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1 Evaluation Software - Data Reduction

The data reduction package provides powerful Excel macros for easy data calculations as well as all the
functions possible with the Excel software. Once a measurement is performed the data is automatically
saved as a database file in Excel. The test run will be present in a list of all saved test runs on the first
worksheet in Excel.

You can access the data by clicking on the Excel %l icon in the tool bar or selecting ‘Results | Excel’ from
the main menu bar. Or you can go directly to Excel from the Windows Start menu: ‘Programs | BMG
LABTECH | OPTIMA | OPTIMA — Evaluation’. If the evaluation software is opened from the start menu then
a login screen will appear as with the control software. The same user path and password applies.

At the top of every worksheet is the normal Excel menu with all the functions from the Excel program. In

addition there is a OPTIMA menu on the far right with some special functions specific to the data reduction
iE= - - O+ -

package. A toolbar box maE R e Sl Seanning Wisws G-l =i also appears there

(see chapter 1.2.2). The functionality is shortly explained with tooltip texts appearing when you move the
cursor over the buttons.

Note: The worksheets are designed for a screen resolution of 800 x 600 pixels or higher.

1.1 The Worksheets

The OPTIMA evaluation software will be opened with up to 8 worksheets:

Test Runs

This worksheet is displayed when Excel is opened. It lists all the test runs that have been performed along
with the 3 identifiers, the layout, microplate, date, time and database file number. Select the test run you
want by double clicking on the test run.

Raw Data

This worksheet gives the raw results from the measurement. You can select the data you want to include in
the signal curve sheet and define the ranges for kinetic calculations.

Signal Curve

You can view the curve formed by the kinetic points for a single well or a group of wells. If you only have one
kinetic point (only one column of measurements), the signal curve sheet will not appear.

Evaluation

View the results on three tables; you can select how the data is presented on the table, i.e. averages, raw
data, blank subtraction, standard concentrations, etc.

Sample IDs

Contains a list of all sample IDs. This sheet is only available if sample |Ds are defined.

Standard Curve

Plot of the curve from the standards and the results of the unknowns according to the curve. This worksheet
is only available if standards are defined.

Result List

Shows the raw data, the average, the standard concentration, SD, %CV values of replicates and the
recalculated sample concentrations in list form. This worksheet is only available if standards are defined.

Protocol Settings

In this sheet you can see the used protocol settings for your test run, also two fields with the audit trail and
signature entries.
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1.2 Test Runs Worksheet

The Test Runs worksheet is automatically displayed when Excel is opened. It lists all the test runs that have
been saved or imported. At the bottom of the worksheet, the user name and the user path are shown; the
test runs for that user only are displayed on the worksheet.

L=
@ Datei  Bearbeiten  Ansicht  Einflgen  Format  Exfras  Daten  Fenster 7 | OPTIMA Frage hier eingeben - @ X
NERSN SRY 4 Bae- < @ e - 2 E=c _-A. >
E E E il E % ”we" Scanning Yiew. .. gg . =5 Copy Selected Test Run(s)

B2 - £ WELL SCANMING Delete Selected Test Runis)

STATE [TESTNAME D1 b2 Export Selected Test Runis). . [TME  |WELLS |FILENAME| = |
WWELL SCARMING 1413-1165 Impart Test Run(s) 72047 12 10—
BRETZ WITH INJECTION 40 intervals i3 0 15:00:02 354 9
FITC-THR FRET ASSAY FITCTMR labeled Copy Selected Cells. .. B 14:058:22 95 g
A IMFLL AGOMIST 1 i 16:058:20 el 7
TRP REPRESSOR PLATE 27 H13:35:40 95 53
POLAR TEST GLYCEROL1 Standards Transfer... A12:05:23 96 G
ABS TEST ABS1 i 030244 el 4
Qc TEST 413-0005 H 073321 95 3
ATP 413-0005 BMG& LABTECH Login... B 071728 95 2
CATEST UTP-DR BMG LABTECH Database Path... g 2M:05:18 95 1

Switch bo BMG LABTECH Reader Control
About BMG LABTECH Evaluation. ..

4 4 » M[Test Runs { RawData / Signal Curve £ Evaluation £ Standard Curve £ ResultList # Protocol Settings  / JLI | » |
User: USER  USER-Path: Ci\ProgrammelBMGPCS W OPTIMA UseriData MF s

State

The state field appears on the very left and describes the history of a test run. The following states are
defined:

O: test run has been imported from an older version of the database; this means, in its history no
validation checks have been made.

C: test run has been copied.

M: modified test run (e.g. wells have been taken out (see Save under 1.3) or Sample IDs (see

chapter 1.6) have been changed).

X: manipulations have been detected since the generation of the test run (manipulations done
outside the evaluation software).

S: signed test run (it is not possible to save further changes to this test run). It can also appear
combined with other markers, e.g. ‘MS’.

If the state field is empty, the test run is still in its original state.

Testname

The testname is listed first and appears as it is defined in the protocol definition.

ID1/1D2/1D3

These are the plate identifiers that were created before the measurement (see chapter Plate Identification of
software manual part Il: Control Part).

Date and Time

The date and time that the measurement took place.

Wells

Plate format (number of wells) of the microplate.
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Filename
The number of the database file assigned to the test run.

Select the test run which results you want to view and double click it. You can also select the test run and
select one of the options from the OPTIMA pull-down menu located in the toolbar.

1.2.1 OPTIMA Pull-Down Menu

The following options are located under the OPTIMA menu entry at the top of the Excel worksheets.

CPTIMA

Copy Selecked Test Runis)

Delete Selected Tesk Runis)

Export Selected Test Runis), ..
Import Test Runis)...

Copy Selected Cells, ..

Standards Transfer...

EMG LABTECH Login...
BMG LABTECH Database Path...
Swikch bo BMG LABTECH Reader Control

About BMG LABTECH Evaluation. ..

Save Evaluation Settings

Here you can save the changes you have made during an evaluation session. Your program settings
(evaluation methods, control states etc.) and the changes you made to values (changed sample Ids, wells
marked as ‘deleted’, changed comments) will be saved and used again for this test run when you reopen it.

This option is disabled, until you have made changes to your session or if you have signed the test run.
When you make changes during a session, you have also the possibility to save and store them before
choosing another test run or before signing a test run.

Each time you save your changes, an audit trail entry is made. The audit trail entries can be seen on the
Protocol Settings sheet.

Copy Selected Test Run(s)

This feature allows you to copy an entire test run - a reproduction of all the raw data, layout, etc. It is then
possible to modify the data and save the changes without losing the original data. Highlight the test run you
wish to copy by clicking the test name, then choose ‘Copy Selected Test Run(s)’. The copied test run is listed
on the test run list with an ‘C’ to the left of the name, if the test has no other marker.

For example, if you want to remove raw data from the calculations, you can copy the original test run and
then remove the data you do not want to use and save these modifications.

Delete Selected Test Run(s)

If you want to delete a test run, select it and choose ‘Delete Selected Test Run(s)’. You can select and delete
several test runs at a time.

Export Selected Test Run(s)...

Using the export function, you can export the test run(s) onto a diskette or a hard drive folder of your choice.
Highlight one or more test runs at a time and select ‘Export Selected Test Run(s)...’. A dialogue box will ask
for the destination drive and folder as well as the file name. The extension for exported test run files is
‘‘RUC".
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Import Test Run(s)...

With the import function, you can import test runs. Click on ‘Import Test Run(s)...’, and the next window will
ask for the file name, the folder and drive where it is located. The imported test runs will be added to the list
on the Test Runs worksheet. To be compatible to previous versions of the BMG software, also files with the
extension *.RUN’ resp. *.RUM’ will be accepted for import.

Well Scanning View...

If the opened test run contains well scanning data you can open the window to view the data. For more
details about the presentation of the well scanning data see chapter 1.10.

Copy Selected Cells...

Select the data you want to copy in a worksheet and choose ‘Copy Selected Cells...". A new workbook is
created and the selected data will be copied into a sheet within the new workbook. This workbook can be
saved under a new name and can be used like any Excel workbook.

Standards Transfer...

This opens the Standards Transfer Wizard, see chapter 1.11.

Sign Current Test Run...

You can sign a test run, if you have opened it. You can make more than one signature for each test run. An
audit trail entry is made for each signature. The signatures can be seen on the Protocol Settings sheet.

If you have signed a test run, it is not possible to save further changes. If you would like to make changes to
a signed test run, you must make a copy of it with the ‘Copy Selected Test Run(s)’ menu point. The signature
will be removed in the copied version.

For more details about signatures see chapter Digital Sign Function of software manual part IV: FDA 21 CFR
part 11.

BMG LABTECH Login...

This allows you to change the logged in user. The functions are the same as in the control part (see chapter
Login Screen of software manual part II: Control Part).

BMG LABTECH Database Path...

A destination directory for the test runs can be specified. The change is valid only for the user who is logged
in. The directory must be a subdirectory of the user directory. Select the drive and directory in the user path
window (see chapter User Directories of software manual part II: Control Part).

Switch to BMG LABTECH Reader Control

With this function you can switch back to the OPTIMA control software or use the < button in the toolbar.
The evaluation software will stay open in the background.

About BMG LABTECH Evaluation...

This opens an information window about the evaluation software.

To access the Raw Data, Signal Curve and Standard Curve worksheets for a test run, double click on the
desired test run.

2007-11-13 0413F0013A 7/39



OPTIMA Software Manual - Part IIIb: Excel based Evaluation Software BMG LABTECH

1.2.2 OPTIMA Toolbar

The OPTIMA toolbar contains twelve buttons.

5 Save Evaluation Settings

Same functionality as the correspondent menu option, see chapter 1.2.1

IE Copy settings from Test Run / Paste settings to Test Run

When you leave a test run, it is possible to save the settings you made during your session, e.g. evaluation
methods, sorting options etc. When the test run is opened again, the evaluation software will be restored with
the same adjustments.

If you would like to copy this settings to a series of test runs, first select this test run on the test run sheet and
press the ‘Copy settings from Test Run’ button. The settings are now stored in the memory. If you now select
a series of test runs and press the ‘Paste settings to Test Run’ button, your settings will be copied to these
test runs.

: Copy Selected Test Run(s)

Same functionality as the correspondent menu option, see chapter 1.2.1

K] Delete Selected Test Run(s)

Same functionality as the correspondent menu option, see chapter 1.2.1

E'—" Export Selected Test Run(s)

Same functionality as the correspondent menu option, see chapter 1.2.1

2 Import Test Run(s)

Same functionality as the correspondent menu option, see chapter 1.2.1

04 ing ¥i . .
= el Seanning View.... | o) scanning view

Same functionality as the correspondent menu option, see chapter 1.10 Display Well Scanning Data.

+
él Standards Transfer

If you would like to apply a standard measurement to another test run with samples, you can use this feature.
A detailed description can be found in chapter 1.11.

4 Sign Current Test Run

Same functionality as the correspondent menu option, see chapter 1.2.1

“> BMG LABTECH Login

Same functionality as the correspondent menu option, see chapter 1.2.1

O Switch to BMG LABTECH Reader Control

This button enables you to directly switch from the evaluation software to the control part.
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1.3 Raw Data Worksheet

This worksheet displays all the raw data for each interval or cycle from the measurement. Each row
represents the data from a specific well. Each column represents the data at a particular interval (well mode)
or cycle (plate mode).

Test Name GROUFP A STANDARD 1D I: Bhodamin 1D 2: 1D 3: 2000912 114217
B Order by rows

3 Qrder by columns

Calc. Range Starﬂi’ Stap 1 il Cale. Range Start 2 Eil Stap 2 Eil
-

Well |Cont Cycles z 3
0 143 286

0, 0, 0.4
GEEES G495 57194
243 248 247
1565 1516 1564
62 59 59
19777 13542 18113

ADl ||SA1
Anl ||5A1
AD1 || SA1
AD1 ||SAl
ADZ |5A2
ADZ |S5A2
ADZ |5A2
ADZ |SAZ
ADZ |5A3
ADZ |SA3
ADZ |5A3
ADZ |5A3
ADd |SA4
ADd |5A4
ADd |SA4
ADd |5A4
ADS | SAL
ADS |5AS5
ADS | SAL
ADS |5A5

M L T e T T
o
2
-
P
o
2

Description of the chart:

Order by rows | The order of the wells appears sorted by rows on the microplate (default).

Order by The order of the wells appears sorted by columns on the microplate.
columns

Well The coordinates of the well in the microplate (AO1= row A, column 1)
Cont. Content of the well as labeled in the layout definition.

Well Here you can select a specific well or a group of wells to be displayed in the Signal Curve
sheet by highlighting the well name(s) in the Cont. Column. If you do not select anything

here the signal curve for all wells will be displayed, although with a maximum of 253 wells.

CH Chromatic/Channel: Number of the used filter setting. The measurement channels are
marked with ‘A’ resp. ‘B’, the chromatic numbering will always start with 1, which
corresponds to the first defined filter combination in the multichromatic sheet (see chapter
Multichromatics of software manual part I1I: Control Part).

t: In the channel column, the "t" stands for time. For more than one cycle or interval the "t"
row shows the time in seconds in which the cycle / interval occurred.

C: In the channel column, the "C" stands for Celsius. If the incubator was used during the
measurement or if the Temperature Monitoring Feature is switched on (see chapter
Temperature Monitoring Feature of software manual part II: Control Part), this row displays
the temperature of the instrument at the particular kinetic cycle (only plate mode). In well
mode, an additional column “Temp” appears, which gives the starting temperature at each
measurement of a well.

Cycles / Lists the number of the particular interval (well mode) or cycle (plate mode).
Intervals
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Calc. Range Start 1/ Stop 1
Cale. Range Starﬂil Stap 1 i’

You can select the kinetic intervals / cycles that will be included in the data calculations by entering the
interval that you want to start with and the interval you want to stop at. The cycles / intervals you select will
be highlighted in red.

Calc. Range Start 2 / Stop 2

Here you can select a second range of kinetic intervals / cycles. With this function it is possible to calculate
the difference or the quotient of range 1 and range 2. The cycles / intervals selected for range 2 will be
highlighted in green.

1.4 Signal Curve Worksheet

The signal curve worksheet graphically plots the data points for one well or a group of wells selected in the
Raw Data Worksheet, see chapter 1.3 (Cont. description). This sheet only appears if you have more than
one kinetic point.

OPTIMA Test Mame: CATEST 20011012 21:0518
BMG LABTECH o123 UTP-DR 1.dbf
[CJElank Carr, [ averages of replicates
Startt: 1 Stopd: 8
Starte:, 9 Stop2: 64
27000 + o 1Stop
i i —0—[]|D1 E1
[
26000 b i
i fmm 003 52 1
L m’\/\v\ 004 53 1
25000 L N N i
T / —— 005 541
i e —[0B 55 1
24000 - - ‘*’\‘v\m 007 B 1
[ 1
w i i —[os 57 1
£ 23000 L 4 R A !
: e—w’\w
22000 T e, :
| i
i ..J-)'."'.N i T TP i
21000 - o e !
P e Rl a
@ Lin i i ,-!' i
ChLog 20000 "1 ! e G A e T !
og |_~—~""'d_ e 423 Y w” "Q—W 1
19000 4 ! ' g

0 5 10 15 20 25 30

w-Zoom TIME [sec] 336 sec

In plate mode, you can also include the temperature line. The temperature will be displayed on the right axis
of the chart.

You can change the scale for the units by clicking on the scale in the lower left corner.

If threshold is the evaluation type (selected in the Evaluation Worksheet, see chapter 1.5), then the legend
will show a threshold line (as ‘The’) and the desired threshold number.

Blank Corr.: Appears only if blanks are defined. If checked, the average of the blanks will
be subtracted from each data point of the corresponding signal curves. The
blank curve itself will not be shown.

Averages of replicates: If checked, the averages of each selected content and channel will be
calculated and displayed as signal curve. In the legend the names of the
contents appear instead of the names of the wells.

Y-Zoom: A checkbox to zoom the signal curve in y-direction. The lowest and highest
measurement data will be used as lower/upper limits.

Lin/ Log: Buttons to switch between linear and logarithmic scaling of the y-axis.
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Curve calculation: This feature is useful for calculations between different chromatic datasets,
e.g. FURA-2 applications. It is available for all measurements with more than
one chromatic or more than one channel. The wavelength calculation is
disabled if polarization or anisotropy values are selected on the raw data
sheet.

If an appropriate test run is chosen, a checkbox ‘Activate curve calculation’
appears. If it is checked, three dropdown boxes appear. In the first and third
you can select the wavelength as operand, in the second you can choose
the operator. You can calculate the ratio, the product, the difference or the
sum between the values of two chromatic datasets.

[Celark. Corr.  []averages of replicates Activake curve calculation

Startt: 1 [Em 410 =l [ = [Emsts =]
30 :
| A
25 +
i ||| \'n
i [ 3 J——i\
! I
S D S ¥ S %S WANP S
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1.5 Evaluation Worksheet

You can specify the evaluation method in the evaluation worksheet. It contains tables where you can see
calculated data.

You can see the most important settings from the used protocol definition on the top portion of the evaluation
sheet. You can see all settings in the Protocol Settings sheet (see chapter 1.8).

Note: The header section of 6-, 12-, 24-, 48- and 96-evaluation sheets is fixed for better general view
of the results. If you use the scrollbar at the left of the window, only the tables move.

OPTIMA Testname: GROUP A+B+C STANDARD 2001.0912 120907 |:| Hide protocol settings

B LABTECH 01,23 REhodamin+sd Methylamb +Coumarin EE cbf, imported
Fluorescence, plate mode equidistant Kinetic window 1 2 3 4
hicroplste: BhiG LABTECHMOLOGIES Mo, of cycles 3 - - -

Cycle time [5] 143 - o -
Meas. start time [3] 0.0 - o -
Ma. of flashes 10 - o -

Mo, Excitation | Emission Gain
1 44 a0 118
2 355 460 n4s
3 340 440 116
4 485 520 naz

Yolume group 1 2 3 4

“alume: [pl] 20 - - -

Injection cycle 1 - - -

Shaking after inject. [s] - o - -

Fos. delay [s] 0,2
Feading direct. 1

Calculstion Start1: 1 Stopt: 2 Start2: 3 Stop2: 3

Commert; 110 pl color reagent per well

Calculation: | Sum ; ‘ [Juse average of blanks of all groups Chromatic Tahle content
Tahle 1 Rangel VI ‘ 1 "I |Law:uut vI

A Mazirnurn

sS4 Mirirum Sad Sa5 S48 SAT SAG 543 SA710 Sa11 B
B fverage ) W

C |sB1 g:ﬂpE§S?CDEd B4 SB5 SB6 SB7 B8 B9 SB10 [SB11 BB

Ope/minuce

D Time to threshold #B13 *B12

E |1 Time to maximum 504 5C5 SCH sC7 SC8 SC9 SC10 SC1 BC
F 30 of raw data W13 W12

o
G |01 Sy of rawi data____ e D5 XD D7 ¥D& ¥0a D10 DA BD
H ¥D13 M0 2
1 2 3 4 L] b f ] 9 10 11 12

Hide protocol settings

It is possible to hide the header area and the comment to give better overview for the data by checking this
checkbox.

Reading Direction Icon Legend
bidirectional reading  unidirectional reading
start left  ztartright  start left ztart right

=2 E E 'E
== =" =

zhart

start
top  bottom  top

harizontal
reading

2z 55 0 I 00
SRIE TR AR
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Comment

It is possible to insert a comment on the worksheet by typing the comment into the comment field between
header and table 1. You can save the comment permanently if you use the ‘Save Evaluation Settings’ option
of the OPTIMA menu (see chapter 1.2.1). If you leave the test run without saving, you are prompted for to
save.

1.5.1 Calculations on the Three Tables in the Evaluation Sheet

The data is presented on three different tables. Each table can have different information based on what you
choose from the table content menu on the right side above each table.

A table represents the wells of the microplate and data is presented on the table according to the layout
defined in the test protocol.

OPTIMA Testname: GROUP A+B+C STANDARD 20010942 120307 Hide prokocal settings
BMG LABTECH 0125 Rhodamin+4 Methylumb +Coumarin BE.dbf, imparted
Calculation: | Sum - I [Juse average of blanks of &l groups Chromatic Tahle cortert
Tahle 1 |Rangel LI ‘ 1 ll |Lay0ut LI
A =21 S42 sS85 Sad S45 SA6 SaT SA5 S48 =410 =11 B,
B HaZ wa
C|=e1 SB2 SB3 SB4 SB3 SBG SET SBS SB3 SB10 SB11 BB
D HEM 3 HB12
E |=c1 SiC2 SIC3 S SCS SCE SICT SICE SiZe SC10 SC BC
F HC13 HCz2
G |xD wD2 ®DE woT HDG *D3a ®D10o ®O11 BD
H X013 X012
1 2 3 4 5 6 K L 9 10 11 12
Tahle 2 Rangel LI ‘ 1 LI | Standard concentration LI
A 10 5 2,500 1250 0525 033 0156 7813E-3 39,06E-3| 195363 977E-3
B
C 1000 200 250 125 B2500 3250 15p25 TEG 3 906 1,853 0977
D
E 10000 S000 2500 1250 25| 32500 156250 78,125 39,0635 19,531 9,766
F
G
H
1 2 3 4 5 6 i L 9 10 11 12
Respansible for standard curve
Takle calculstion: | Mone - I Rangel ll ‘ 1 ll | Raw data - blank LI
A 12708 35095 14515 BE02 4006 2345 1494 1295 920 TEE 907
B 424 GO0
C 117 94 BS 70 250 1 24 138 94 20 g
D -89 -
E & 26 2g 27 25 19 -5 73 43 4 44
F -390 -15
G 977 a5 el 174 47 43 12 38
H -a7 4
1 2 3 4 5 6 ¥ 8 9 10 11 12
Gray fields cortain deleted values
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Calculation Pull-Down Menu for Kinetic Evaluations

These calculations are for kinetic assays where there are more than one cycle/ interval. |5, -
They are related to the selected intervals / cycles defined by the calculation start 1/stop = -

1 resp. start 2/stop 2 controls on the Raw Data sheet. The selection in this menu is valid | masimum

for all three tables. Minirmurn

You can add all the kinetic points of the selected range of cycles / intervals together for [sjape/second
each well. The sum will be used for the tables in the evaluation sheet. Sum is the default |slope/minute
method of calculation for both well mode and plate mode, and is selected the first time | Time ta threshold
the evaluation software is entered. After that, the evaluation program will remember the | Time to maximum

last settings used and automatically re-use these settings the next time the worksheet is ED of raw data
entered Y of raw daka

Maximum

Finds the maximum value for each well (for the selected range of intervals / cycles). The maximum of the
selected range will be listed in the tables of the evaluation sheet.

Minimum

Finds the minimum value for each well (for the selected range of intervals / cycles). The minimum of the
selected range will be listed in the tables of the evaluation sheet.

Average

Calculates the average of all readings for each standard, sample and/or blank replicate in the selected range
of intervals / cycles. The average of the selected range will be listed in the tables of the evaluation sheet.

Slope/second

Calculates the linear regression curve and gives the corresponding slope per second value for each well (for
the selected range of intervals / cycles). The slope of the selected range will be displayed in the tables of the
evaluation sheet.

Slope/minute

Calculates the linear regression curve and gives the corresponding slope per minute value for each well (for
the selected range of intervals / cycles). The slope of the selected range will be displayed in the tables of the
evaluation sheet.

Time to threshold

When you select threshold over time, an additional box appears next to the pull-down menu.

30 Time ta threshald I

You must enter the threshold that you are interested in in this field. The time it takes for the threshold to be
reached is then indicated in the evaluation sheet tables.

Time to maximum

Gives the time until the maximum value in the selected range of cycles / intervals is reached.

SD of raw data

Calculates the standard deviation of the raw data for each well for the selected range of cycles / intervals.

oo |r2x (2

b
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%CYV of raw data

Calculates the standard deviation of the raw data for each well over the selected range of cycles / intervals
divided by the average of the raw data for this well / range, expressed in percent.

Use average of blanks of all groups

[ ]uUse average of blanks of all groups

Here you can collect the blank values from different groups as average instead of using an individual blank
value for each group. This box appears only if the test protocol contains blanks and more than one group is
defined. If it is checked, then the average of all blanks is used for calculation.

Range Pull-Down Menu Rangel
You can select the range you are interested in for each table.
Fangez

Range 1

The measurement values of range 1 (Calc. Range start 1 ... Stop 1 on the raw data worksheet) will be used
in the corresponding table.

Range 2

The measurement values of range 2 (Calc. Range start 2 ... Stop 2 on the raw data worksheet) will be used
in the corresponding table.

1.5.2 Table Content Pull-Down Menu

Faw data

Fuaw data - blank
Averages
Averages - blank
a0 of replicates
%Y of replicates
Layaout

Standard concentration
Yolumes 1
Yolumes 2
Yolurmes 3
Yolumes 4

Sample I0s
Dilution Fackors

Raw Data

The raw data with no calculations is displayed.

Raw Data - blank

The average of the blanks (background) subtracted from the raw data is displayed.

Averages

The mean of the replicates is displayed.

Averages - blank
The average of the blanks subtracted from the average of replicates is displayed.
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SD of replicates

The standard deviation of the replicates and the blanks is displayed. This is important for determining limit of
sensitivity.

\/z ()

H

%CV of replicates

Calculates the standard deviation of the raw data for replicates and blanks divided by the average of the raw
data for replicates and blanks, expressed in percent.

Regression coeff. (r)

The regression coefficient as calculated from the linear regression equation is displayed. Appears only if
'Slope/second(minute)’ is chosen in the calculation pull down menu.

Layout

The contents (standards, samples, blank) as defined in the layout section of the test protocol, are displayed.

Standard concentration

The concentrations of the standards that were defined the test protocol (see chapter Concentrations /
Volumes / Shaking of software manual part II: Control Part) are displayed.

Volumes 1, 2, 3, 4

The injection volumes for volume group 1 ... 4 as defined in the test protocol (see chapter Concentrations /
Volumes / Shaking of software manual part II: Control Part) are displayed.

Sample IDs

Shows the Sample ID for each well (as defined before test start, see chapter Plate Identification of software
manual part II: Control Part)

Note: If you use very long sample IDs you will only see a part here (approximately up to 10 characters).
To see the full sample ID, use the Sample IDs worksheet (see chapter 1.6).

Dilution factors

Shows the dilution factor for each well (as defined before test start, see chapter Plate Identification of
software manual part II: Control Part).

Multichromatic Data

If more than one filter setting was used in the test protocol (multichromatic), it is possible to view
the data for each setting by using the channel drop-down box. The box contains numbers
corresponding to the order of the filter combinations. The number is in the order, in which the filters
were defined in the protocol definition (see chapter Defining Protocols of software manual part II:
Control Part). If you use a polarization test, the channels are displayed as ‘A’ and ‘B’. If you use a
dual luminescence test, the chromatic settings are displayed as 1A, 1B, 2A, 2B etc. (see chapter
Multichromatics of software manual part Il: Control Part).

DZI'H-JCI\LH-L‘-LAJI\JHI

Choose the number in the box that corresponds to the raw data you want to view. You can choose
different numbers for each of the three tables to make comparisons of the data.

Which filter setting corresponds to which position can be seen in the header of the evaluation sheet. The
pull-down box will be empty if only one filter pair has been used.
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1.5.3 Data for Standard Curve

Table 3 is used for defining the data used for the Standard Curve. If you choose ‘Raw data — blank’ then the
results, if valid, will be plotted on the Standard Curve worksheet. This standard curve will be the basis for
calculating the unknowns.

The data selection that is valid for plotting the standard curve includes raw data (minus blank) and averages
(minus blank).

A standard curve cannot be formed from volumes or layout information. If the data from table three cannot
form a graph, the standard curve worksheet will be blank. If a value in table 3 is negative, the logarithmic
scale for the standard curve cannot be selected.

Calculations in the three tables Respansible for standard curve

There is an additional pull-down menu on the left, between the second and  Taule calculation: | Polarization -

third table. You can select optional calculations between the tables here. [ 070z 1441 Moo

When a calculation is chosen then all three tables will convert to the same Tablel [ Tablez
type of data (i.e., ‘Raw Data’, ‘Averages’, etc). If no calculation is possible e Tahlez [ Tablel
the third table will be gray. : ! Tablel - Tablez
TableZ - Tablel
557 3609 oMl
Anisokropey
Intensity
Description Explanation
None All 3 tables are independent
Table1 / Table2 The content of table 1 is divided by the content of table 2, results are shown in
table 3.
Table2 / Table1 The content of table 2 is divided by the content of table 1, results are shown in
table 3.

Table1 - Table2 Values from table 2 are subtracted from the values from table 1 and the results
are shown in table 3

Table2 - Table1 Values from table 1 are subtracted from the values from table 2 and the results
are shown in table 3

*Polarization The polarization values in mP units are calculated using channel A and channel
B, results are shown in table 3.

*Anisotropy The anisotropy values are calculated using channel A and channel B, results
are shown in table 3.

*Intensity The intensity values are calculated using the values from both channels, results
are shown in table 3.

Notes: The items marked with an asterisk appear only in polarization mode.

If there is a division by zero, the respective value will be marked with ‘DivByZero’ in the evaluation

tables.

Removing data: If you want to eliminate the results of a well from the data reduction, highlight them
in one of the three tables and press ‘Delete’. The content name of this well will now
appear in lower case letters. Its value will not be used in calculations. Pressing
‘Delete’ again will restore the data value.

Save changes: If you remove data in the described way, you can permanently save the changes

by using the ‘Save Evaluation Settings’ option from the OPTIMA menu. If you leave
the test run without saving, the software will ask you if you want to save your
changes or not.

Note: Saving changes is only possible if the test run has no signature (see chapter
Digital Sign Function of software manual part IV: FDA 21 CFR part 11). If
you want to make changes to a signed test run, you must make a copy of it.
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1.6 Sample IDs Worksheet

This worksheet is only available if you have defined Sample IDs before starting the test run (see chapter
Plate Identification of software manual part Il: Control Part).

It contains a list with all sample IDs. You can choose between sorting for rows, columns, well content or
sample IDs.

€ Sort columnn up

£ Sort column down

% Sart row up

£ Sork row down O Sortup O Sort down | 0 Sort up 0 Sart down
wWell Contents Sample IDs
A2 Ba, Blank &

12 BB Blank B

E12 BC Blank

12 B Blank [

A0 =481 Rz 100%
A02 SA2 Rz 80%
A0S SAD Rz B0%
A04 a4 Rz 40%
A0S AL Rz 20%

It is possible to change the sample IDs here by editing the respective fields in the Sample ID column. You
can save your changes permanently by choosing the ‘Save Evaluation Settings’ option from the OPTIMA
menu. If you leave the test run without saving, you are prompted for to save.

Note: Saving changes is only possible if the test run has no signature.
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1.7 Standard Curve Worksheet

After the information in table three of the Evaluation Worksheet is selected, click on the tab for standard
curve at the bottom of the screen. At the top of the sheet you will see the parameter table where the
parameters for each group are listed. You can select the groups you wish to see by clicking the
corresponding checkbox above the parameter table. Below, you find the standard curve graph, which
displays the concentration and measurement units of your standard replicates. The graph can be plotted in
linear or logarithmic scale by selecting the button below the graph.

Note: If one of the values equals zero or lower, logarithmic scaling is not possible.

4 Parameter Fit; ~ = (a-c) FC1+10 A(0log0c]) - logC:) 00 + d Evalustion Type: Average

(Ias e [k [#L

g 4 83E4 1.84E5 2, 25E5 4 00E4
b 9791 199E0 43%E0  1,00E1
c aa4E0  3A8E2  BIOE1  5,00E1
logc) 09973 25993 17353 1,690
d -2250E3 S124E3 3 4G63E2  5,000E3
R 0495184 0833971 0333530 1 000000
40000
S
35000
30000
& Lin 25000
" P
L =
og £ 20000
=
15000
10000
5000 —— & —
]
i 20 40 B0 a0 100 120
COHCEHTRATIONS
4 Parameter Fit | & Ln O Log
Standard concentrations Linear Regressian

Segmental Regression

A 1. 1588 2783 485k o point 21,544  3593G 59,943 100
B 2nd Palynamial

C 10 20 a0 3rd Polyniomial 70 a0 40 100
D Wl

E ] 10 15 20 25 30 35 40 45 50
F

G 10 20 30 40 50 =1 Ta a0 an 100
H

The calculated unit values for the standard concentrations defined in the test setup are plotted in a ‘Standard
curve’. The graph can be plotted on linear or logarithmic scale in x or y direction by clicking the ‘Lin‘ or ‘Log’
button of the correspondent axis. You can select the groups to be plotted with the checkboxes above the
graph.

Curve Fits

There is a pull-down menu for selecting one of six curve fits below the graph. You can choose the one that
best fits the data and provides the best results for calculating the unknowns.
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Notes: a) The Segmental Regression curve fit is useful especially for solubility applications. It tries to split
the data range into two regions with optimal regression fit, displaying also the coordinates of the
intersection point. If the parameter r for the whole data range is bigger than 0.98, only one regression
line will be drawn.

b) The 4 Parameter Fit option is not available if the data is not suitable for this type of curve fit.
Values which are greater than the maximum or lower than the minimum of the 4 Parameter Fit
asymptote are marked with an asterisk.

Calculation of the Unknowns

Below the graph there are two tables:

Standard concentrations

A 0.000001 SE-OF | 2.5E-07 1.25E-07 G.25E-03 3.13E-05

B 0.000001 SE-O07 | 2.5E-07 1.25E-07 B25E-03 3.13E-05

C 0.000001 SE-O0F  2.5E-07 1.25B-07 B.25E-03 3.13E-05

D 0.000001 SE-O0F  2.5E-07 1.25BE-07 G.25E-03 3.13E-04

E 1E-07 SE-05 2.5E-08 1.25E-03 625E-09 3.13E-08

F 1E-07 SE-05 2.5E-05 1.25E-03 6.25E-09 3.13E-09

G 1E-05 SE-09 2.5E-09 1.25E-09) B25E-10] 3.13E-10

H 1E-05 SE-09  2.5E-09 1.25E-09) B.25E-10) 3.13E-10

1 2 3 4 5 6 K 8 9 10 1" 12
Calculated concentrations
Table calculation: Raone Rangel Channel 1 Fawy dats - blank

A * * 9.5E-07| 2.89E-07 | 2.04E-07 | 1.42E-07| 997VE-O05 *

B * * * 2.G68E-0F| 1.89E-07 | 1.26E-07 | 96VE-03 3.5E-03

C

D

E

F

G

H

1 2 3 4 5 6 Fi 8 9 10 11 12

* The zignal of the respective sample iz lower or higher than the azymgptate min or max values!

Uzed for calculation:

® Group A (B ® C oD

First Table: Standard Concentrations

This table contains the standard concentrations as defined in the layout (see chapter Concentration /
Volumes / Shaking of software manual part II: Control Part).

Second Table: Calculated Concentrations

This table contains the calculated concentrations based on the curve fitting method chosen for the standard
concentrations. They are calculated by using the formula for linear regression, segmental regression, point to
point, 2" and 3™ polynomial or the 4-parameter fit.

Used for Calculation

You can select the standard of the group, which is used for calculating the sample values with these buttons.
With the button ‘Group’ selected, which is activated by default, every group uses its own standard for
calculation.

Note: In the case of 2" and 3" degree polynomial equations, it is possible that there are problems
calculating the unknowns. More than one concentration could be possible or the point could be out
of the range of the curve. In these cases, the table will contain asterisks in place of the data.

* The signal of the respective sample is out of the signal range of the standards. No
extrapolation is possible.

* The signal of the respective sample is lower or higher than the asymptote min or max
values (can only appear if 4-parameter-fit is chosen).

** | There is more than one concentration possible for the signal (units). No clear relationship
between signal and concentration.
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1.8 Result List Worksheet

This worksheet is only available if the standard curve worksheet is visible. This means that standards must
be defined in the layout, and in the third table of the Evaluation Worksheet one of the following selections
must be used: ‘Raw data’ (minus blank) and ‘Averages’ (minus blank).

OPTIMA Testname: DRA1 20020726 10:51:24 [ Hide paramster = attings
BMG LABTECH 01,23 1.dbf, imported ™ Hide standard curve

Fluorescence, plate mode equidistant

Evaluation type: Sum

Calculation; Start1: 2 Stopt: 2 Startz: 0 Stopz: 0
Selected: Range1

Tahlz calculstion: Mane

Curve fitting; Linear Regression; X-&xis lin, ¥-Axis lin
m 3,39E3

h -1 403E2

r 0,9530503

Comment; | OMA Test

20000

13000

E 10000
=1

5000 /
0 ] /

0 05 1 15 2 25 3 35 4 45 5 55
CONCENTRATIONS

Sott conterts Ay of _—
k4 . ¥/ Lze dilution factar
& up £ Down |©0 Up O pawn |0 Up O pamn |0 Up 2 Dram replicates
Content | Sample Well Dilution | Raw data - Awg of S0 of ToCWwr Calculated
1} factor blank replicates replicates concentr.
=1 A0 1,000 Ta =] a3 7.7 51 S4E-3
=1 A2 =]

The worksheet contains a list of all raw data based on the selection you made for the third table on the
evaluation sheet. The data values are grouped by replicates. The calculated concentrations are also shown
using the curve fitting method of the current standard curve worksheet. The most important measurement
parameters, the parameter table for the standard curve and the graph of the standard curve appear in the
header. Both can be hidden by checking the checkboxes ‘Hide parameter settings’ and ‘Hide standard curve’
to get a better overview of the data.

The data can be sorted by plate rows, plate columns, well contents or sample Ids in upward or downward
direction using the corresponding checkboxes.

If you check the box ‘Use dilution factor’ the calculated concentrations are multiplied with the corresponding
dilution factor.
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BMG LABTECH

OPTIMA
BMG LABTECH

Testname: DMA1
01,23

20020726 10:51.24
1.dbf, imparted

[¥ Hide parameter s ettings
¥ Hide standard curve

Zort contents Avg of _—
& up " Dawn ¢ Up T obann | Up T Donn [ Up " Down o rEp?batES ™ Use diution factor
Content | Sample Well Dilution |Raw data - Awg of S0 of RCW Calculated
1] factor blank replicates replicates concentr.

=1 A0 1,000 7o ES 5 X E1 94E-3
=1 202 ED

52 BO1 1,000 1315 1330 15 1.1 0,443
52 BO2 1345

53 o 1,000 2630 3125 495 158 0,954
53 o2 3620

=4 Do 1,000 3277 3247 30 04 1,021
=4 Doz 327

55 E01 1,000 S04E E7F20 1674 249 2067
55 EDZ 5394

=6 Fo1 1,000 7973 8149 176 22 2498
jat] Fo2 8324

57 GO 1,000 11068 15460 4392 284 4700
57 02 195851

=8 HO1 1,000 15318 15542 224 14 4725
=8 HO2 157ES

1 A03 1,000 5033 5002 il 0g 1,550
X1 204 4971

K2 BO3 1,000 BOES 9069 104 1.1 2775
x2 BO4 W73

X3 Co3 1,000 1941 1964 23 1.1 0,634
X3 Co4 1986

x4 Do3 1,000 2140 2142 2 0,1 0,685
¥4 Do4 2144

x5 EO3 1,000 2763 2805 42 15 0,387
S E04 2846

B FO3 1,000 28519 28726 207 or 4,698
B FO4 25932
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1.9 Protocol Settings Worksheet

Here you can see all settings defined in the protocol used for the current test run. You can also see the
history of changes for a test run in the audit trail text box. If the test run has been signed, the signatures will

appear in the signature text box.

OPTIMA Testname: MULTIDEL PT IMJ 20051215 10:24:45
Bk LABTECH 1,23 bt
Simuttaneaus dual luminescence, plate mode equidistant Kinetic wincaw 1 3 q
Plate type: B LABTECH 36 Mo, of cycles 1 - -
Top optic uzed Measz. start time [=] o0 - -
Measz. interval time [=] 010 - -
Chramatic Ma. 18 28 38 448 18 2B 3B 4B
Gain 2351 4095 2679 4095 2447 4095 2427 1758
Emizsion fitter 520 280 odd B12 odd lens S20 empty
Required value A[%] 40 Wallume graup 1 3 4
Required value B[%]: 40 Walume [pl] ineline. irclive . -
Uzed pumg 1 1 -
Pump speed [pliz] 150 230 -
Positioning delay [2] 0,2 Smart dispensing used - - -
Purmg syringe wal. [mi] 25 25 -
Shaking weidth [mm]: 1 Injection cycle 1 1 -
Shaking mode: double arhital Injection =start time [=] oo 152 -
Additional shaking: 1z before each cycle Shaking after inject. [3] - 1235 -

Reading direction: 1

Target temperature [P2] 2849

Calculation Start1: 1 Stopl: 1

Start2: O Stopz: 0

Wiell scanning: Mare

Comment:

Softvware version contral: 2.00P1

Software version evaluation: 2.00 P41 B:0005

Setial number: 41 3-0445

U=er: USERRC1E

Audittrail | Donnergag, 15, Dezember 2005 -10:26:21, Ussr WSERRC1E" Data record crested by performing test protocol 'MULTI DEL PT
IMJ' (garted Donnerstag, 15, Dezember 2005 - 10:24: 457 using reader 4130445,
Donnerstag, 15. Dezember 2005 - 10:530:25, User 'USERRCTE" Automatic initislization of evalustion settings done during fir
apening oftest min.

Signatures

All settings are described in chapter Defining Protocols of software manual part Il: Control Part.

Notes:

The ‘Last required value [%] is the last required value which has been used to perform an

automatic gain adjustment using this test protocol. A gain can also be typed in manually and hence

the required value [%] is not taken into account.

Date and time information for audit trail and signatures is displayed using the format as defined in
the Windows Control Panel (Regional Settings) under long date and time format.
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1.10 Display Well Scanning Data

If the opened test run contains well scanning data, (see chapter Defining Protocols of software manual part
[I: Control Part) you can display thus data in the evaluation software.

1.10.1  Well Scan Plate View

After you've selected the OPTIMA Pulldown Menu ‘Well Scanning View...” or you've pressed the Toolbar

a4 ing Wi . .
Button = izl Size e v , a new window will be opened.

Test Run: WELL SCANNING 2005/11/25 09:27:31 137.dbF

i

Double click an awell to wiew and edit the scanned values

Calars, .. Scan Diarneter Used, ., Zoom factor: IWhU|E plate "l

oK Cancel | Help |

The Well Scanning View window displays the measured well scanning data graphically in a grid according to
the microplate format. The header of the window contains the test run name, the date and time that the
measurement took place and the filename assigned to the test run.

You can choose between three different display modes. To change the mode and the color settings press
colers. . (see chapter 1.10.2 Color Settings).

If you are using layout groups, the layout grid will be displayed using the background colors belonging to the

layout groups used.

You can double click on a well to get a zoomed view of the measurement values with additional information
and to edit the measurement values (see chapter 1.10.4 Detailed View of Well Scanning Data for a Selected
Well).

Press o Diameter sed. . to change the diameter of the circle/rectangle which defines the valid data points

(see chapter 1.10.3 Change Scan Diameter Used).
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Use this control to zoom to the selected value in percent (whole plate is equal
to 100%).

Zoom factor: (RGNS

whiale plate

If the measurement was performed with two channels or more
than one chromatic, an additional control appears to select the
channel/chromatic to be displayed:

Selected Chromatic/Channel:

If you press the OK button, the changes performed will be assumed and saved. To revoke the changes,
press the Cancel button. In both cases the window will be closed.

Only the average value of all used data points in the well (see also chapter 1.10.3 Change Scan Diameter
Used and 1.10.4 Detailed View of Well Scanning Data for a Selected Well) will be displayed in the 1.3 Raw
Data Worksheet and used for further calculation.

1.10.2 Color Settings
After pressing culLl in the Well Scanning View window or the Detailed View window, the following
dialog box will appear:

The selected settings affect the way the well
scanning data will be displayed in both the Well

Color Settings i x|

Color Mode: ITwo colors {good, bad) j Scanning View window and the Detailed View
T < fonod, b ; window. You can change the display mode by
Three colors (range) lecting one of the thr: lor m vailable:
Threshold {2\ o adiont selecting one of the three color modes available
Two colors (good, bad
Color above threshold: II:| VI (9 )
I__[ If you are only interested in a good / bad
Color below or equal to threshokd: (I decision, you should choose the option to

display different colors for all values under a

Clase | certain threshold and for all values above the
threshold. You can select the two colors and
change the threshold value.

Three colors (range)

Same concept as “Two colors’, but here you can also define a range ‘in-between’ to be displayed in a third
color.

Color gradient

Color Settings =|| The measurement values will be displayed in
different shades of colors or gray levels. You
Color Plode: |Color gradent = can select a start and an end color. It is also
possible to use colors from the rainbow
I™ Auta scale spectrum. You can define the start and the end
¥ Rainbow colors values to enlarge the range of the color gradient

used.

: |u | v| : |55|3|:|u | v[

stat: |3 — Enck — Use the auto scaling function to set the start and
| . the end values automatically to the minimum
and maximum measurement value of the
Close | selected Channel/Chromatic for the whole plate.

Note: For this option, it is recommended to use a graphic mode with more than 256 colors (windows
control panel)
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1.10.3 Change Scan Diameter Used

After pressing Scan Diameter Used. . in the Well Scan Plate View or the Detailed View window, the Diameter

Used window opens.

Test Run: WELL SCANNING 2005/

Diameter Used

Diarnetet Range in mm:

—

0 21.0
16,8 mm

=

Diouble click on awell to view and edit the scanned values

Calars, .. | ‘ Scan Diarneter Used, ., I Zoom factor: I“"‘-"hClIE plzte: 'l

(0] 4 Cancel | Help |

The Scan Diameter Used describes the diameter of a circle (for a round well shape) or of a rectangle (for a

rectangular well shape) that defines the area within which the measured data points are used for further
calculation.

Changing the diameter size allows you to reduce this area (i.e. if you find out that the results measured near
the border of the well are not certain).

The used diameter window contains a slider control to change the diameter used.

Move the slider with the mouse to change the diameter. The data points outside the area will be displayed in

a gray pattern that indicates, that these points will not be used for calculating the average value of the well
scanned.

You can also change the diameter in the Detailed View of a well.

Note: Changing the diameter always effects all wells, even if you change it in the Detailed View of a well.
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1.10.4 Detailed View of Well Scanning Data for a Selected Well

The window with a detailed view of the measured data for one well can be opened if you double click on the
well in the Well Scanning View window of the whole microplate.

lwell Scanning Data of Well A4 (Test Run: WELL SCANNING 2005/11,/25 09:27:31 137.dbf) -|0O] x|
— Calculaked Yalues in RFL
Result: 25804.7
{Average of scan points used)
Sid. Dev: 2326532

HaCh 80.2

— Exclude Single Poinks

To select or deselect a scan point within
this well click an the paint in the image.

Reset |

 Views Settings

B 115 65000

" Show values

f+ Show colors

Colars...
—l B vin: 1594

— Change Scan Diameter

To change the scan diameter used Faor all wells
maove the border in the image with the mouse
of press

Scan Diameter Used. .. |

Prink |

In this window you can see the selected well in a zoomed view with additional information.

If you move the mouse over a scan point, a hint with the measured value will be displayed.

The picture contains three circles (for a round well shape) or rectangles (for a rectangular well shape) with
the following meaning:

scan diameker 21.0 mim well diameter 21,2 mm|

An s wEwE

diameter used 18,0 rmm

e
I "=

Fat line, black: Shows the scan diameter used. All scan points outside are marked as not used and
therefore displayed in a grid pattern.

Fat line, gray: Shows the physical scan diameter. This is the diameter used by the reader as limit when the
well is scanned. Only scan points of the defined matrix whose center lies inside the area defined by this
diameter are measured. You can define the scan diameter in the protocol settings of a test run in the reader
control software.

Thin line, black: Shows the border of the well as it is defined in the microplate database.

If you move the mouse over one of these border lines, a hint with the identifier and the size of the border will
be displayed.
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Description of the Dialog

Calculated Values

Result

This value is calculated as average of all scan points used. It will be displayed in the Raw Data Worksheet
and used as base value for further calculations.

Std. Dev

The calculated standard deviation of the scan points used.

%CV

The calculated standard deviation, divided by the average of the scan points used, expressed in percent.

Exclude Single Points

You can exclude single scan points of the selected well, by clicking on it in the image. If you click on an
excluded scan point, the exclusion will be revoked.

Excluded (unused) scan points are drawn in a grid pattern.

EE.‘I'WEII Scanning Data of Well A4 (Test Run: WELL SCANNING 2005,/11/25 09:27:31 137.dbk) il |EI|5|
— Caleulated Yalues in RFU

Result: 38427.2
{Average of scan paints used)

Std, Dev: 195324
SaiCh 50.8

— Exclude Single Painks

To select or deselect a scan point within
this well click on the point in the image.

Reset |

 Wiew Setfings

" Show values . plax G000

% Show calors

I rin: 1594

— Change Scan Diameter

To change the scan diameter used For all wells
move the border in the image with the mouse
o press |
Scan Diameker Used. .. |

Print | Close |
A

Note: If a scan point is excluded by the Scan Diameter Used, it is not possible to revoke this exclusion by
clicking on it. Therefore you have to increase the Scan Diameter Used.

Pressing the Reset button will change back the state of each scan point to ‘used’, if its center lies inside the
area defined by the Scan Diameter Used.
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View Settings

To display the values of each measured scan point, select Show values. The image changes and the value
is shown instead of a colored rectangle. It is recommended to maximize the window if you use this function,
so that the font can be displayed in a readable size.

To change back to the selected color mode, select Show colors.

Press CDIL' to change the selected color mode and its settings (see Color Settings)

The color legend shows the color gradient between the minimum value (Min:) and the maximum value
(Max:) of the selected well.

Change Scan Diameter

Press scan Diameter Hsed.. to change the diameter of the circle/rectangle which defines the valid data points

(see 1.10.3 Change Scan Diameter Used).

Alternatively you can move the border in the image with the mouse to change the diameter. Move the mouse
over the fat black line in the image until the hint shows diameter used xxx mm and the mouse cursor
changes to two arrows. Then press the mouse button (the color of the border changes to blue), move it to the
desired size and release the mouse button. Note, that the new diameter concerns all wells!

L;.‘I‘WEII Scanning Data of Well A3 (Test Run: WELL SCANNING 2005/11/25 09:27:31 137.dbE)} [ |EI|1|
— Calculated Values in RFU

Result: 11379.2
{Awerage of scan poinks used)

Ea ) e
e e
e
e R e
e e SR e

: R Std. Dev: 6412,2
diameter used 15,0 mm

IIIIIIIIIII %C'\"I o 56-3

— Exclude Single Poinks

To select or deselect a scan poink within
this well click on the point in the image.

Resek |

 Wiew Settings

{ Show values . i

{* Show colors

B vin: 1519

— Change Scan Diameter

Ta change the scan diameter used Far all wells
move the border in the image with the mouse
ar press
Scan Diameter Used, .. |

Prink | Close

Print: Prints the screen on any available printer.

Close: Closes the detailed view window.
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1.11 Standards Transfer Wizard

This feature is made for applying standard parameters gained from a plate with standards (called standard
model in the following text) for a following series of plates with samples.

Note: The measurement parameters relevant for the calculation (e.g., gain value, cycle time, etc.) of your
standard model must match the ones from your sample test. If they don’t match, the software will
not allow you to use the respective sample test.

To use this feature, you should first edit your standard test run and choose the calculation methods you are
interested in. Save the changes you made and press the button ‘Standards Transfer. The following user
dialogs will open:

Standards Transfer Wizard |

BRI welcome to the Standards
W[ Transfer Wizard

This wizard will quide vou through the steps of transferring
standards from one test run (standard) to another kesk run
{sample).

The transfer of standards and all modifications ko the sample best
run are temporarily and will not be stored,

= Bach | Mext = | Firist | ! Cancel i Help |
Standards Transfer Wizard E |
Select a Test Run with Standards D + D
A kest run with standards must contain the skandard walues and the calculated standard curve(s),
\ [
| STATE | TESTMAME | 1D 1 | D2 | ID3 ]
O ] A IMFLLE BGOMIST 1
O TRF REPR.ESSOR, PLATE 27
O POLAR. TEST GLYCEROL 1
O M ABS TEST ABS 1
O Ms QZ TEST 413-0005
O ATF 413-0005
(o) Ca TEST UTP-DR: i
o] GROUP A+B+C4+D STANDS  Rhodamind4 Methylumb  +Coumarind-Fluorescei
A

@ This test run can be used as a standard.

< Back FEinisnm Cancel Help
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The test runs of your user directory appear in the list box. You can select them with cursor or mouse. Below
the list box, a field with information whether or not the current test run can be used as standard appears.
Choose the test run with the standards you wish to apply and press the ‘Next’ button. The test run will be
loaded as standard model and the parameters for the curve fitting method will be calculated.

On the next screen, you can choose the sample test you like to combine with the loaded standard model.

If the sample test run you have chosen is not applicable for your standard model, the ‘Details’ button is
enabled. By pressing it, you can see a list of the measurement parameters not matching to the ones of your
standard model. If you need it, you can print the list or store it in an ASCII file.

Select a Test Run with Samples - Details ﬂ
Select a _TESt Due to the Following differences in the protocol parameters, the selected standards cannot D
Tawhichtes  be pransferred ko the selected samnple best run: J
Probocol Parameters | Standard Tesk Run | Sample Test Run |
3 1
Mo, of Flashes per well KWL | 10 1
STATE | 7 | Cycle time Kl 143 - |« |
Qo { Excitation Filter 544 355 340 485 390
[ { Emizsion Filker 590 460 440 520 450
O x I 3ain 115045 115093 Jululu}
O x ¢ | Mo, af multichramatics 4 1
O ¥ . Measurement bype Fluorescence with mulkichro,.. | Fluorescence
O o i
O o [ Prink... | Save As... |
o] ¥ | v
<1
Close
The 5
Press Details For additional information, Dekails, .
< Back | | | Cancel | Help ‘

If you have chosen a test run which is applicable to your standard model, the wizard will appear like this:

Standards Transfer Wizard
Select a Test Run with Samples D + D
To which kest run should the standards be transferred?
n P
| STATE | TESTHAME [ D1 ID2 [ D3 x|
O = GROUP A+E+C+D STANDA  Rhodamind4 Methylumb  +Coumarin+-Fluorescei
O = GROUP & Test Rhodarnin4-4 Metbylumb +Cournarind-Fluoresced
O = GROUP A+C Test Rhodarmin4-4 Metbylumb +Cournarind-Fluoresced
[ GROUP C Test Rhodamin+4 Methylumb  +Cournarind-Fluorescei
O X GROUP D Test Rhodamin+-4 Metbylumb +Coumarind-Fluorescei
o] = GROUP A+B+C+D SAMPL  Rhodamin+4 Methylumb  +Coumarint-Fluoresce
O = GROUP B+D SAMPL Rhodarmin+4 Metbylumb +Cournarind-Fluoresced
O = GROUP A+B+C+D SmpoB  Rhodamin+4 Metbwlumb +Coumarin+Fluorescei
4

3) The selected standards can be transferred to this test run.

Mexk =

Cancel

| Help |

2007-11-13
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If both the standard plate and your sample test run contain blanks, the following screen will appear where
you can choose if to use the blanks of the standard plate or the blanks of your test run for the calculation:

Standards Transfer Wizard

Blank Correction Options
The selected standard test run uses blank corrected values For the standard curveds) calculation.
Therefaore, the selecked sample test run will be blank carrected, toa,

To perform the blank correction For the selecked sample kest run, use the blank values provided by the

™ Standard test run

¥ Sample test run

Press Finish to stark the standards transfer.

fEmk = Finish Cancel Help

By default, the blanks on the sample plate will be used. If you press apply, the software will switch to the
standard curve sheet.

The design of the ‘Standard concentration’ table has now changed compared to the normal view. A table with
the list of standard concentrations from the standard plate and their corresponding measurement units will
appear. The second table contains the calculated concentrations of your samples. The header areas of all
sheets appear now with light green background color. Below the measurement data tables appear a green
text box with the information about your standard and sample plate.
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Blank corrected standard concentrations of standard plate GROUP A+B+C+D STANDA (11.dbf) - 20010901 2, 13:01:20

Contert Standard Lirit= Contert Standard Linit= Cortert Standard nit=
=811 Q77E-3 403 =611 0.4a7y 13 =11 9. 7E6 16
=410 19.53E-3 383 SBE10 1.053 19 SC10 19.521 1
=n9 39 06E-3 423 =R3 3906 BE =g 39.063 24
=45 TE813E-3 E1E =65 Ta13 30 SCE T8.125 45
SAT 0156 70 SBY 15625 -2 SCY 156.250 -2
SAG 0313 1103 =BG 31250 59 =6 312.500 14
=A% 0E25 1855 =B5 E2.500 170 =C5 B25 0
sAd 1.250 ex i =SB4 125 34 SCd 1250 -4
=05 2500 BE93 =B3 250 37 =3 2500 30
=a2 5 17356 BB 389 =C2 S000 -33
SA1 10 S4709 S 10000 14
Ba, 353 BC 402
Calculated concentrations using GROUP A+B+C+D STAMDA (11.dbf) as standard plate
Takble calculation: Mone Fanget Channel 1 Faw data - blank

A

B 0.369 0862

C

D 0.285 0.2a7

E

F 0.296 0.300

G

H 0.202 0.308

1 2 3 4 5 [ Fi 8 9 10 11 12

dzed for calculation:

CiGroup @ oA (OB rc o (e (O H

“ou are currently using standards fram anather test run for calculation.

Standard test: GROUP A+B+C+D STAMDA (11 .dbf) 20010942 13:01:20
Sample test: GROUP A+B+C+0D SAMPL (25.chf) 20010942 13:01:20

Blank correction options:
For the blank correction of the samples the blank(s) of the sample plate are used.

Note: The controls on the Raw Data - and the Evaluation — sheet responsible for the standard calculation
are now disabled.
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2 Microsoft Office Macro Security

Many features in Microsoft Office are created in or depend on the Office integrated Visual Basic for
Application (VBA) programming language. Since VBA is a potential mean to create and deploy macro
viruses, Microsoft Office programs allow the usage of VBA features only in one of three Security Levels.
These three Security Levels provide an adjustable protection against macro viruses.

For the highest level of protection, Microsoft recommends setting the macro Security Level to High or
Medium and using digital signatures.

A digital signature on a Microsoft Office VBA macro is like a wax seal on an envelope: it confirms that the
macro originated from the signer and that the macro has not been altered since it was signed.

When you open an Excel workbook or load an add-in that contains a digitally signed VBA macro, the digital
signature appears on your computer as a certificate. The certificate names the macro's source, plus
additional information about the identity and integrity of that source.

The BMG LABTECH Evaluation Excel workbook uses VBA macros as well to implement its features. In order
to assure the highest security, all BMG LABTECH VBA macro codes are digitally signed.

If you have set the Excel Security Level to High or Medium and open the BMG LABTECH Evaluation Excel
workbook for the first time, you will see a Security Warning dialog box regarding the digitally signed macro
with BMG LABTECH GmbH as author specified:

Security Warning ed |
C:Program Files\BEME@VOPTIMAExcelOPTIMA, xls

contains macros by .
Details. ..
BMiz LABTECH GrbH

Macros may conkain viruses, It is always safe to disable macros, but if the
macros are legitimate, vou might lose some Functionality,

The security level is set ba High, Therefare, wou cannat enable macros
from sources that you do not trust,

[ Always trust macros Fram this source,

Ematile Macras Maore Info

Security Warning dialog box for macros by BMG LABTECH.

To view details about the digital signature, click Details.... This displays the Digital Signature Details dialog
box as shown in the next figure.
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Digital Signature Details

=

BrMiz LABTECH GmbH
ok available

Digital Signature Details dialog box.

If you click on the Advanced tab, you will be able to view the Signature details as shown below.

Digital Signature Details

M

Issuer Verisign Class 3 Code Signing 2004 CA, ...

Serial nurmber Obdc34c4 24 30 0bcZ ZF 9aScac 6 5.,

Digest algarithrn shal

Digest encryption algorithm  RSA

Authenticated attribukes
Conkent Type 06 0a2b 0601 04 01 52 37 0201 04
1.3.6,1.4,1,311,2,1,11 300c060az2b0a0104018237020115
Message Digest 0414 77 c 12 4afadz 89 7e g4 M z23 ...
1.3.6,1.4.1,311,2,1.12 30353 a022802000 4200 4d 0047 00...

Digital signature details.
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To view the certificate, click View Certificate on the General tab.

General | petails | Certiication Path |

®
Certificate Information

This certificate is intended for the following purpose{s):

*Ensures software came From software publisher
*Protects software From alkeration after publication

* Refer ko the certification authority's statement For details,

Issued to: EMG LABTECH GmbH

Issued by: VeriSign Class 3 Code Signing 2004 Ca

Yalid from 9/28/2005 to 9/20/2006

install Cerkificate, .| Issuer Statement |

Ok |

Digital certificate issued to BMG LABTECH.

Back in the Security Warning dialog box, note that the Enable Macros button is disabled since BMG
LABTECH is at this very moment an unknown, and therefore, not trusted source, which means you cannot
enable VBA macros from sources that you do not trust. To enable it, you first have to trust the source of the
VBA macro. To trust a source, select the Always trust macros from this source check box. This makes
the Enable Macros selection available.

Click Enable Macros. This will load the signed BMG LABTECH VBA macro. In addition, BMG LABTECH will
be added to your Trusted Sources. You can verify this in the Trusted Sources list (to get there, click Tools,
point to Macro, and then click Security. In the Security dialog box, click the Trusted Sources tab).

When you open the BMG LABTECH Evaluation workbook the next time, you will find that you won't be
prompted and asked whether or not you want to enable the BMG LABTECH VBA macro. Instead, the VBA
macro will be loaded without any user intervention. This is because the BMG LABTECH VBA macro was
digitally signed using a certificate that corresponds with one that is now in the list of Trusted Sources
certificates.

If you click Disable Macros, the signed BMG LABTECH VBA macro is disabled and won't be loaded.

The BMG LABTECH Evaluation Excel workbook uses VBA macros from two sources:

= BMG LABTECH GmbH and
= Microsoft® Corporation.

36/39 0413F0013A 2007-11-13



BMG LABTECH OPTIMA Software Manual - Part IIIb: Excel based Evaluation Software

Therefore, you will be prompted two times: once for BMG LABTECH, as shown above, and once for the
referenced VBA macros from Microsoft:

Security Warning ilﬂ

CiiProgram Files\EMENOPTIMALE xcelisalver . xla

contains macras by .
- . Details. ..
Micrasaft Corporation

Macras may contain viruses, Ik is always safe ba disable macros, buk if the
macros are legitimate, you might lose some Funckionality.

:

[™ Always trusk macros from this source,

Enable Macros Mare Info

Security Warning dialog box for macros by Microsoft.

For further details on security and virus protection please see the Office help or www.microsoft.com/security.
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3 Known Problems and Solutions

There are some possible errors due to operating system configuration:

1. Error 429 ‘ActiveX component can’t create object or return reference to this object’
2. Error 1004 “VBA initialization failed’

3. Error 40009 ‘No current row’

For solutions see the following chapters.

3.1 Error 429 'ActiveX component can’t create object or return reference to this
object'

If this message appears when you open the Excel evaluation sheet, you should use the Fix429 program from
the installation CD-ROM (under ~\OPTIMA V1.xx\Evaluation\).

This program checks a registry key responsible for ActiveX data access objects delivered with Microsoft
programs (Office (Excel), Visual Basic, Internet Explorer...) regarding presence and correct value.

Key: HKEY CLASSES ROOT\LICENSES\F4FC596D-DFFE-11CF-9551-00AA00A3DC45
Value: mbmabptebkjcdlgtjmskjwtsdhjbmkmwtrak

A wrong value of this key will cause the error 429 (‘ActiveX component can’t create object or return
reference to this object’) at startup of the evaluation software.

- If the key does not exist, it will be created (after pressing the ‘Correct Error’ button).

- If the key exists but has a wrong value, the old value will be saved under the name ‘backup’ in the same
key and the key value will be changed to the correct value. Should you encounter problems with other
programs, you can restore the old key value using the ‘Restore’ button of the Fix429 program.

Note: The patch program ‘Fix429 will be called automatically during the installation of the OPTIMA
evaluation part, so this error should occur (after installation) only if you install a new Microsoft
program, which may have deleted or changed this registry key.

3.2 Error 1004 ‘VBA initialization failed’

When you get this error message after starting the evaluation part, some Excel add-ins are missing or are
not enabled, e.g. the VBA macro language.

Please start the evaluation part directly from the windows start menu (and not using the Excel button in the
control part). There will be a message telling you what parts are missing and asking you whether you want to
install these Excel parts. Please answer ‘Yes'.

Using Excel XP it is also necessary to set the security level to medium or low as the high level will not allow
execution of our set of macros. To do so, please use the Excel menu command ‘Extras | Security’.

3.3  Error 40009 ‘No current row’

If this message appears when you open the evaluation worksheet, you must update the Dao350.dll file
installed on your computer.

e Close Excel and open a Windows Explorer.
e Open ~:\Program Files\Common Files\Microsoft Shared\Dao\.
o Rename the existing Dao350.dll file in the folder to Daoold.dlIl.

e From the OPTIMA installation CD-ROM go to the directory
~:\OPTIMA Vx.xx-x\Evaluation\ Excel97 RunTimeError40009\. Copy the file Dao350.dll
from the CD and paste it in the ~\Microsoft Shared\Dao\ folder.

o Reopen the software. There should be no error messages.
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4 Support

If you have any problems / questions regarding the software / the instruments, you should visit our web page
(http://www.bmglabtech.com) and read the ‘Frequently Asked Questions’ (FAQ) on the Support page. If you
can not find an answer there, please contact BMG LABTECH using the following email addresses:

e Problems / questions regarding software:
support@bmglabtech.com

e Problems / questions regarding the instruments:
tech.service@bmglabtech.com

You can also use our on-line bug report form:
http://www.bmglabtech.com/support

2007-11-13 0413F0013A 39/39


http://www.bmglabtech.com/
mailto:support@bmglabtech.com
mailto:tech.service@bmglabtech.com
http://www.bmglabtech.com/support

	1 Evaluation Software - Data Reduction
	The Worksheets
	Test Runs Worksheet
	OPTIMA Pull-Down Menu
	OPTIMA Toolbar

	Raw Data Worksheet
	Signal Curve Worksheet
	Evaluation Worksheet
	Calculations on the Three Tables in the Evaluation Sheet
	Table Content Pull-Down Menu
	Data for Standard Curve

	Sample IDs Worksheet
	Standard Curve Worksheet
	Result List Worksheet
	Protocol Settings Worksheet
	Display Well Scanning Data
	Well Scan Plate View
	Color Settings
	Change Scan Diameter Used
	Detailed View of Well Scanning Data for a Selected Well

	Standards Transfer Wizard

	2 Microsoft Office Macro Security
	3 Known Problems and Solutions
	Error 429 'ActiveX component can´t create object�
	Error 1004 ‘VBA initialization failed’
	Error 40009 ‘No current row’

	4 Support

