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INTENDED USE
The Inf-Cov2QuantTM Influenza A/B + SARS-CoV-2 Quantification Kit is a multiplex
molecular in vitro diagnostic kit capable of detecting and differentiating the presence
of Influenza A and B viruses and novel coronavirus (SARS-CoV-2) RNA from the same
upper or lower respiratory tract sample (such as nasopharyngeal, oropharyngeal,
and nasal swabs, sputum, lower respiratory, bronchoalveolar lavage, and
nasopharyngeal lavage fluids). The multiplex (tetraplex) quantitative diagnostic
method, run in a single well, uses a one-step reverse transcription real-time
polymerase chain reaction (RT-QPCR) protocol.

PRINCIPLE OF THE ASSAY
The Influenza A/B + SARS-CoV-2 Quantification Kit contains three primer/probe sets
that target the RNA of influenza A virus (M1 gene), influenza B virus (NS2 gene), and
SARS-CoV-2 virus (N gene).

KIT COMPONENT
Inf-Cov2QuantTM SARS-CoV-2 Quantification Kit
Reagents / Materials

100 tests/kit

Yellow

qPCR 1-Step MIX

1,000 µl

Purple

RTase

100 µl

Green

Inf-Cov2QuantTM Probe Mixture

410 µl

Blue

Negative Control

100 µl

Red

Inf-Cov2QuantTM Positive Control

100 µl

The same reagents should be used on each of the listed real-time PCR instruments.
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PRODUCT DESCRIPTION
-

-

-

qPCR 1-Step MIX
The qPCR 1-Step MIX with reagent for amplification.
RTase
The RTase is required for reverse transcription.
Inf-Cov2QuantTM Probe Mixture
The Inf-Cov2QuantTM Probe Mixture is a buffer solution with specific
primers and probes which conjugate with nucleic acids of Influenza A, B
and SARS-CoV-2 virus and internal control.
Inf-Cov2QuantTM Positive Control
The Positive Control will yield a positive result with each assay in the InfCov2QuantTM Kit including human Internal Control. Positive Control
determines for presence of errors during the test.
Negative Control
To confirm the absence of contamination, negative control reaction should
be included at every run as it indicates that reagents have not been
contaminated.

PREREQUISITE
-

-

QPCR instrument from the following: CFX96, Quantstudio 5, LightCycler® 96
Vortex mixer
Centrifuge with rotor for microtiter plates
Pipettes and pipette tips with aerosol barrier
Disposable powder-free gloves
PCR tube or 96 well plate
RNA isolation kit
Clean bench
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PRECAUTION AND WARNING
-

-

-

The kit is designed for in vitro diagnostics (IVD).
Performing tests has to be done by well-trained and qualified personnel.
Dispose unused reagents and waste according to local regulations.
Do not modify the sample/reagent volume.
Do not mix reagent from different kits or different batches of this kit.
Avoid unnecessary freezing and thawing of the reagents.
Do not use a kit after its expiration date.
Use aerosol-resistant pipette tips and use a new tip every time a volume is
dispensed.
Care should be taken to avoid cross-contamination of other samples when
adding Positive Control.
Store the reagents recommended temperature. The Probe Mixture, qPCR 1Step MIX, RTase and controls must be thawed and kept on a cold block at
all times during preparation and use.
Protect fluorogenic probes from light.
Do not pipette by mouth.
Store the kit away from any source of contaminating DNA, especially
amplified nucleic acid.
Store DNA/RNA samples at ≤ -20℃ until use and keep samples on ice
during use.
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PROTOCOL
Sample
Note: All samples should be treated as potentially infectious material. Only those
sample materials are permitted, which are collected, stored, and transported
attending strictly to the rules and instructions of the sampling device.
This kit is designed to detect Influenza A, B and SARS-CoV-2 viral RNA from total RNA
extracted from human respiratory specimen such as naso-/oropharyngeal swab,
sputum, alveolar lavage, using different sampling and RNA purification protocols.
Preferred validated IVD kit for sampling: Virus Transport medium – cat no: ATM-1
(Avidin Ltd).

RNA Extraction
Commercial RNA purification kit, such as AviRNA Viral RNA Extraction Kit (AVE-100,
Avidin Ltd) is recommended.
The RNA samples less stable than DNA, therefore it is suggested to avoid repeated
freezing and thawing and to keep at -80°C.

Reagent Preparation
Before use all components need to be thawed, gently mixe and centrifuge briefly to
collect reagent solution at the bottom.
1. Mix 10 µl qPCR 1-Step MIX, 1 µl RTase and 4 µl of Inf-Cov2QuantTM Probe Mixture
to prepare Master Mix per each reaction. Prepare app. 10% more volume of
master mix for all the reactions to prevent pipetting error.
2. Pipette 15 µl master mix into PCR tube or 96-well PCR plate.
3. Add 5 µl of extracted RNA sample into PCR tube or 96-well PCR plate, then mix
all components by pipetting. Proceed the same step with Negative Control and
Inf-Cov2QuantTM Positive Control.
4. Close the tube with the cap or seal the 96-well PCR plate.
5. Centrifuge the tubes or 96-well PCR plate to collect reagent mix at the bottom.
6. Transfer the tubes or 96-well PCR plate into the real-time PCR instrument.
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Schematic workflow for reagent preparation

Real-time PCR Setting
This kit is validated on CFX96TM/QuantstudioTM 5/ Roche LightCycler® 96 real-time PCR
instruments.
1. Set on the dedicated real-time PCR software for thermal cycling parameters
according to the manual.
2. Set the following PCR program and fluorescence parameters, then click the
„START RUN” button.

Real-time PCR Profile

Section 1
Section 2

Cycle
1 cycle
1 cycle

Temp. Time
50 oC 10 min
95 oC 2 min
95 oC 10 sec
45 cycles
60 oC* 30 sec
* Select „Collect Data”

The same PCR profile must be set on each of the listed real-time PCR instruments.
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Fluorescence setting
Target virus

Gene

Fluorophore

Influenza A

M1 gene

FAM

Influenza B

NS2 gene

JOE/HEX/VIC

SARS-CoV-2

N gene

TexasRed/CalFluor610/ROX

human control

IC (internal control)

Cy5

Analysis Setting
The values of fluorescence emitted by the specific probes and by the specific internal
control probe during amplification reactions should be analyzed by the instrument
software.

Result Interpretation
FAM

JOE/
VIC/HEX

<39
U.D.
<39
U.D.
<39
U.D

U.D
<39
<39
U.D.
U.D
<39

TexasRed/
CalFluor610/
ROX
U.D
U.D
U.D
<38
<38
<38

<39

<39

<38

<35

U.D

U.D

U.D

<35

U.D

U.D

U.D

U.D
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Cy5
<35
<35
<35
<35
<35
<35

Assay Result
Influenza A positive
Influenza B positive
Influenza A and B positive
COVID-19 positive
Influenza A and COVID-19 positive
Influenza B and COVID-19 positive
Influenza A, Influenza B and COVID-19 positive
Influenza A, Influenza B and COVID19 negative
Not valid (repeat test) – wrong
sampling
* U.D, Undetermined
8

QUALITY CONTROL
Positive Control and Negative Control Ct range should be the following:

Positive Control
The Positive Control should be positive for all targets (InfA, InfB, SARS-CoV-2, IC) in
the Inf-Cov2QuantTM Kit.
If the Positive Control generates negative results for any of the targets, this indicates
a possible problem with the RT-QPCR reaction. Repeat the PCR reaction.

Negative Control
The Negative Control consists of using molecular-grade nuclease-free water in the
RT-QPCR reactions instead of RNA. The Negative Control reactions for all primer and
probe sets should not exhibit fluorescence curves that cross the threshold line. If any
of the Negative Control reactions exhibit a growth curve that crosses the cycle
threshold, sample contamination may have occurred. Invalidate the run and repeat
the assay.

FAM
<33
U.D
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JOE/
VIC/HEX
<33
U.D

TexasRed/
CalFluor610/ROX
<33
U.D

CY5
<33
U.D

Sample
Positive control
Negative control
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TROUBLE SHOOTING
If no fluorescent signal is detected in all samples, including Positive Control
Possible causes
Recommendation
Check the volumes of reagent dispensed
Error preparing master mix
during preparation of the master mix.
Missing reaction component

Verify each component and repeat the
master mix preparation.

Repeat the extraction step with new
sample.
Use a new probe aliquot.
Probe degradation
Check the thermal cycle settings on the
Instrument setting error
instrument.
If the fluorescent signal is detected in Negative Control
Possible causes
Recommendation
Use a new aliquot of amplification mix.
Contamination of reaction tubes or
Take care when dispensing samples,
solutions
Negative and Positive Controls on the
instrument.
Presence of inhibitor in reaction

Tube cap badly sealed

Take care when sealing the tube cap.

If the fluorescent intensity is weak signal is detected
Recommendation
Possible causes
Extract RNA from samples
using the
℃
Poor quality of RNA samples
recommended kit, and store the
extracted RNA at -80 .
Repeat the PCR reaction using the
Not enough volume of RNA samples added
correct volume of RNA samples.
Probe degradation
Use a new probe aliquot.
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PERFORMANCE
Criteria

Result

15 viral RNA/DNA samples were tested on the Inf-Cov2QuantTM
SARS-CoV-2 Quantification Kit to evaluate possible cross-reactivity.
15 viral RNA/DNA samples with no relation to the detecion target of
the kit were NEGATIVE - Cross reactivity: 100% Specificity
The following viruses were tested:
- Pseudorabies Virus (PRV),
- Varicella-zoster Virus (VZV),
- Human Cytomegalovirus (HCMV),
- Epstein-Barr Virus (EBV),
- Bovine Herpes Virus (BoHV),
Analytical
- Coxackie Virus (Cox),
Specificity
- Vesicular Stomatitis Virus (VSV),
- Baculovirus (AcMNPV),
- Vaccina Virus (VACV),
- Equine Herpes Virus (EHV),
- Herpes Simplex Virus (HSV),
- Influenza A-virus (H1N1),
- Influenza A-virus (H3N2),
- Influenza B/Victoria virus (B/VIC)
- Severe acute respiratory syndrome coronavirus 2 (SARSCoV-2)
Serial dilution (350000; 70000; 14000; 2800; 560; 112; 40; 20; 10; 5; 4
copies/test) Influenza A (H1N1, H3N2 – WHO standard), Influenza B
(B/VIC - WHO standard) and (800000; 160000; 32000; 6400; 1280; 256;
51; 10 copies/test) SARS-CoV-2 RNA sample (2 batches, 3 replicates)
were tested.
Analytical
Analytical Sensitivity:
Sensitivity
1) Influenza A H1N1 M1 gene 10 copies/test;
2) Influenza A H3N2 M1 gene 10 copies/test
3) Influenza B NS2 gene 5 copies/test
4) SARS-CoV-2 N gene 10 copies/test
Repeatability was confirmed with identical standard samples at
Repeatability different time points with different Lot and testers. Criteria of
repeatability was CV < 10% of Ct Value.

Freeze/
Freeze/Thaw Safety was confirmed by 10 times of Freeze/Thaw
Thaw Safety repeat test. Criteria of repeatability was CV < 10% of Ct Value.
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Appendix A: Instrument Setup for Bio-Rad CFX96TM RealTime PCR Detection System
CFX96TM Real-time PCR System (Bio-Rad) experiment setup can be divided into
three steps: Run Setup, Plate Setup, and Start run.
Run Setup
The Run Setup Window provides quick access to the files and settings needed to set
up and start a run. To open the Run Setup Window, perform one of these options:
1) Create a New Run
2) Run Setup
3) Select File > New > Run
The Run Setup window includes three tabs:
Protocol: Select an existing plate to run or edit, or create a new protocol in the
Protocol Editor window.
Plate: Select an existing plate to run or edit, or create a new plate in the Plate Editor
window.
Start Run: Check the run settings, select the instrument blocks, and begin the run.
Protocol Setup
For Protocol Setup create a new protocol or load an existing protocol for the run.
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In Protocol Editor, define the thermal profile according to the protocol defined at the
Real-time PCR Setting section.

- Click the box next to Sample Volume to directly input 20 µl.
- Click OK and save the protocol to open the Experiment Setup window.
- Determine the heat profile:

Section 1
Section 2

Cycle
1 cycle
1 cycle
45 cycles

Temp.
50 oC
95 oC
95 oC
60 oC

Time
10 min
2 min
10 sec
30 sec

* Select „Collect Data”
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Protocol Editor Window
A protocol instructs the instruments to control the temperature steps, lid
temperature, and other instrument options. Open the Protocol Editor window to
create a new protocol or to edit the protocol currently selected in the Protocol tab.
Once a Protocol is created or edited in the Protocol Editor, click OK to load the
protocol file into the Run Setup window and run it.

Opening the Protocol Editor
-

To open the Protocol Editor, perform one of these options:
To create a new protocol, select File>New>Protocol or click the Open Existing
button in the Protocol tab
To open an existing protocol, select File>Open>Protocol or click Open Existing
button in the Protocol tab
To edit the current protocol in the Protocol tab, click the Edit Selected button
in the Protocol tab
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Protocol Editor Window/ Select Fluorophores
Click Select Fluorophores to indicate the fluorophores (FAM, HEX, Cal Red 610, and
Cy5) that will be used and click OK.

Select the desired well(s) and then its sample type from the Sample Type dropdown menu.
- Unknown: Clinical samples
- Negative Control
- Positive Control
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Click on the appropriate checkboxes (FAM, HEX, Cal Red 610, and Cy5) to specify the
fluorophores to be detected in the selected wells.

Type in Sample Name and press enter key. In Settings of the Plate Editor main menu,
choose Plate Size (96 wells) and Plate Type (BR White).

Plate Tab
Plate Tab shows a preview of the selected plate file loaded in Run Setup. The plate
file contains the description of the contents of each well.
It is possible to select an existing plate, create a new plate, or edit a currently selected
plate.
CFX Manager software uses these descriptions for data collection and analysis.
Select one of the following options to select an existing plate, create a new plate, or
edit the current selected plate:
•

Create New button. Open the Plate Editor to create a new plate.

•
Select Existing button. Open a browser window to select and load an existing
plate file (.pltd extension) into the Plate tab.
•
Express Load pull-down menu. Quickly select a plate to load it into the Plate
tab TIP: To add or delete plates in the Express Load menu, add or delete files (.pltd
extension) in the Express Load folder. To locate this folder, select TOOLS >User Data
Folder in the menu bar of the main software window.
•
Edit Selected button. Open and edit the current selected plate in the Plate
Editor.
Click OK to save the new plate.
You will be returned to the Experiment Setup window.
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Plate Setup
From Plate tab in Experiment Setup, click Create New to open Plate Editor window.
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Start Run
-

From Start Run tab in Experiment Setup, click Close Lid to close the instrument
lid.

-

Click Start Run.

-

Store the run file either in My Documents or in a designated folder. Input the
file name, click

-

SAVE, and the run will start.

08/2021 V1.3

18

Analysis Mode
Data can be analyzed and displayed grouped by either fluorophore or target name. To
choose the data analysis mode, select Settings>Analysis Mode or make a selection
from the Analysis Mode drop-down menu in the toolbar.
When Fluorophore is chosen, data traces are displayed by fluorophore as indicated in
the plate setup for that run. Individual fluorophore data are displayed in the
amplification and standard curve chart (if available) by checking the appropriate
fluorophore selector checkboxes located below the amplification chart.
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Appendix B: Instrument Setup for QuantstudioTM 5 RealTime PCR Instrument
QuantstudioTM 5 Real-Time PCR Instrument (Applied Biosystems,
ThermoFisher Scientific) experiment setup can be divided into three steps:
Setup Experiment, Prepare reactions, and Start run.
Setup an experiment
Create or open an experiment
-

Create an experiment without preexisting settings.
Click Create New Experiment.

-

Create an experiment from a system template.

1. Select Create New Experiment/Template.
2. Navigate to and select the desired file, then click Open.
Template files are installed with the software in: \Program Files (x86)\Applied
BioSystems\QuantStudio Design & Analysis Software\templates, where is the drive
on which the software is installed.

Open an existing experiment.
a.

Click Open.

b.
Navigate to and select the desired file, then click Open. Continue to “Enter
experiment properties“.
Workflow bar
The workflow bar is used for navigation through experiment design and analysis.
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Enter experiment properties
In the Properties tab:
1.
(Optional) Modify the default experiment Name.
The experiment Name determines the file name of the experiment. To change the file
name after an initial save.
2.
(Optional) Enter a User name and Comments.
3.
Select an Instrument type, Block type, Experiment type, Chemistry (reagents),
and Run Mode (Fast or Standard) from the drop-down lists.
4.
(Optional) Click Manage chemistry details.
5.
(Optional) Save the experiment (.edt) file before continuing.
Confirm or edit the experiment method.
Enter reagent information.
In the Method tab:
-

(Optional) Adjust the reaction volume.
(Optional) Edit the default run method (thermal protocol). The default run method
has been optimized for TaqMan™ assays and a broad range of other reagents.
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-

Determine the heat profile:
Cycle
1 cycle
1 cycle

Section 1
Section 2

45 cycles

Temp.
50 oC
95 oC
95 oC
60 oC

Time
10 min
2 min
10 sec
30 sec

* Select „Collect Data”

Define samples and targets
Manually define a sample
In the Plate tab:
1. Click Advanced Setup.
2. In the Samples table, click + (Add).
3. (Optional) Click a cell to edit Color or Sample Name.
4. (Optional) Click + (Add) in the table header to add a Custom Attribute column.
Click the Custom Attribute column header, then edit the header with a new sample.
Click a Custom Attribute cell in the table, then enter a sample definition.
5. (Optional) Click X to delete a sample from the table.

08/2021 V1.3

22

Manually define a target
In the Plate tab:
1. Click Advanced Setup.
2. In the Targets table, click + (Add).
3. (Optional) Click a cell to edit Color, Name, Reporter dye, Quencher, or to add
Comments.
4. (Optional) Click X to delete a target from the table.
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Assign samples, targets
Use the Advanced Setup pane to define and assign samples and targets. See
“Manually define a sample“ and “Manually define a target“ for detailed instructions on
defining samples and targets.

In the Plate tab:
1. Click Advanced Setup.
2. Select plate wells in the Plate Layout or the Well Table.
3. In the Samples table:
a. Select the check box of a sample to assign it to the selected well(s).
b. Define the sample.
4. In the Targets:
a. Select the check box to assign it to the selected well(s).
b. Define the target.
c. Select a detection task from the Task column drop-down list. Assign a task to
wells.
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In the Plate tab:
1. Click Advanced Setup.
2. Select plate wells in the Plate Layout or the Well Table.
3. In the Targets, select the check box of a target.
4. Select a detection task from the Task column drop-down list.
(Unknown, Negative Control, Positive Control)

Save the experiment
Experiment files saved before a run have an .edt extension. After the run is complete,
the experiment file containing the run data has an .eds extension.
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Overview of the Results tab
View and analyze experiment data in the Results tab. In the Results tab, two
additional tools are displayed at the right-end of the workflow bar.

-

Click Analyze to analyze data after omission of wells or changes to the analysis
settings.
Click to access analysis settings (varies by experiment).

Guidelines for viewing and analyzing results
-

Refer to the software Help system for information about adjusting the views in
the Results tab.
To reanalyze the data, select all the wells in the Plate Layout, then click Analyze.
To enable auto-analysis of data after a run, select.
Tools/Preferences/Experiment, then select Auto Analysis.

Assess results in the Amplification Plot
The Amplification Plot displays sample amplification as a function of cycle number
or well. View the amplification plot to:
-

Confirm or correct baseline and threshold values.
Identify outliers.
Identify and examine abnormal amplification.

Assess the overall shape of the Amplification Plot curves
In the Results tab: If no data are displayed, click Analyze.
1. Select amplification Plot (default) from the drop-down list.
2. Click to configure the plot:
-

-

Plot Type: DRn vs Cycle (default)
Graph Type: Log (default)
Plot Color: WELL (default) The amplificaton Plot is displayed for the selected
well(s) in the Plate Layout.
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When the amplification plot appears, a linear or logarithmic scale can be selected.

On the Analysis Settings tab it is possible to set the baseline treshold and to
determine the baseline start and end cycles.

Confirm or correct threshold settings
In the Results tab:
1. Select amplification Plot (default) from the drop-down list.
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2. Click + (Add) to configure the plot:
Plot Type: DRn vs Cycle (default)
Graph Type: Log (default)
Plot Color: WELL (default) The Amplificaton Plot is displayed for the selected
well(s) in the Plate Layout.

-

3. (Optional) Adjust the threshold.
Click-drag the threshold bar into the exponential phase of the curve.
Configure the CT analysis settings.

-

The threshold should be set in the exponential phase of the amplification curve. A
threshold set above or below the optimum can increase the standard deviation of the
replicate groups.

Confirm or correct baseline settings
In the Results tab:
1. Select Amplification Plot (default) from the drop-down list.
2. Click to configure the plot:
-

Plot Type: DRn vs Cycle (default)
Graph Type: Linear (default)
Plot Color: WELL (default)

The Amplification Plot is displayed for the selected well(s) in the Plate Layout. The
start and end cycles (green and red squares, respectively) that are used to calculate
the baseline are displayed on the Amplification Plot for that well.
3. (Optional) Adjust the start and end cycle values for the baseline

Configure analysis settings

Analysis settings determine how the baseline, threshold, and threshold cycle (CT) are
calculated, what flags are enabled, and other analysis options that are specific to an
experiment type. The default analysis settings are different for each experiment type.
We recommend analyzing the experiment with default analysis settings. If the default
analysis settings are not suitable for the experiment, change the settings in the
Analysis settings dialog box, then reanalyze the experiment. Save changed analysis
settings to the Analysis Settings Library.
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The X-axis option allows you to select the x-axis data of the graph.
The Y-axis option allows you to show the graph in one of there three scales: Linear,
Log2, Log10.

Amplification curves in Log10 scale
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View and configure the analysis settings
1. Click + (in top-right corner).

2. View and, if necessary, configure the analysis settings Refer to the software Help
system for step-by-step instructions for adjusting analysis settings.
3. Click Apply.
4. Click Analyze to reanalyze to experiment with the new settings.
5. (Optional) To save the analysis settings in the Analysis Settings Library, click Save
6. (Optional) To return to the default settings, click Revert.
The default CT settings are appropriate for most applications. Configuration of the
settings is an option for analysis of atypical or unexpected experimental data.
Export experiments or results
Options for publishing the analyzed data
-

Save a plot as an image file

-

Print a plot

-

Copy a plot to the clipboard

-

Export data

-

Print the plate layout Select

-

Create slides

-

Print a report
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Appendix C: Instrument Setup for Roche LightCycler® 96
Real-Time PCR Instrument
Programming the experiment with the LightCycler® 96 Application
Software
The information provided in the experiment definition controls the LightCycler® 96
Instrument during an experiment run. The experiment definition specifies the target
temperatures and hold times of the thermal block cycler, the number of cycles being
executed, and other parameters.
To program an experiment:
-

Create a new experiment.
Add one or more programs and define the temperature profile for each step of a
program.
Specify the reaction volume and the detection format for the experiment.

Creating the experiment
This user training guide describes how to generate a completely new experiment.

In the tool bar, choose the New Experiment icon.

The LightCycler® 96 Application Software displays the new experiment in the main
window. The new experiment has the default name New Experiment.
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Creating the temperature profile
To create a temperature profile:
-

Add a new programs to the temperature profile and create the cycling sequence
Define the temperature profile:

Section 1
Section 2

Cycle
1 cycle
1 cycle
45 cycles

Temp.
50 oC
95 oC
95 oC
60 oC

Time
10 min
2 min
10 sec
30 sec

* Select „Collect Data”

Select one of the available programs for the first program and choose Add.
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Configuring the reaction volume and detection format
To complete the run definition:
-

Specify the reaction volume.
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Specify the dye-specific parameters for the detection format.

-

-

Save the experiment. Change the default directory for saving and loading
experiment files.
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Transferring the experiment from the instrument to the application
software
After the experiment run, the raw data gathered by the instrument software must be
transferred to the application software for analysis. The LightCycler® 96 Instrument
Software automatically saves all changes in an experiment file.
The experiment file is saved according to its original location:
-

On the LightCycler® 96 Instrument.
On the USB drive.

To transfer an experiment file including the raw data from the instrument to the
application software:
-

When the run is finished, save the experiment file including the raw data to a USB
drive.
Transfer the stored data to a computer on which the LightCycler® 96 Application
Software is installed. Open the experiment in the application software for data
analysis.

To save the experiment raw data to the USB drive
Insert a USB drive into the USB interface on the right side of the instrument.
On the Overview tab, select the experiment you want to transfer to the application
software.
Choose Synchronize to store the experiment on the USB drive.
Remove the USB drive from the instrument.

To transfer the stored data to the application software
Insert the USB drive with the experiment file including the raw data into a USB
interface on your computer running the LightCycler® 96 Application Software. In the
tool bar of the application software main window, choose the Open Experiment icon.
Select the experiment file.
Choose Open. The experiment opens in the main window.
In the menu bar, choose File > Save As to store the data to a specified location on
your computer.
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Editing the sample list
For each experiment, you must edit the samples, that is, create, edit, delete, and
rearrange samples and genes present in the wells. This sample data is then used to
perform the analysis.
For editing the sample list, the experiment must be opened in the LightCycler® 96
Application Software. You can edit the sample list before or after the experiment
run, depending on your preferred routine.
To edit the sample list:
-

Clear the empty wells to display only the applicable data, see section To clear
empty wells.
Specify the sample names and types.
Assign a gene to the dyes.

To edit the sample names and the sample types
Open the Sample Editor tab.
For a new experiment, the Plate View tab shows a schematic of the multiwell plate
mount, that is, the multiwell plate image, with the following data for each well:
-

The default sample names Sample 1 to Sample 96.
The sample type Unknown for all samples.

In the multiwell plate image, select a well or a range of wells to edit the
corresponding sample-specific properties.
In the Reaction Properties window area, edit the sample name for the selected
well(s):
-

Choose the Name list.
Select the relevant name from the list or type in the name.

To assign a gene to the dye(s)
In the multiwell plate image, proceed as follows:
-

To select all the wells, choose the asterisk (*) in the upper left corner.
To select all wells in one or more particular rows or columns, select the
corresponding table rows or columns using the [Shift] key.
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In the Reaction Properties window area, choose the text field next to the dye, to which
you want to assign a gene.. Type in the appropriate gene name.

To save the experiment
In the tool bar, choose the Save Experiment icon to save the experiment.

Run the experiment
If you have defined the experiment using the LightCycler® 96 Application Software,
transfer the experiment file to the LightCycler® 96 Instrument.
Insert the 96-well PCR plate with the samples into the LightCycler® 96 Instrument.
On the Overview tab on the touchscreen, select the experiment in the list.
In the global action bar on the right, choose the Start button.
View the Raw Data tab to monitor the progress of the running experiment.

Run finished
The end of a run is indicated as follows:
-

The status bar on the touchscreen displays the instrument status Ready.
The LightCycler® 96 Instrument unlocks the loading module.
The experiment progress window area shows the end time of the experiment
run.
The Raw Data tab provides the final raw data.
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Transfer the experiment to the application software
If the instrument is connected to an Ethernet network, use the Instrument Manager
in the application software to retrieve the experiment file from the instrument.
-

If the instrument is not connected to an Ethernet network, use a USB drive to
transfer the experiment file to your computer.
Save the file to your computer.

Analyze the data
On the Analysis tab, add the Abs Quant analysis type.
Open the Settings dialog box and set up the analysis-specific parameters.

The Analysis tab displays different views for the experiment using default values:
-

Amplification Curves
Heat Map
Result Table

Amplification curves on the Abs Quant tab, amplification curves display the
fluorescence intensity against the number of cycles in the amplification program.
There is one curve for each sample that has a gene labeled with the selected dye.
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Amplification curves

Heat maps
The heat map shows an image of the multiwell plate used in the experiment for the
specified channel.
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Result table
The result table displays the calculated data results of the absolute quantification on
two different tabs

Exclude samples if necessary.

Exporting result data
You can export the following result data to Microsoft Word or Excel:
-

The result table as a text file.
The result graphs as a PNG file, GIF file, or text file.
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SYMBOLS USED ON LABELS
In Vitro Diagnostic Medical Device

Expiry date

Lot or batch number

Manufacturer

Catalogue number
Store below temperature shown

PRODUCT INFORMATION
Anthelos Research, Development and Trading Ltd.,
Alsó kikötő sor 11/D., Szeged, H6726, Hungary,
Tel.: +36 30 6765 384; +36 62 202 107
E-mail: laszlo@anthelos.com
Website: www.anthelos.com
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