in

Plate # : I Chernistry : I

Source : I Analyzt I

Figure 52. Fill Labels dialog box.

In this dialog, each label nameis followed by atext field. Enter the label information
to be printed on each report. Click on OK when you are finished.
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6.6.2 Raw Image Report (Ultramark only)

The Raw Image Report is different from other reportsin that it is an actual image of
your microplate with the wells and absorbance areas highlighted. This report is only
available if you performed a plate reading with the Ultramark using a custom
template. If you run a protocol using a standard template, well datais collected but
no image is generated. (See section 4.1.2 for more information about custom versus
standard templates.)

To open an image, select Raw Image Report from the VIEW menu.

= Plate6.mpm: Image 1 M=l E3

e e e e e e e S e e
e
e
.
.
s
e
GEnosatranaensa s
i ‘%ﬁﬁ:%%%%%%%%%%%r%%%@ﬁﬁ%%@%
-
e ehei el eciel et Seb st el ekt eN ey sTeleleh e N e Tele)

7

Section of plate with absorbance data
Figure 53. Example of a Raw Image Report (1536-well plate).

» Kinetic protocols will create multiple images: one for each absorbance reading.
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Viewing an Image

The IM AGE menu contains specia tools for viewing your images.

Window  Help

Zoom...
Zoom to 1005
Zoorm ba 200%

Single
Yertical
Harizontal
* Tiled
Select »

v Show wells
v Show Pattern
v Usze Actual Patten
v Tranzlucent Pattern
Wwiell and Pattern Color  »

Palette 4
Report only Location

Figure 54. Image menu.

Theimageis displayed in awindow that can be resized by dragging the lower right
corner of the window in and out. If Fit to Window is selected in the IM AGE menu,
when you resize the window, the image will resize aswell. If Fit to Window is
deselected, the image will not resize when you resize the window, and scroll bars will
appear if the image becomestoo large to fit in the window.

Y ou can magnify your image by selecting azoom factor from the IM AGE menu.
Selecting Zoom... allows you to zoom in by clicking directly on the image and zoom
out by clicking on the image while holding down the Shift key.

Kinetic protocols create multiple images: one for each absorbance reading. Under
the IM AGE menu, you can arrange these vertically by selecting Vertical or in rows
by selecting Horizontal. Y ou can tile the images by selecting Tile, or display only
one image at atime by selecting Sngle. If you are displaying images one at atime,
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select the one to be displayed by choosing Select from the IM AGE menu and
selecting the appropriate image number.

When you move your cursor over the image, the cur sor location is displayed in the
status bar at the bottom of the Microplate Manager window. When the cursor is over
awell, the well number will be displayed next to the cursor and in the status bar. In
addition, if applicable, the assay number, well formatting, and current value of the
well are displayed in the status bar. If you select Report Only Location from the
IMAGE menu, the coordinates of the cursor and the absorbance value at that point
will be displayed, but not the well information.

Image Features

» Instudying the features of a microplate image, it is useful to first magnify the
image using the zoom tools.

A typical microplate image shows the microplate grid, the outlines of the defined
wells, and the defined area of the well that data was collected from.

If Show Wells on the IM AGE menu is selected, color representations of the
individual wellswill be displayed. The size and shape of these wells are specified in
the Physical Dimensions dialog box (see below, and in section 4.1.2).
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= Plate6.mpm: Image 1 | _ O] x|

Well
shape

\

Data
extraction
area

Boundary
between
microplate
wells

Figure 55. Close-up of a microplate image.
Show Pattern on the IM AGE menu displays the area of the well used for data

collection (i.e., the extraction ared). Thistoo is specified in the Physical Dimensions
dialog box (see below, and in section 4.1.2).

Show Tranglucent Pattern toggles the pattern display between transparent and
opague.

Well and Pattern Color alows you to change the color used to display wells and
patterns.

Palette allows you to change the color of the entire image.

Formatting the Image

The Raw Image Report has a number of specia formatting features.

From the FORM AT menu, you can change the dimensions of your custom template.
Select adifferent template size by selecting Plate Sze... or specify different physical
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dimensions for your template by selecting Physical Dimensions.... See section 4.1.2
for details on these features.

Many of these formatting settings affect what part of the image your datais collected
from, and thus affect the data itself. For example, if you change the extraction areain
the Physical Dimensions dialog box, thiswill change the area of the well that is used
for data collection, which will change the data itself.

Because formatting changes can affect your data, multi-level undo and redo are

supported for the image formatting commands. Select Undo Plate Format from the
EDIT menu to undo each formatting change, or Redo Plate Format to redo a

formatting change.

6.6.3 Reports Available for Endpoint and Multiple Plate Data Only

Raw Data Report

| Endpoint. mpm: Faw Data Report

=] B3
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0.936
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0.041
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0E72
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0.961
0.853
0EF7
0.036
0.040

Figure 56. Raw Data Report.

The Raw Data Report contains the absorbance readings exactly as they are received
from the reader. A missing or out-of-range value is indicated by three asterisks (***).
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Absorbance Report

'Endpninl_mpm: Absorbance Report _ [O]x]

2 3 4 5 3 7 8 9 10 | 11 12

1.231]1.231| 0348 0973 0973 0571 0936 0963 0750 0.843 0.826
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0.903 0907 1.018 0533 1.036 0.973| 0.973| 0.931 0.953 0.835 0832 0.574
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0778 0811 0890 0823 0807 0.816| 0.816| 0.773 0.862 0.849 0.953 0640

(3] o [l L=l [ (- -1 -

Figure 57. Absorbance Report.
In the Absor bance Report, the mean absorbance of all the blank wellsin an assay is
subtracted from the raw absorbance for each non-blank well in the same assay. A

negative value will be reported if the mean absorbance of the blank wells is greater
than the absorbance of the unknown well.

Absorbances are displayed only for standards, unknowns, and positive and negative
controls.

6.6.4 Reports Available for Kinetic Data Only

Velocity Report

'Kinelic_mpm: Kinetic Yelocity Report

958.0| 10120 .
40 9320] 9360 5540 7100 5620) 4080 2040 13000 2000 1000 100
6.0 10220 10360 3340 B866.0| 5360 4560 2620 1060 360 180 E.0
20 1086.0) 10360 8330 8660 EOEO| 4160 2060 23400 340/ 100 E.0
140 9540/ 1018.0 8260 VEEO 5720 3340 2080 1640 220 100 E.0
520/ 53220| 10540 8220 7620 6600 3580 3020 380 200 140 4.0
E.0 900.0| 1030.0 5080 75400 5740 5240 3260 1520/ 380 2.0 E.0
18.00 926.0| 9740 8730 7320 5700 4700 2300 10600 230 8.0 8.0

TS m|m = e |-

Figure 58. Velocity Report.
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The Velocity Report displays the velocities of your well readings, based on the
analysis options you selected when you ran your kinetic protocol.

Y ou can reopen the Analysis Options dialog box and change the settings by
selecting Analysis Options from the OPTIONS menu. See section 5.3.2 for more
information.

Adjusted Velocity Report

| Kinetic.mpm: Adjusted Yelocity Report [_ O] ]

2 3 4 5 6 i ] 9 10 | 11 12

5558 4358 4958 4558 4238| 2618 2358 1878 183 38
507.8| 447.8| 3738 5278 4478 3478 1878 1078 118 38
551.8) 4638 4038 3838 397.8| 3318 2368 738 238 48
433.8| 503.8| 34558 3538 3378 3238 1783 1838 223 38
559.8) 4553 G038 4378 395.8| 3358 1998 1238 138 38
539.8| 303.8| 4738 3378 4158 3478 2738 958 1398 38
431.8| 483.8| 46358 3838 M58 3918 3118 1318 278 38
439.8 45983 4738 421.8 4438| 3758 2278 838 198 1.8

TS| |m|2(C = |

Figure 59. Adjusted Velocity Report.
The Adjusted Velocity Report displays the adjusted vel ocity for each well

calculated by subtracting the mean velocity of the blank wells from the raw velocities
displayed in the Velocity Report.
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Kinetic Correlation Coefficient Report

'Kinetic_mpm: Kinetic Correlation Coefficients
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Figure 60. Kinetic Correlation Coefficient Report.

The Kinetic Correlation Coefficient Report displays the correlation coefficient of
the velocity segment for each well. The correlation coefficient, or “r” value, is a
measure of the precision of the fit of the linear regression to the raw data. An “r”
value of 1.00 represents a perfect correlation. See the discussion in section 6.8.

Kinetic Standard Errors Report

'Kinelic_mpm: Kinetic Standard Errors
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Figure 61. Kinetic Standard Errors Report.

TheKinetic Standard Errors Report shows the calculated standard error of the
velocity for each well. If you have large standard errors (more than 5-10% of the
corresponding velocity), you should reset the limits (u@leéfIONS > Analysis
Options...) to focus on the linear portion of the results.
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Kinetic Plots Report

'Kinetic_mpm: Kinetic Plots
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Figure 62. Kinetic Plots Report.

Using the Kinetic Plots Report, you can display a plot of the change in absorbance
with time for each well. The absorbance limits, total read time, time limits, and
number of readings are listed below the chart.

When you move your cursor over the report, the well numbers will appear next to the
cursor, and the standard pointer will change to a magnifying glass. To magnify
individual wells, click on the wellsinside the kinetic plot. A Kinetic Zoom Plot
window will open for each well you click on.
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| Plate5: Kinetic Zoom Plot =]
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% .
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Max Welocity = 81 429 mODmin, Intercept = 58 moD
Caorr. Coeff. = 0626, Std Error = 101 449
Abzorbance Range: 0.000 - 4 500
Time Range: 00:00:00 - 00:01:10

Figure 63. Kinetic Zoom Plot.

This window shows additional velocity information for asingle well. It displays a
plot of the best linear curve fit and lists the calculated velocity, intercept, correlation
coefficient, and standard error for the graph. Below the calculated values, the
absorbance range and time range are listed.

» Thedatain the Kinetic Zoom Plot window is auto-scaled based on the data

6.6.5
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range for that particular well.

Reports Common to all Reading Types

For the reports that use limits (Limit, Matrix, Control, and Normalization), the
value of the lower limit cannot be greater than the value of the upper limit. The

program will display an error message if there are conflicting values for the
limits.
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Limit Report
| Endpoint. mpm: Limit Report H=] 3
1 2|3|4|5|B|?|B|9|1I]|11|12|

A + | + #* * * #* * #* * *® #*
B * * * * * * - * * — - —
C # #* # #* # # #* # #* # * #*
D * * * * * * * * * * * *
E # #* # #* # # #* # #* # * #*
F * * * * * * * * * * * *
G — | == =] =] == =] = =]=] =
H — ==l =]l =]=|=1=1]=1|=1=1-=

. Ahzorbance [0D] < 0.640

+ Abzorbance [0D] > 1.036

" 0.640 <= Absarbance [0D] <= 1.036

? Mot available

Figure 64. Limit Report.

If you have defined upper and lower limits for your data, each well istagged with a

“+" if its absorbance/velocity is greater than the upper limit, a “*" if its
absorbance/velocity is between the upper and lower limit, and a “-" if its

absorbance/velocity is below the lower limit.

Setting Data Limits

The limits can be set or changed by seledtimgts... from theOPTIONS menu.

This will open theLimits dialog box.
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Limits E2

Azzay 1 |

€ Use Default Limits: ~ Lower 0,64 Upper: 1.036

& Use Custom Limits:~ Lawer I_B Upper I'IEI

QK. I Cancel | Lpply |

Figure 65. Limits dialog box.

Limits are assigned independently for each assay in a protocol. When there is more
than one assay, tabs labeled with each assay number appear in the dialog box. To
switch from one assay to another, click on the appropriate tab.

To set your own limits, select the Use Custom Limits option and enter numbersin the
appropriate fields.

»  For kinetic data, your limits will be adjusted velocities; for endpoint data, your
limits will be absorbances.

If Use Default Limits is selected, the unknown sample with the greatest absorbance
(for kinetic reports, the sample with the greatest adjusted velocity) will be used as the
upper limit, and the unknown sample with the lowest absorbance (lowest adjusted
velocity) will be used as the lower limit. If no unknowns are specified, the default
value for both upper and lower limitsis 0.000.
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Matrix Report

| Endpoint. mpm: Matrix Report H=] 3
1 2|3|4|5|B|?|8|3|1l]|11|12|
A + + 7 /8 B 5 8 8 3 5 4
B 2,02 21 4 2 -3 0 - - -
C E B 3 &8 9 8 8|8 7 EBE E &
D 5 B ¥ 7 7V 8 EB|E 4 B E 7
E i B B 89 5 6 4|6 8 9 B 4
F i 4 B 4 4 4 4|3 5 5 8 D
G == =]=|=|=[=]=|=1=1-=
H == =]=|=|=[=]=|=1=1-=
- Ahzorbance [0D] < 0.640
+ Ahzorbance [0D] > 1.036
T Mot available
Ranges
0: 0640 - 0.680 5:.0838-0878
1:0680-0.719 E:0878-0917
2:0.719-0.759 70917 - 0.957
3:0.759-0.738 8. 0.957 - 0.936
40,798 -0.838 90996 - 1.036

Figure 66. Matrix Report.
TheMatrix Report issimilar to the Limit Report (see above), except that the data
between the upper and lower limits are divided into 10 equal ranges, humbered 0-9.

Each well with data within the limits is assigned a number, based on which range its
data falls into.

See the description of thhamit Report for instructions on how to set limits.
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Control Report

| Endpoint.mpm: Control Report
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Figure 67. Control Report.

The Control Report displays absorbance or velocity datafor each well asa
percentage of the range between the positive and negative controls in the assay.

Controls are defined in templates. For more information about controls, see section
4.3.

If no positive control is defined for the assay, the highest absorbance value or highest
velocity among the wells defined as unknowns or standards is used. If no negative
control is defined, then 0.000 is used as the negative control.

»  Controls are different than limits. Any limits you set will not affect this report.
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Normalization Report

[ Endpoint. mpm: Normalization Report

2|3|4|5|B|?|B|9|1I]|11|12|
1000 10000 563 611 B1.1 444 EB37 534 303 4.0 374

i

B 238 269 249 202 31 &S 74 27489 17 00 719
C A0.2  4349| B71 B32) B39 609 609 E1.4 BFO0 481 476 448
D 436 493| 530 533 54E B34 474 485 3/B1 46T 46TV BZE
E 331 485| 490 G662 437 ABO2 3IFE 454 hH34 EEE 457 3R9
F 300 351 473 379 345 3/BIY 3FE9 282 430 M0 5RO a7
G 030 -803 903 -803 903 903 -503) 903 9003 903 901 -904
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0% : Ahzorbance [0D] = 0.584

100 %= : Ahzorbance [0D] = 1.231

=J

Mot available
Walues are percentages relative to the defined range.

Figure 68. Normalization Report.

The Normalization Report displays absorbance or velocity data for each well asa
percentage of arange defined by the limits.

To set your limits, select Limits... from the OPTIONS menu. See the description of
the Limit Report above for more information about setting limits.

If custom limits are not selected in the Limits dialog box, the default upper limit is
the highest standard, unknown, or control absorbance/velocity value in the assay, and
the default lower limit is the lowest standard, unknown, or control

absorbance/vel ocity value in the same assay.

» Thedefault values displayed in the Limits dialog box are the ones used by the
Limit Report and the Matrix Report, but the default values used in the
Normalization Report are determined as described above.
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Standard Curve Report

Endpoint. mpm: Standard Curve M=l E3

uExternal Standards
i 2— W5 +Standards

Abzorbance (00
1

06— =8

100 200

Linear Curve Fit
Abz = -0.00309 % Conc + 1,12
Carrelation Coefficient 0930

External Standards:

Linear Curve Fit

Abz = -0.00306 % Conc + 1,12
Carrelation Coefficient 0933

Jx xlellrles| E LE e

Linear Quadratic Cubic Logistic Cubic Spline Linear- Log- Linear- Log-Log
Linear Linear Log

Figure 69. Standard Curve Report.

The Standard Curve Report displays the absorbances of the standards plotted
against their concentrations, as well as the best curve fit for those data. If replicates
have been made of the standards, error bars are also plotted on the graph
corresponding to the standard errors.

If more than one assay has been defined on your plate, you can switch between assays
by clicking on the appropriate tabs. If both external and internal standards are
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defined, they are plotted together with their respective regression curves (although
only the external standards are used to calculate unknown concentrations).

In calculating the curve, you can select among five regression methods: Linear,
quadratic, cubic, cubic spline, and logistic. To change the regression method, click
on the appropriate button at the bottom of the dialog box, or select the desired
method under the OPTIONS menu.

» For more information about standard curvefitting, see section 6.8 below.

Y ou can also change the axis scale among four different combinations of linear and
logarithmic (linear-linear, log-linear, linear-log, and log-log) for every regression
method except logistic; the logistic curve fit is constrained to linear-linear axes. To
change the axis scale, click on the appropriate button at the bottom of the dialog box,
or select the desired scale under the OPTIONS menu.

> If you are plotting negative kinetic velocities, then the velocity or maximum
velocity axis of the Standard Curve Report is constrained to linear unless the
Negative Kinetics box is checked (logarithms cannot be taken of negative
values). See section 5.3.2.

When the mouse is moved within the graph area, the coordinates of the pointer
appear in the status bar at the bottom of the Microplate Manager window. (The status
bar display istoggled on and off by selecting Status Bar under the VIEW menu).
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Unknown Concentrations Report

| Endpoint. mpm: Unknown Concentrations

Label Mean Sid. | %0V | Conc. | Dilut I;I
Abzorb. [0D] Dewv.
51 00ia 156 12000
52 |0.969 0o1g 1.8 25000
53 |0.945 00EE ES4  50.000
54 0818 0035 423 75000
55 |0.747 0010 1.3 100.000
56 |0.7EE 0085 F17 125.000
57 |0.680 00700 1034 150.000
58 |0.605 0027 444 175.000
#1 | 0508 0001 06 47633 1.000
¥2 |1.00% oog 1ve 305929 1000
X3 |1.007 0041 407 30648 1000
X4 | 0579 000z 022 347 1.000
X5 | 0524 0041 444 44423 1000
®¥6 | 0893 0013 1.44) 53348 1.000
X | 0895 0026 296 52870 1.000 ﬂ
Logistic Curve Fit
Abe=(1.37-06)/(1 +[Conc A 4221™1.03] + 05
1 Extrapolating abowve highest standard.
£ Extrapolating below lowest standard.
* Replicate set includes outliers.

Figure 70. Unknown Concentration Report

The Unknown Concentrations Report shows the calculated concentrations of the
unknown samples and the dilution and concentration information for all standards.
Thisreport also provides statistics for each replicate group of wells, including mean,
standard deviation, and coefficient of variation.

At the bottom of the window, the type of curve fit and its equation are shown. If both
internal and external standards are defined, then both equations are displayed even
though only the external standards are used to cal culate the unknown concentrations.
The type of axis selected may be inferred by examining the equation. For example, if
using a Log-Linear transformation, “Conc” is replaced with “Log(Conc)” on the

right-hand side of the equation.
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To change curvefit options or axis types, open the Standard Curve Report and
select the desired regression method and axis type from the buttonsin the dialog box.

6.7 Standard Curve Comparison

When you are using external standards, it is prudent to validate them from time to
time. After alarge number of readings, you should analyze the standards again and
create anew (internal) calibration curve. The internal calibration curve can be
compared to the external curve to seeif there is a statistically significant difference
between the two.

To validate your external standards, first read a plate with both internal and external
standards, then select Standard Curve Report... from the VIEW menu. Both standard
curves will be plotted. To compare the two, select Analysis of Variance... from the
OPTIONS menu.

Analyziz of Yanance
W ariatian Degree of tean F
Freedom Square
[ue to Hypothesziz | 2 0ms 0.44 ng 34 B
Ciue ta Ermar 12 0.033

F statistic Significance Probability
Figure 71. Analysis of Variance box.

In the Analysis of Variance dialog box, the key statistics are listed in the last
column. Within this last column, there are three subcolumns. From left to right, these
subcolumns show the F statistic, the significance, and the probability that the
difference between the two curvesis significant. There are four degrees of
significance: not significant, significant, highly significant, and extremely significant.
These are indicated by the following symbaols: ns, *, **, ***,
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If there isasignificant difference between standard curves that should be essentialy
identical, the user should investigate the source of this difference.

Note that these statistics depend on the type of curve fit chosen. Changing the
regression method and axis type will change the analysis of variance.

Thisinformation will also be printed at the bottom of the Standard Curve Report.

An exhaustive discussion on the analysis of variance is beyond the scope of this
manual. The interested user is referred to Biometry by Robert R. Sokal and F. James
Rohlf, W.H. Freeman and Company, New Y ork, 1981.

6.8 Standard Curve Fitting

98

The Microplate Manager program provides powerful standard curve fitting and data
reduction routines. Y ou can generate the standard curves by five different methods:
Linear, quadratic and cubic polynomial regression, cubic spline, and four-parameter
logistic curve fitting. For the first four methods, the axes may also bein four different
combinations of linear and logarithmic (i.e., linear-linear, log-linear, linear-log and
log-log); the logistic curve fit is constrained to linear-linear axes. When used
properly, these can greatly enhance and simplify quantitative microplate assay
evaluations.

Overview of Regression Methods

Polynomial regression and logistic curve fits are examples of global construction of a
calibration function, while the cubic spline is an example of alocal approach. The
global approach involves using the entire set of standards for calibrating, while the
local approach employs a varying subset of the standards. The global approach
provides better noise immunity and allows for minor extrapolation when a calibration
function is used to analyze a physical process whose mathematical form iswell
established in the full range or at least the range of interest.

Cubic regression asaglobal function is useful for interpolating nonsymmetrical
functional dependencies with an inflection point (such as the plot of migration
distance versus the logarithm of the molecular weight). Higher orders of polynomial
regressions are rarely used for calibration if agood fit is not found with linear,
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quadratic, or cubic polynomial regression, because of the oscillatory nature of the
resultant fit. In these cases, aloca fit (cubic spline) would be preferable.

The concentration of unknowns is determined by substituting the mean absorbance
values of the unknowns in the regression equation and solving for the concentration.
Microplate Manager performs data reduction without artificial limitations or
congtraints. This provides added flexibility, but leaves the final interpretation of the
results to the user.

In general, you should start with the simplest curve fitting routine (i.e., linear) and
examine all four combinations of axes for an acceptable curve fit. If a satisfactory fit
is not obtained, then progressively increase the sophistication of the curve fitting until
agood fit is obtained.

Ways to Increase Reliability

There are severa approaches that you can take to increase the reliability of the
results:

¢ Run an adequate number of standard dilutions to form a broad dose response
range. Twelve standards of 1:2 dilutions provide a 3.5 log range of standards,
which is usually adequate for most applications.

¢ Run at least three replicate wells for each dilution of standards and samples.

¢ Run an adequate number of sample dilutions to ensure that more than one
dilution liesin the middle of the curve. Running several dilutions will point out
the limitations of the curve-fitting methodol ogies.

Goodness of Fit
The correlation coefficient (r) gives an indication of how well the polynomial
regression (linear, quadratic and cubic) model fits the data. In effect, the correlation

coefficient is the square root of the proportion of explained variation to total
variation of the regression.

r = (explained variation / total variation)¥?

The amount of explained variation increases as the goodness of fit increases. In a
perfect fit, al of the variation is explained, the explained variation equals the total
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variation, and the ratio of the explained variation to total variation becomes 1.000.
Or, more simply, the closer the correlation coefficient isto 1.000, the better the fit of
the regression.

Since the cubic splineisalocal function, the r value is meaningless and no goodness
of fit may be assigned. (The cubic spline forces the curve through all the data points.)

Limitations of the Methods

Results calculated from mean absorbance data outside the range of the standard curve
may be unreliable. (For the purposes of this discussion, the range of the standard
curve is defined as the absorbance range between the highest and lowest mean
absorbances of the standards used to form the standard curve.) Calculated results that
are determined from mean absorbance results outside the range of the standard curve
are extrapolations, and should be treated as such when determining the final results of
your analysis. Microplate Manager indicates in the Unknown Concentration

Report when the standard curves are extrapolated to determine the concentration of
an unknown.

Results calculated from mean absorbance results at the extremes of the range of the
standard curve may aso be unreliable. The linear regression, when properly fitted,
generally produces reliable results at the extremes of the range of the standard curve.
However, the quadratic, cubic, and logistic methods, by their mathematical natures,
can produce unreliable results at the extremes of the standard curve. None of the
methods will give a unique concentration for a given absorbance if the calibration
datais not monotonic in x (i.e., thereis more than one x value associated with a
uniquey value).
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This chapter describes Microplate Manager’s functions for printing reports and
exporting data.

7.1 Printing

All the reports may be printed to any printer supported by Windows. To print a report
when a report window is active, chodent... from theEDIT menu. This will open
the standard WindowRrint dialog box.

Print EHE
i~ Frinter
Hame: WWMBG2WHE Lasendet BMP Properties |

Statug: Ready
Type: HF Laseret BdFP

Wwihere:  LPTT:
Camment; ™ Print ta file
— Frint range Copies
(O Mumber of copies: |1 3:

"' Pages [rom:|1 !D:I_
) Selection @I ™| Callate
ITI Cancel

Figure 72. Print dialog box.

For additional settings such as page orientation, paper source, and resolution, click
on theProperties... button.
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» Toautomaticaly print reports immediately after a reading has been performed,
click on the Reports... button in a protocol dialog box. Thiswill open alist of
reports. Click on the appropriate checkbox(es) to print the desired report ().
When the protocol is finished running, the selected report(s) will be printed. See
section 5.1.6 for more information.

To select the font that will be used to print the report, select Page Setup.. . from the
FILE menu.

To preview your printout, select Print Preview from the FILE menu.

Printed reports include a header with information describing how the results were
derived. The following information is printed in the header of each report.

e Title of the report.

e Name of the datafile.

e Date and time of data acquisition.

e Assay name. When assay-based reports are printed, each assay will begin on a
new page.

¢ Any labelsthat have been defined.

« Reading parameters. These vary depending on the read type. In all cases, the
measurement and reference (if used) wavelengths are printed.

¢ Notes (if any).

Note that protocol settings cannot be printed by themselves.

7.2 Data Import and Export

Datain Microplate Manager can be imported and exported in a variety of formats.
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7.2.1 Exporting Data
All text-based data and reports may be exported as tab-separated values or as

comma-separated values. Y ou can also export the plate template format. The graph-
based reports may not be exported.

To export, with your template or text-based data window open, select Export... from
the FIL E menu. From the Save as type: pull-down list, select the format you want to
export in.

Templates can be saved in .eps or .epf format.

Data and reports can be saved as tab-delimited (.txt) or comma-delimited (.csv)
values.

Thereisathird export format (COL) for kinetic data. In thisformat, all the readings
are written to afile. See below for a more detailed description of this format.

Exporting to Excel
If you are exporting your datato Excel, you can select additional formatting options.

Select Export to Excel... from the FIL E menu. Thiswill open the Export to Excel
dialog box.
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Export to Excel E
Exportta %
" File:
<.
™ Include Column Headers Start at top left]  Row: |1_
™ Include Bow Headers Coalurnr: I-"*_
[ Change Shest names to Assay names Sheet: |1_

&ppend Sheets [

ak. I Cancel |

Figure 73. Export to Excel dialog box.

Select the Excel formatting features you want, and click on OK to export your data.

7.2.2 Importing Data

Files from the previous version of Microplate Manager can be read into this version
of the software. Tab-delimited and comma-separated data are also supported (TXT,
CSV, LOT, ASC). From Kinetic Collector PC, data files in matrix format, row
format, or column format may be imported (MTX, ROW, or COL).

7.2.3 Kinetic Data Formats

COL Format

The column format consists of (4 + (# of rows) * (# of col9)) lines.

Line 1: “Col” (format signature)

Line 2: # of readings (each in its own column)

Line 3: #rows<tab>#cols (if this line is left empty, 12<tab>8 is used)

Line 4: timestampl<tab>timestamp2<tab>...<tab>timestampN (timestamp format HH:MM:SS)
Line 5: <rowl:coll><tab><rowl:coll><tab>...<tab><rowl:col1>

Line (col# + (4 + (row# - 1)*(# of cols))): <rowl:colN><tab><rowl:coIN><tab>...<tab><rowl:colN>
Line (col# + (4 + (row# - 1)*(# of cols))): <row2:coll><tab><row?2:coll><tab>...<tab><row2:col1>
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Line (4 + (# of rows) * (# of cols)): <rowN:colN><tab><rowN:colN><tab>...<tab><rowN:colN>
ROW Format

Thisformat consists of (# of readings + 3) lines.

Line 1: “Row” (format signature)
Line 2: # of readings (each in its own row)
Line 3: #rows<tab>#cols (if this line is left empty, 12<tab>8 is used)

Line 4: timestampl<tab><rowl:coll><tab><rowl:col2><tab> ...
<tab><rowl:colN><tab><row2:coll><tab> ... <tab><rowN:colN>

Line 5: timestamp2<tab><rowl:coll><tab><rowl:col2><tab> ...
<tab><rowl:coIN><tab><row2:coll><tab> ... <tab><rowN:colN>

Line (# of readings + 3): timestampN<tab><row1:coll1><tab><rowl:col2><tab> ...
<tab><rowl:colN><tab><row2:coll><tab> ... <tab><rowN:colN>

MTX Format

The format consists of ((# of readings - 1)* (# of rows + 2) + 4) lines.

Line 1: “MTX" (format signature)

Line 2: # of readings (each reading in its own matrix)

Line 3: #rows<tab>#cols (if this line is left empty, 12<tab>8 is used)
Line ((reading# - 1)*(# of rows + 2) + 4): timestampl

Line ((reading# - 1)*(# of rows + 2) + row# + 4):
<rowl:coll><tab><rowl:col2><tab>...<tab><rowl:colN>

Line ((reading# - 1)*(# of rows + 2) + row# + 4):
<rowN:coll><tab><rowN:col2><tab>...<tab><rowN:colN>

Line ((reading# - 1)*(# of rows + 2) + row# + 5): #rows<tab>#cols (if this line is left empty, 12<tab>8 is
used)

Line ((reading# - 1)*(# of rows + 2) + 4): timestamp2

Line ((reading# - 1)*(# of rows + 2) + row# + 4)):
<rowl:coll><tab><rowl:col2><tab>...<tab><rowl:colN>

Line ((reading# - 1)*(# of rows + 2) + row# + 4):

<rowN:coll><tab><rowN:col2><tab>...<tab><rowN:colN>

Line ((reading# - 1)*(# of rows + 2) + row# + 5): #rows<tab>#cols (if this line is left empty, 12<tab>8 is
used)

Line ((reading# - 1)*(# of rows + 2) + 4): timestampN
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Line ((reading# - 1)* (# of rows + 2) + row# + 4):
<rowl:col1><tab><rowl:col2><tab>...<tab><rowl:colN>

Line ((reading# - 1)* (# of rows + 2) + row# + 4): Hl<tab>H2<tab>...<tab>H12

Line ((reading# - 1)* (# of rows + 2) + row# + 5): #rows<tab>#cols (if thislineis|eft empty, 12<tab>8is
used)
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8.

8.1

Quick Guides

Creating a New Template

See Chapter 4 for details.

1
2.

8.

Choose New Template > 12 x 8 from the FIL E menu.

Choose Assay from the FORM AT menu (or click on the Assay tool of the
template toolbar) and define the location of each separate assay.

Choose the appropriate well type (Standard, Unknown, Positive Control,
Negative Control, Blank) from the FORM AT menu (or click on the appropriate
icon on the toolbar) and define each well in each assay.

Set the concentrations of the standards by choosing Edit Standard Conc... from
the EDIT menu.

Set the dilutions of the unknowns by choosing Edit Unknown Dilutions... from
the EDIT menu.

Choose Assay Info... from the ASSAY menu to customize the name and display
color of each assay and to enter specific notes about each assay that will be
printed with reports.

For each assay, choose the type of regression and the type of axes used to
generate the Standard Curve and Unknown Concentration reports:

a Select Sandard Curve Report from the VIEW menu.
b. Use the tabs to select the assay.

C. Choose the desired regression method from the toolbar or OPTIONS
menu.

d. Choose the desired type of axes from the toolbar or OPTIONS menu.
e Repeat steps b—d for the other assays.
f. Close theStandard Curve Report window.

For each assay, select the external standards (if any) to be used:
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a Select Sandard Curve Report or Unknown Concentration Report from
the VIEW menu.

Use the tabs to select the assay.
Choose External Sandards... from the OPTIONS menu.

c

Choose source file for the external standards.

Choose the source assay from within the source file.

- o o o

Repeat steps b—e for the other assays.
g. Close thestandard Curve Report or Unknown Concentration Report.

Choosesave Data/Template or Save Data/Template As... from theFILE menu
to save the template into a data file.

8.2 Creating and Running a New Kinetic
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Protocol with a Stored Template

See Chapter 5 for details.

SelectNew Kinetic Protocol from theFILE menu.

Fill in the information in th&inetic Protocol dialog box:
a. Specify reading parameters.

b. Specify reading sets.

Click onPick Template... and select the data file that contains the desired
template.

Choose all reports to be automatically displayed and/or printed by clicking
Reports....

a. While in theReports dialog box, click orLabels... to choose or create
labels to print on each report.

b. Click onFill Labels... to enter text to be printed along with the labels on
each report.

C. Click onOK to close thdreports dialog box and return to the protocol
dialog.
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5. Click Analysis Options to set the kinetic analysis parameters.

6. Savethe protocol by choosing Save Protocol or Save Protocol As... from the
FILE menu.

7. Initiate the protocol by clicking the Run button.

8. At theend of the run, save the data by choosing Save Data/Template or Save
Data/Template As... from the FILE menu.

8.3 Creating and Running a New Kinetic
Protocol and Creating the Template
Simultaneously

See Chapters 4 and 5 for details.

1. Select New Kinetic Protocol from the FIL E menu.

2. Fill intheinformation for the protocol window:

a

b.

Specify reading parameters.
Specify reading sets.

3. Click on Show Template to display atemplate of 96 undefined wells.

a

b.

Follow steps 2—8 of section 8.1 to define the template.

Click theClose box on the template. A prompt will ask you if you want to
save the changes. Chood&s and enter a name for the template.

Click onPick Template... in the kinetic protocol dialog box.

Select the data file that was saved in step b. The template will be linked to
the protocol file.

4. Choose all reports to be automatically displayed and/or printed by clicking
Reports....

a.

While in theReports dialog box, click_abels... to choose labels to print
on each report.

While in theReports dialog box, clickFill Labels... to enter text to be
printed along with the labels on each report.
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C. Close the Reports dialog box to return to the kinetic protocol.
5. Click on Analysis Options to set the kinetic analysis parameters.

6. Savethe protocol by choosing Save Protocol or Save Protocol As... from the
FILE menu.

7. Initiate the protocol by clicking on Run.

8. Attheend of the run, save the data by choosing Save Data/Template or Save
Data/Template As... from the FILE menu.

8.4 Creating and Running a New Endpoint
Protocol with a Stored Template

See Chapter 5 for details.

1. Select New Endpoint Protocol from the FILE menu.
2. Fill intheinformation for the protocol window:
a Specify any initial wait.
b. Specify any absorbance delay.
C. Specify reading parameters.
Click on Pick Template... and select datafile that contains the desired template.

4. Choose al reportsto be automatically displayed and/or printed by clicking
Reports....

a Whilein the Reports dialog box, click on Labels... to choose labels to
print on each report.

b. Click on Fill Labels... to enter text to be printed along with the labels on
each report.

C. Close the Reports dialog box.

5. Savethe protocol by choosing Save Protocol or Save Protocol As... from the
FILE menu.

6. Initiate the protocol by clicking on Run.
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7. Attheend of the run, save the data by choosing Save Data/Template or Save
Data/Template As... from the FIL E menu.

8.5 Creating and Running a New Endpoint
Protocol and Creating the Template
Simultaneously

See Chapters 4 and 5 for details.

1. Select New Endpoint Protocol from the FIL E menu.
2. Fill intheinformation for the protocol window:
a Specify any initial wait.
b. Specify any absorbance delay.
C. Specify reading parameters.
3. Click on Show Template to display atemplate of 96 undefined wells.

a Follow steps 2—8 of section 8.1 to define the template.

b. Click the closdox to close the template. A prompt will ask you if you
want to save the changes. SeMetand enter a name for the template.
C. In theEndpoint Protocol dialog box, click orPick Template....
d. Select the data file that was saved in step b. The template will be linked to

the protocol file.

4. Choose all reports to be automatically displayed and/or printed by clicking
Reports....

a. While in theReports dialog box, click orLabels... to choose labels to
print on each report.

b. Also click onFill Labels... to enter text to be printed along with the labels
on each report.

C. Click onOK to close theReports dialog and return to the protocol.

5. Save the protocol by choosiBgve Protocol or Save Protocol As... from the
FILE menu.
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6. Initiate the protocol by clicking on Run.

7. Attheend of the run, save the data by choosing Save Data/Template or Save
Data/Template As... from the FIL E menu.

8.6 Creating and Running a Multiple Plate
Protocol with a Stored Template

See Chapter 5 for details.

1. Select New Multiple Plate Protocol from the FIL E menu.
2. Fill intheinformation in the M ultiple Plate Protocol dialog box:
a Specify any initial wait.
b. Specify any absorbance delay.
C. Specify reading parameters.
d. Indicate if astack loader isto be used.

e Specify the number of plates (if using a stack loader) or number of times
to read plate (if not using a stack loader).

f. Specify the root file name for data storage.

3. Click on Pick Template... and select data file which contains the desired
template.

4. Choose al reports to be automatically displayed and/or printed by clicking on
Reports....

a Whilein the Reports dialog box, click on Labels... to choose labels to
print on each report.

b. Also click on Fill Labels... to enter the text to be printed along with the
labels on each report.

C. Close the Reports dialog box to return to the protocol.

5. Savethe protocol by choosing Save Protocol or Save Protocol As... from the
FILE menu.

6. Initiate the protocol by clicking on Run.
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7. Attheend of the run, save the data by choosing Save Data/Template or Save
Data/Template As... from the FILE menu.

8.7 Creating and Running a New Multiple
Plate Protocol and Creating the Template
Simultaneously

See Chapters 4 and 5 for details.

1. Select New Multiple Plate Protocol from the FIL E menu.
Fill in the user-defined information for the Multiple Plate Protocol window:
3. Fill intheinformation in the M ultiple Plate Protocol dialog box:
a Specify any initial wait.
b. Specify any absorbance delay.
Specify reading parameters.
d. Indicate if astack loader isto be used.

e Specify the number of plates (if using a stack loader) or number of times
to read plate (if not using a stack loader).

f. Specify the root file name for data storage.
4. Click on Show Template to display atemplate of 96 undefined wells.

a Follow steps 2—8 of section 8.1 to define the template.

b. Click the closéox to close the template. A prompt will ask you if you
want to save the changes. SeMstand enter a name for the template.
C. Click onPick Template... from theM ultiple Plate Protocol dialog box.
d. Select the data file that was saved in step b. The template will be linked to

the protocol file.

5. Choose all reports to be automatically displayed and/or printed by clicking on
Reports....

a. While in theReports dialog box, click orLabels... to choose labels to
print on each report.
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b. Also click on Fill Labels... to enter the text to be printed along with the
|abels on each report.

C. Close the Reports dialog box to return to the protocol.

6. Savethe protocol by choosing Save Protocol or Save Protocol As... from the
FILE menu.

7. Initiate the protocol by clicking on Run.

8. Attheend of the run, save the data by choosing Save Data/Template or Save
Data/Template As... from the FILE menu.
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9. Glossary

Assay: A set of wells grouped together for analysis.
Blank: A well used for background subtraction.
Endpoint analysis: Analysis based on a single absorbance value per well.

Kinetic analysis: Analysis of the rate of change of absorbance for awell over a set
period of time.

OD (Optical Density): A measure of absorbance.

Protocol: A group of settings that control a microplate reader. Includes incubator
controls, filter settings, mix times, etc. Y ou adjust these settings in a dialog box, and
your adjustments may be saved as a file and used repeatedly.

Standard: A well whose concentration is known.
Sample/Unknown: A well whose concentration isto be determined.

Template: A graphical representation of a microplate used by Microplate Manager
to identify the numbers and types of wells, different assays, locations of standards,
etc. on the microplate

Well: Anindividua solution container on a microplate.
.MPM: The extension of adatafile name.

.EPR: The extension of aendpoint protocol file name.
.KPR: The extension of akinetic protocol file name.

.MPR: The extension of a multiple endpoint protocol file name.
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10.0Ordering Information

Catalog Number Product Description

170-9520 Microplate Manager, Version 5.0

170-9521 PC/Microplate Reader Interface Cable Set with SCSI-2 card.
170-9500 Ultramark Microplate Imaging System

170-6850 Benchmark Microplate Reader

170-6750 Model 550 Microplate Reader
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Absorbance delay, 68
Filenames of readings, 67
Initial wait, 65
Stack loader settings, 66

New features, 4

Outliers, identifying, 74

Page setup, 102

Physical dimensions of the microplate,
specifying, 26

Plate images, 79

Preferences
Advanced, 12
Selecting, 11

Print, 101
Preview, 102
Setup, 55

Protocol files, 3

Protocols
Common features, 51
Displaying templatesin, 52
Endpoint, 58. See Also Endpoint

analysis
General, 49
Incubator controls, 53
Kinetic, 59. See Also Kinetic analysis
Mix settings, 54
Multiple plate, 64. See Also Multiple
plate analysis

Opening existing, 49
Opening new, 49
Reader identification, 51
Reading parameters, 53
Running, 57
Saving, 57
Saving templatesin, 52
Selecting report labelsin, 55
Selecting reportsin, 55
Selecting templatesin, 51

Quick guides
Endpoint protocol, 110
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Endpoint protocol plustemplate, 111
Kinetic protocol, 108
Kinetic protocol plus template, 109
Multiple plate protocol, 112
Multiple plate protocol plus
template, 113
Template creation, 107
Quick start, 17
Regression methods, 98
Selecting in template, 43
Renumbering wells, 39
Replicate groups
Defining, 37
Description, 32
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Absorbance Report, 84
Adjusted Velocity Report, 85
Control Report, 92
Kinetic Correlation Coefficient
Report, 86
Kinetic Plots Report, 87
Kinetic Standard Errors Report, 86
Labels, 77
Labels, filling, 78
Limit Report, 89
Matrix Report, 91
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Raw Data Report, 83
Raw Image Report, 79. See Also
Images
Selecting in protocols, 55
Standard Curve Report, 94
Types of reports, 71
Unknown Concentration Report, 96
Velocity Report, 84
Right-click commands, 16
Sample Data, 13
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Serial port, selecting, 9
Simulated scanning, 12



Stack loaders, 66
Standard curves
Comparing external and internal, 97
Description of, 98
Displaying, 94
Limitations, 100
Standards, external
Checking, 97
Description, 46
Selecting in template, 44
Variance anaysis, 97
Starting Microplate Manager, 9
Status bar, 16
Templates
Assays, 34. See Also Assays
Autofilling, 37
Changing in datafiles, 76
Concentrations of standards,
entering, 40
Cursor feedback, 28
Custom, 25
Dilutions of unknowns, entering, 41
External standards, 44
Features, 29
Formatting, general, 33
General, 23
In protocols, 51
Opening existing, 23
Opening new, 24
Physical dimensions of the
microplate, 26

Index

Regression method, selecting, 43
Replicate groups, defining, 37
Replicate groups, description, 32
Saving, 47
Toolbar and Format menu, 33
Transferring, 76
Undo and redo formatting, 34
Viewing, 28
Well info, 29
Well types, defining, 36
Well types, descriptions of, 31
Well types, editing, 39
Toolbars, 15
Transferring templates, 76
Twister, 66
Warnings, 12
Warranty, iii
Well types
Blank, 31
Control, negative, 31
Control, positive, 31
Defining, 36
Descriptions, 31
Editing, 39
Standard, 31
Undefined, 31
Unknown, 31
Workflow
Entire application, 2
Typical scenarios, 18
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Appendix A. Menus

The pulldown menus in Microplate Manager change depending on the particular part
of the application you are using. For example, if you are editing a template, one set of
menu commands are available; if you are preparing a protocols, another set of menu
commands will become available.

File
Thisistheinitial state of the FIL E menu.

New Template accesses a submenu from which you can select a standard
template size or (if you are using the Ultramark) open a dialog box in
which you can specify a custom template size.

Open opens adialog box in which you can open an existing data or protocol file.
New Kinetic Protocol opens the default kinetic protocol window.

New Endpoint Protocol opens the default endpoint protocol window.

New Multiple Plate Protocol opens the default multiple plate protocol window.

Import... opens adialog box in which you can open adatafilethat isin an
external format.

Export... opens a diaog box in which you can save your datain an external
format.

Export to Excel... opens adialog box in which you can save your datain Excel
format.

Preferences opens a dialog box in which you can set the default location of data
and protocol files.

Thelast four files opened are listed.

Exit quits the program. Y ou will be prompted to save any open files that have
been modified.

Thisis the appearance of the FIL E menu when a datafile is open or when atemplate
is active. New commands are described below.
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Close closes the current file. All windows associated with the current file are
closed. If the file has been modified, you will be prompted to save the
changes.

Save Data/Template saves the current data and/or template to afile.

Save Data/Template As... opens a dialog box in which you can save the current
data and/or template under a new file name or to a specific directory.

Page Setup... opens a dialog box in which you can select afont for printing.
Print... opens a dialog box from which you can print the currently active report.
Print Preview displays the current report asit will look when printed.

Print Setup... opens a dialog box in which you can select and configure a printer.
When a protocol file is open, Save Data/Template and Save Data/Template As...

change to Save Protocol and Save Protocol As... and the options for printing
(Page Setup, etc.) are deleted.

Edit

Thisis the appearance of the EDIT menu when atemplateis active. At other times
(e.g., when one of the protocol windowsiis active), subsets of the choices shown here
are available.
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Undo Formatting undoes the last formatting change made to the templ ate.
Redo Formatting undoes the previous “Undo.”

Cut, Copy, and Paste are available only in text-based reports. The contents of a
report may be copied to the clipboard.

Select All highlights (selects) all values in a report.

Edit Raw Data... displays raw data values for endpoint data sets and allows you
to edit them. When a kinetic data set is open, this bechdies
Velocities.... Note that manually-entered velocities may be overwritten if
the velocity data are recalculated. Velocities are recalculated whenever
the kinetic mode, the time range, or absorbance range are changed using
the AnalysisOptions dialog box.

Edit Unknown Dilutions... opens a form in which you can enter dilution
information for each series of unknowns.
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Edit Sandard Conc... opens a form in which you can enter concentrations of
standards.

Edit Outliers... opens a dialog box in which you can exclude certain wells from
all calculations.

Set Assay... opens a dialog box in which you can change the assay to which the
selected well belongs.

Set Replicate Group... opens adialog box in which you can change the replicate
group of the selected well.

Properties... displays the attributes of the selected well.

Labels... opens adialog box in which you can enter |abels to be printed along
with the reports.

Label Contents... opens adialog box in which you can enter values for the report
labels above.

Transfer Template... allows you to replace the template in the data file with
another template from a saved data file. Only available when atemplate
window is active.

View
Initial state:

Toolbar shows or hides the main toolbar. If you have a smaller monitor, you may
want to hide the toolbar to reclaim screen space.

Satus Bar shows or hides the status bar. If you have a smaller monitor, you may
want to hide the status bar to reclaim screen space.

In addition, when atemplate (datafile) is displayed:

Show Full Size, Show Compact, and Show Tiny varies the size of the template as
it isdisplayed on your screen. Thisis useful for larger templates or
smaller monitors.

Various reports are also listed. Some reports are available only for kinetic
protocols, and others are available only for endpoint and multiple plate
protocols. See Chapter 6 for details.

Plate Template displays the template of the active datafile.
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Format

This menu is available only when atemplate is active:

Assay changes the pointer to atool for defining the area of the microplate in
which anindividual assay isto be carried out.

Select changes the pointer to a select tool.
Blank—Undefineathanges the pointer to tools for setting the well type.
No Autofillturns off the autofilling functions.

Autofill Acrossallows you to number individual wells or replicate groups
sequentialy in arow from left to right by dragging across atemplate.

Autofill Downallows you to number individual wells or replicate groups
sequentialy in a column by dragging down a template.

Autofill Set Sizepens a dialog box in which you can set the size of the replicate
groups you want to autofill.

Resequence Well Nanteaumbers the wells to eliminate any gapsin the
numerical sequence.

Plate Sizewill open the custom plate size dialog box, in which you can select
another plate size. (Thiswill only work if you are already displaying a
custom plate size.)

Assay
When atemplate or datafileis active:

Assay Info..opens a dialog box in which you can assign custom names and
change the highlight colors for assays. Also alows you to enter notes that
are printed out with reports.

Options
Theinitial state of the OPTIONS menu has the following items:

Communications Setupapens adialog box in which you can select the COM
port to which the reader is attached.
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Ultramark Setup... opens a dialog box in which you can enter filters for the
Ultramark microplate reader.

Model 550 Setup... opens adialog box in which you can enter filters for the
Model 550 microplate reader.

When the M atrix, Limit, Control, or Normalization Report window is open:

Limits... opens adialog box in which you can set the upper and lower limits for
the report.

External Sandards... opens a dialog box in which you can select another file
from which to import standards to be used in cal culating unknowns.

When the Raw, Absorbance, or Unknown Concentration Report window is open,
Limits... becomes unavailable.

When one of the kinetic report windows is open:

Analysis Options... opens a dialog box in which you can specify time or
absorbance limits for data collection. Y ou aso can choose the method of
calculation of reaction velocities.

When the Standard Curve Report window is open:

Various regression methods and axes types become available. You can
use these to format the standard curve.

Analysis of Variance... opens a dialog box in which you can compare two
different standard curves and create a statistical report.

Window

This menu is only available when awindow (template, protocoal, etc.) is open.

Cascade arranges all open windows so that they overlap.
Tile resizes and stacks all open windows so that each isfully visible.
Arrange Icons repositions all the iconized windows.

Close All closes all open windows.
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All open windows are listed at the bottom of the menu. The active
window is indicated by a check mark. When more than nine windows
are open, More Windows... is appended to the bottom of the menu.

Choosing More Windows... opens a dialog box in which you can choose
the desired window.

Help

About Microplate Manager displays version information about the application.
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