
 

                                                                            

 

RespiBio® Panel 3 
(Influenza A/B,  
RSV, SARS-CoV-2) 
Instructions  
for Use 

 

               
 

  RBRP3 
 
 

 
  

 

  

 

     

 
 
 

  
 
   

 

Serosep Ltd. 
Annacotty Business Park, Annacotty, Limerick, Ireland. www.serosep.com 
For Technical Support, Email: entericbiosupport@serosep.com  Tel: +353 61 358190 

053 9151387 993 7 
 

240 

SMD 03 (Rev 01)  

http://www.serosep.com/
mailto:entericbiosupport@serosep.com


RespiBio® Panel 3 (Influenza A/B, RSV, SARS-CoV-2)  

Instructions For Use 

 

SMD 03 (Rev 01) – Issued May 2022  Page 2 of 31 

Private and confidential, property of Serosep Ltd.. Serosep logo is a registered trademark of Serosep Ltd 

CONTENTS 
1 INTENDED PURPOSE OF THE DEVICE....................................................................................................... 3 

2 SUMMARY AND EXPLANATION ................................................................................................................... 3 

3 TEST PRINCIPLE… ........................................................................................................................................ 5 

4 REAGENTS PROVIDED ................................................................................................................................. 6 

5 KIT STORAGE................................................................................................................................................6 

6 SPECIMEN COLLECTION, TRANSPORT AND STORAGE .......................................................................... 7 

7 ADDITIONAL EQUIPMENT AND INSTRUMENTS ........................................................................................ 7 

8 WARNINGS AND PRECAUTIONS ................................................................................................................. 8 

9 TEST PROCEDURE ....................................................................................................................................... 9 

9.1 Sample Preparation And RNA Extraction ............................................................................................... 9 

9.2 Manual PCR Set Up .............................................................................................................................. 10 

10 AMPLIFICATION AND DETECTION ............................................................................................................ 12 

10.1 Option 1: Lightcycler 480 II................................................................................................................ 12 

10.2 Option 2: ABI 7500 Fast .................................................................................................................... 13 

10.3 Option 3: Quantstudio 5 .................................................................................................................... 15 

11 RESULTS ANALYSIS ................................................................................................................................... 19 

12 RESULTS INTERPRETATION ..................................................................................................................... 20 

13 ANALYTICAL PERFORMANCE ................................................................................................................... 21 

13.1 Analytical Specificity - Inclusivity ....................................................................................................... 21 

13.2 Analytical Specificity – Exclusivity ..................................................................................................... 22 

13.3 Analytical Specificity – Interfering Substances.................................................................................. 24 

13.4 Analytical Sensitivity - Limit Of Detection (Lod) ................................................................................ 24 

13.5 Reproducibility ................................................................................................................................... 25 

14 CLINICAL PERFORMANCE ......................................................................................................................... 26 

15 LIMITATIONS OF METHOD ......................................................................................................................... 28 

16 LITERATURE... ............................................................................................................................................. 29 

17 GLOSSARY...... ........................................................................................................................................... ..31 

 

  

  



RespiBio® Panel 3 (Influenza A/B, RSV, SARS-CoV-2)  

Instructions For Use 

 

SMD 03 (Rev 01) – Issued May 2022  Page 3 of 31 

Private and confidential, property of Serosep Ltd.. Serosep logo is a registered trademark of Serosep Ltd 

1 INTENDED PURPOSE OF THE DEVICE 

For in vitro diagnostic use. The RespiBio® Panel 3 assay, is a semi-automated two-strip molecular 

diagnostic test for qualitative detection of RNA from Influenza A, Influenza B, RSV and SARS-CoV-2 

from human nasopharyngeal swabs (in viral transport medium) from individuals with signs and 

symptoms of respiratory infection, or suspected asymptomatic carriage of SARS-CoV-2 in a clinical 

laboratory setting. 

 

The assay utilises automated real-time polymerase chain reaction (PCR). This test is intended for use, 

in conjunction with clinical presentation, laboratory findings and epidemiological information, as an aid 

in the diagnosis of Influenza A/B, RSV and SARS-CoV-2 (COVID-19) infections in humans. 

 

Results of this assay should not be used as the sole basis for diagnosis, treatment, or other patient 

management decisions. Positive results do not rule out co-infection with other organisms that are not 

detected by this test and may not be the sole or definitive cause of patient illness. Negative results in 

the setting of clinical illness compatible with respiratory infection may be due to infection by pathogens 

that are not detected by this test. 

2 SUMMARY AND EXPLANATION 
 

Influenza Viruses  

 

Influenza viruses are enveloped, negative-sense, single-stranded RNA viruses belonging to 

Orthomyxoviridae family. There are seven genera within the family of which four can infect vertebrates: 

• Alphainfluenzavirus (Influenza A) 

• Betainfluenzavirus (Influenza B) 

• Gammainfluenzavirus (Influenza C) 

• Deltainfluenzavirus (Influenza D) 

Influenza A, B and C are the main viruses associated with humans of which Influenza A and B are of 

most significance to humans.  

Influenza A viruses are further subtyped based on their envelope proteins: hemagglutinin (H) and 

neuraminidase (N). Due to their wide host range and its antigenic variety, it includes many subtypes 

(serotypes). Over 100 different subtypes have been described in nature. Influenza A viruses are the 

most virulent and cause the most severe infections, including death, and have historically been 

associated with global outbreaks and pandemics, e.g. 1918 (“Spanish flu”) or 2009 (“Swine flu”) H1N1 

pandemic, H5N1 (“Avian/Bird flu”). 

Influenza B is less common than Influenza A and due to its limited host range (practically humans 

only) and less antigenic variety, it includes only two lineages. Influenza C is uncommon and usually 

causes mild infection in children. 

Influenza infections (commonly known as influenza or flu) cause a range of respiratory and systemic 

symptoms, including high fever, muscle and joint pain, cough, fatigue etc. Occasionally, the infection 
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can be very severe and result in pneumonia, respiratory distress, sepsis or even death, particularly in 

susceptible individuals. 

Typically, influenza is airborne and transmitted through cough and sneeze from the infected person. 

Influenza infections are characterised by seasonal pattern and increased prevalence of outbreaks, 

occurring particularly in the colder months.  

Detection of Influenza viruses is commonly performed by rapid tests using antigen detection or PCR 

detecting viral RNA in a sample. Seasonal influenza vaccinations are available. 

 

Respiratory Syncytial Viruses 

Respiratory Syncytial Viruses (RSV, also known as Human orthopneumovirus) are enveloped, 

negative-sense, single-stranded RNA viruses belonging to Pneumoviridae family. There are subtypes, 

differentiated on the basis of their antigenic structure: 

• RSV-A 

• RSV-B 

 

RSV-A is characterised by more severe illness and is often the subtype involved in outbreaks, whereas 

RSV subtype B is associated with milder, often asymptomatic, illness. 

 

RSV infections cause a range of respiratory symptoms. In adults, they are mainly responsible for mild, 

cold-like infections. However, in children (particularly under the age of 2), elderly or 

immunocompromised individuals they can cause more severe respiratory illness, including 

bronchiolitis and pneumonia, which can lead to serious respiratory complications, hospitalization or 

even death.  

 

RSV is highly contagious and the infection is transmitted through cough and sneeze directly from the 

infected person or indirectly by contact with contaminated objects and surfaces. RSV outbreaks 

typically occur during the winter months. Infection with RSV offers incomplete immunity and re-

infections are possible throughout the person’s lifetime. 

 

Several tests are available for RSV detection, including rapid tests using antigen detection or PCR 

detecting viral RNA in a sample.  

Severe acute respiratory syndrome coronavirus-2 

Coronaviruses are enveloped, positive-sense, single-stranded RNA viruses belonging to 

Coronaviridae family. Historically, there were six coronavirus strains known to cause human diseases: 

• Human Coronavirus OC43 (HCoV-OC43) 

• Human Coronavirus HKU1  

• Human Coronavirus NL63 (HCoV-NL63) 

• Human Coronavirus 229E (HCoV-229E) 
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• Middle East respiratory syndrome-related coronavirus (MERS-CoV) 

• Severe acute respiratory syndrome coronavirus (SARS CoV)   

 

Four viruses (229E, OC43, NL63 and HKU1) continually circulate in the human population and cause 

common cold symptoms and mild respiratory infections in humans. The other two (MERS-CoV and 

SARS CoV) have been involved in disease outbreaks and cause more severe health complications.  

In December 2019, people in Wuhan, Hubei Province in China, presented with symptoms of 

pneumonia of unknown origin. Sequencing of the respiratory samples indicated a novel coronavirus, 

which was originally named 2019 novel coronavirus (2019-nCoV) and recently renamed as SARS-

CoV-2.  

The SARS-CoV-2 virus causes severe respiratory illness with symptoms of cough, fever, respiratory 

distress and pneumonia, which can result in severe respiratory complication, organ failure or death. 

The disease caused by the SARS-CoV-2 has been described as COVID-19 (Coronavirus Disease 

2019). 

Detection of SARS-CoV-2 is commonly performed by detecting viral RNA material in sample using 

real-time PCR methods.  

3 TEST PRINCIPLE 
 

RespiBio® Panel 3 is a real-time PCR diagnostic test for qualitative detection and differentiation of 

Influenza A, Influenza B, Respiratory Syncytial Virus (RSV) and Severe Acute Respiratory Syndrome 

Coronavirus 2 (SARS-CoV-2) from RNA extracted from human respiratory samples.  

 

The RespiBio® Panel 3 assay works with RNA extracted from nasopharyngeal swabs in viral transport 

medium from individuals with signs and symptoms of Flu, RSV and SARS-CoV-2 (COVID-19) infection 

or suspected asymptomatic carriage of SARS-CoV-2 (COVID-19) infection. 

 

Real-time RT-PCR utilises reverse transcriptase (RT) reaction to convert the viral RNA into 

complementary DNA (cDNA) which is subsequently amplified through polymerase chain reaction 

(PCR) using target-specific primers. Influenza A, Influenza B, RSV and SARS-CoV-2 viral gene 

sequences are detected with target-specific probes labelled with fluorescent reporter dyes.  

One test consists of two PCR wells: 

 

RespiBio® Panel 3 assay consists of 2 PCR strips – strip F and strip S. Each sample is tested over 

two PCR wells – one well on strip F and a corresponding well on Strip S, containing the following 

target analytes: 

 

Well F: 

• Influenza A  

• Influenza B  

• RSV  

• IAC-F  
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Well S:  

• SARS-CoV-2 (S gene and RdRp) 

• IAC-S  

 

The entire master mix required to perform each test is lyophilised into individual PCR reaction wells. 

Each test contains an Internal Amplification Control (IAC) - a synthetic RNA Internal Amplification 

Control (IAC) to detect RT-PCR inhibition and reagents integrity to monitor for PCR inhibition. A 

Positive and Negative Kit Control are also run with each batch of the samples.  

 

The PCR reaction wells are resuspended with the EntericBio® Resuspension Buffer and an aliquot of 

purified RNA extract is added to it. The wells are capped and transferred to the real-time PCR 

instrument for automated amplification, detection and analysis.  

 

4 REAGENTS PROVIDED 
 

RespiBio® Panel 3  (RBRP3)     240 reactions 

 

o EBRTASSAY19 – RespiBio® Assay S SARS-CoV-2 

(All in one PCR master mix in a lyophilised pellet, 5 pouches of 4 x 12 well PCR strips / 48 

tests) 

   

o EBRTASSAY20 – RespiBio® Assay F Influenza A/B / RSV  

(All in one PCR master mix in a lyophilised pellet, 5 pouches of 4 x 12 well PCR strips / 48 

tests) 

    

o MBCx025 A (Positive Kit Control)    

(Lyophilised pellet containing RespiBio® Panel 3 target analytes, brown cap)  

 

o MBCx025 B (Reconstitution Solution)   

(Aqueous Solution 500µL/green cap)  

 

o EB RES BUFFER 1 - Re-suspension Buffer    

(Aqueous solution, 50mL/green cap) 
 

5 KIT STORAGE 
 

The RespiBio® Panel 3 assay PCR kit should be stored at 2-8oC within the stated expiration date. 

RespiBio® Panel 3 PCR strips are provided in sealed pouches to protect the product from humidity.  

Open pouches should be re-sealed immediately after use and used within 14 days from the initial 

opening.  
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6 SPECIMEN COLLECTION, TRANSPORT AND STORAGE 

 
Sample collection and transport: The RespiBio® Panel 3 assay is validated with nasopharyngeal 

swabs detailed in Table 1 below along with the targets for which each swab is validated. Depending 

on the swab type and the transport medium used, the requirements for sample collection, transport 

and storage may vary. Please refer to the instructions for use provided by the manufacturer of the 

collection device for specific information regarding the sample collection, transport and storage. 

 

Table 1: Validated Nasopharngeal Collection Devices for Use with RespiBio® Panel 3 

Product Name Supplier Validated Targets 

UTM® Viral Media Copan 
Influenza A / Influenza B / RSV / 

SARS-CoV-2 

Sigma Virocult® Medical Wire 
Influenza A / Influenza B / RSV / 

SARS-CoV-2 

Clinical Viral Transport 

Medium (CTM) 
Noble Bio SARS-CoV-2 

 

Specimen stability: For use with the RespiBio® Panel 3 assay, specimens collected using the 

validated collection devices detailed in Table 1 can be stored at 2-8oC for up to 5 days.  

 

Storage of RNA extracts: To avoid target RNA degradation, it is recommended to process the 

extracted RNA with RespiBio® Panel 3 assay as soon as possible. If storage is required, store RNA 

extracts in accordance with the recommendations provided by the RNA extraction system 

manufacturer.  

 

Note: Inappropriate storage of RNA extracts as well as frequent freezing and thawing can 

impact on the quality of the RNA and should be avoided. 

 

7 ADDITIONAL EQUIPMENT AND INSTRUMENTS 
 

Table 2: Equipement and Materials required but sold separately 

Equipment Product Code 

Eppendorf 5430 Plate centrifuge 5427000666 

Eppendorf MixMate®     5353000537 

EntericBio® LC480 II PCR adapter (Shell Frame Grid Barcoded 

LC480) 

B17489GL 

Bioplastics LC480 II plate adapters (Adapter for LC480 (A-H + 

1-12) (Optional) 

B79482-2 

EntericBio® ABI 7500 PCR adapter (Shell Framed Grid Barcoded 

adapter ABI) 

AB19805GL 

LiferiverTM (automated nucleic acid extraction system)* EX3600 
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Table 3: Materials and Instruments required but not provided 

Instruments Product Code 

Roche LightCycler 480 II (option 1) 05015278001 

ThermoFisher Scientific ABI 7500 FAST Cycler (option 2)** 4351107 

ThermoFisher Scientific QuantStudio 5 (option 3)** A28568C 

 

*Performance data has been generated using the QIAamp Viral RNA Mini Kit (Qiagen) for the purpose of viral 

RNA extraction but equivalent performance has been demonstrated for the Liferiver EX3600 (automated nucleic 

acid extraction system).  

 

**Performance data has been generated using the LightCycler 480 II (Roche) instrument but equivalence has 

been demonstrated for the ABI 7500 FastCycler (ThermoFisher Scientific) and the QuantStudio 5 (ThermoFisher 

Scientific). 

 

8 WARNINGS AND PRECAUTIONS 

1. The RespiBio® Panel 3 assay is for in vitro diagnostic use only.  

2. The RespiBio® Panel 3 assay should only be performed by suitably trained laboratory personnel. 

3.  Strictly follow the test kit instructions and do not use the kit after the expiration date. 

4. If assay pouches or component vials are damaged or show any sign of deterioration prior to 

use, do not use. 

5. To avoid contamination, good laboratory practice for working with nucleic acid amplification 

technologies should be followed at all times. Due to high sensitivity of this test, extreme care 

should be taken to preserve purity of all materials and reagents. 

6. Complete inactivation of RespiBio® Panel 3 targets has not been demonstrated for extracts 

used with the RespiBio® Panel 1 assay. All human specimens should be treated as being 

potentially infectious and laboratories should ensure that appropriate laboratory safety 

procedures are followed such as those outlined in Biosafety in Microbiological and Biomedical 

Laboratories19 and Laboratory Biosafety Manual20.  

7. Wear appropriate Personal Protective Equipment (PPE), including (but not limited to) disposable 

powder-free gloves and lab coats. Change gloves before handling reagents and PCR strips. 

8. The RespiBio® Panel 3 PCR strips contain lyophilised PCR reagents in the form of a pellet inside 

each well. Ensure that the lyophilised pellets are at the bottom of each well prior to use. If 

necessary, gently tap the PCR strips until the pellets are on the bottom of the wells. 

9. Storage of the RespiBio® Panel 3 Positive Control outside of the recommended storage 

condtions may lead to degradation of control targets resulting in run failures.  
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10. The PCR strips may be cut. It is extremely important to cut the strips/cap cleanly along the guide 

line indent on the cap. It is important not to compromise the integrity of the cap or the well. 

11. Securely re-seal the PCR pouches promptly after use (with the desiccant inside) and remove 

any excess air prior to sealing. Do not use open pouches outside the recommended storage 

period.  

12. Optical caps should always be handled with powder-free gloves.  

13. Used PCR strips are not reusable and should be disposed of in accordance with good laboratory 

practice for working with nucleic acid amplification technologies. 

14. To avoid contamination by amplicons, discard PCR strips in an appropriate container according 

to local guidelines, after the run is finished. Never remove the optical caps from the PCR strips 

after amplification.   

15. The detection of the target is dependent upon appropriate specimen collection, transport, 

storage, handling, preparation and extraction. Inappropriate procedure at any of these stages 

may result in incorrect results. 

16. The quality of the extracted RNA will impact on the RespiBio® Panel 3 assay performance. It is 

recommended to ensure that the system used for nucleic acid extraction is compatible with real-

time PCR technology and suitable for RNA extraction. 

17. Any serious incident that has occurred in relation to this device shall be reported to the 

manufacturer and the competent authority of the Member State in which the user and/or the 

patient is established. 

 

9 TEST PROCEDURE 
 

9.1 SAMPLE PREPARATION AND RNA EXTRACTION 

The starting material for the RespiBio® Panel 3 assay is extracted, purified RNA from respiratory 

samples. The RespiBio® Panel 3 assay was validated using samples extracted with QIAamp Viral Mini 

Kit (Qiagen). 

Perform the RNA extraction in accordance with instructions for use provided by the extraction system/ 

kit manufacturer. 

The quality of the extracted RNA will impact on the RespiBio® Panel 3 assay performance. It is 

recommended to ensure that the system used for nucleic acid extraction is compatible with real-time 

PCR technology and suitable for RNA extraction. 

Note: To avoid target RNA degradation, it is recommended to test the extracted RNA from samples 

as soon as possible. 
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9.2 MANUAL PCR SET UP  

 

Positive Control Preparation 

• Resuspend the positive control vial (brown cap; MBCx025 A) with 500µl of reconstitution 

solution (500µl, green cap; MBCx025 B).   

• Mix well and store at 2-8⁰C. 

• Prepare a fresh positive control for each new test kit (or after 9 weeks, whichever is sooner) 

and discard when the test kit has been fully used. 

 
PCR Set Up 

• Put on clean gloves.  

• Select the required number of RespiBio® Panel 3 assay F and S PCR strips (including controls). 
Re-seal the pouches correctly promptly after use. 

• If using the disposable LC 480 II PCR plate adapter, place the LC 480 II PCR plate adapter on 
the strip holder.  

Note: Ensure the cut corner of the LC 480 II PCR plate adapter is located to the bottom right when 
placed on the Eppendorf thermorack/strip rack. 

• Load the PCR strips into the strip rack, starting with strip F in the first row and strip S in the 
second row, then load subsequent rows alternately (Figure 1). 

• Align the strips with the L and R symbols orientated to the left- and right-hand side of the strip 
holder or disposable PCR plate adapter (if applicable).  

Note: Ensure that the arrows on both sides of the strips point upwards (Figure 1).  

• Uncap the strips carefully and label the strip overhang(s) in numerical order. 

• Resuspend the PCR wells by adding 15µl of EntericBio® Resuspension Buffer to each PCR 

well. 
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           Figure 1: Orientation of RespiBio® Panel 3 PCR strips. 

• Transfer 5µl of the RNA extract into a PCR well on strip F and a corresponding PCR well on 

strip S of the test.  

• Transfer 5µl of Positive Kit Control or Negative Kit Control (EntericBio® Resuspension 

Buffer) into corresponding PCR wells. Make sure at least one Positive Control and one Negative 

Control is processed for every batch of samples tested.  

• Once all the samples and controls are added, securely fasten the optical caps onto the PCR 

strips. 

• Place the strips securely (do not over tighten) onto the Eppendorf MixMate® (in the LC 480 II 

disposable PCR plate adapter, if applicable) and mix for 60 seconds at 2,000 rpm. 

• Place the strips into the centrifuge (in the LC 480 II disposable PCR plate adapter, if applicable) 

and centrifuge for 60 seconds at 1,500 rpm. 

• Option 1 for LC 480 II: Place strips into the LC480 II adapter in the numerical order labelled on 

the strips. Start loading in position A1 of the adapter, then fill the adapter from top to bottom and 

left to right with L and R symbols aligned to the left- and right-hand side of the adapter 

respectively. Place the loaded adapter onto the LC 480 II instrument. 

Note: If using the disposable LC 480 II PCR plate adapter, place the LC 480 II PCR plate adapter  

with the PCR strips in the numerical order directly in the LC 480 II instrument. 

• Option 2 for ABI 7500 FAST: Place strips into the ABI 7500 FAST plate drawer in the numerical 

order labelled on the strips. Start loading in position A1 of the plate drawer, then fill the drawer 

from top to bottom and left to right with L and R symbols aligned to the left- and right-hand side 

of the plate drawer respectively. 

• Option 3 for QuantStudio 5: Place strips directly into the QuantStudio 5 thermal block in the 

numerical order labelled on the strips. Start loading in position A1 of the thermal block, then fill 



RespiBio® Panel 3 (Influenza A/B, RSV, SARS-CoV-2)  

Instructions For Use 

 

SMD 03 (Rev 01) – Issued May 2022  Page 12 of 31 

Private and confidential, property of Serosep Ltd.. Serosep logo is a registered trademark of Serosep Ltd 

the drawer from top to bottom and left to right with L and R symbols aligned to the left- and right-

hand side of the plate drawer respectively. 

Note: If using the QuantStudio 5 instrument, ensure any plate/strip holders are removed from the  

thermal block and the PCR strips are loaded directly into the thermal block in the numerical order noted  

on the strips’ overhangs. 

 

Note: For the QuantStudio 5 instrument, if not using a full run of 8 test strips, insert blank strips  

with unfilled wells in place of test strips to balance the heated lid. 

 

When the run is complete, remove used PCR strips from the instrument. Do not remove the optical 

caps from the PCR strips following the amplification. Place in a sealable plastic bag, seal and 

dispose in accordance with local/national guidelines.  

 

10 AMPLIFICATION AND DETECTION 

 

10.1 OPTION 1: LIGHTCYCLER 480 II 

 

• Select “New Experiment from Macro”  in the LC480 II front screen. 

In the pop-up screen select “RespiBio Panel 3”. Save the experiment in the required folder and 

the run will then start automatically. 

• Select the “Sample Editor” tab  in the module bar. 

• Select one of the Subsets from the “Subset” menu (e.g. “Influenza A” Subset)  

 

• Enter/scan the sample numbers and controls in order corresponding to sample worksheet. 

 

• When the experiment is finished, a pop-up window for the traceable database appears. Type 

‘ok’ to approve the run and select “ok” to create the analysis.  

• The Analysis  screen will open automatically. Select each target to be analysed from the 

“Open Existing Analysis” drop menu. 

• Select the “Analysis Options” tab  to toggle between target analysis. 

• From the module bar select the “Report” tab  and select “Generate”  to create the 

report, then “Save” the report  or “Print”  the report as required. 
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• If interfaced, select the “Navigator Screen”  and select the run file to be exported. Click the 

“Export” tab  and change the file type to .xml.  

 

• Select the appropriate location on the drive to export the run file and save it. 

 

 

10.2 OPTION 2: ABI 7500 FAST 

 

ABI 7500 SOFTWARE: 

• Select “Template”  in the ABI 7500 software home screen. In the pop-up screen select 

“RespiBio Panel 3”. Save the experiment in the required folder and start the run. 

 

• Select the “Plate Setup” tab  in the “Setup” menu.  

 

• Enter the sample numbers and control in correct order in the “Define Samples” tab, as per 

sample worksheet. 

 

• When the run is finished, the analysis is performed by selecting the “Analysis” tab 

 from the “Experiment” Menu. In the “Plot Settings” select “Linear “from the drop-

down menu in the “Graph Type” section. 

 

• Change the “View Plate Layout” to “View Well Table”. 

 

• Group by targets by selecting “Target” from the “Group By” drop down menu. 

 

• Individual targets are analysed by selecting the target from the “Target” drop down menu in the 

“Options” tab. 
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ABI 7500 FAST SYSTEM SDS SOFTWARE: 

 

• Select “New” from the “File” menu. Click “Browse” and select “RespiBio Panel 3” template from 

the appropriate location. Click “Finish” to apply the template. 

 

• Save the experiment in the required folder and start the run by clicking into the “Instrument” tab 

and selecting the “Start” button. 

 

• Select the “Setup” tab and enter the sample numbers and controls in the correct order, as per 

sample worksheet. 

 

• When the run is finished, the analysis is performed by selecting the “Amplification plot” tab from 

the “Results” tab. Graph settings can be changed by right-clicking on the graph and selecting 

“Linear/Log” option from the “Post-run setting” section. 

 

• Individual targets are analysed by selecting the target from the “Detector” drop down menu. 

 

• Ct values for the targets can be analysed by selecting the “Report” tab within the “Results” tab 

and grouping the results by Detector or Sample name.  
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10.3 OPTION 3: QUANTSTUDIO 5 

• To start a new experiment, select “Open Existing Experiment”  from the “Start-up” 

menu. 

• In the pop-up screen select “RespiBio Panel 3” template from the correct location and click 

“Open”.  

• From the pop-up window, select the “Enter run experiment information” and click “OK”. 

 

 

 

• To enter Specimen ID, Select “Plate” from the top menu and in the “Assign Targets and Sample” 

window, choose “Advanced Setup”. 

 

• Click on “Sample 1” in the sample list (Positive and Negative Kit controls are pre-assigned to 

the plate) and scan the Sample ID barcodes as per Sample Worksheet. Sample ID numbers 

can also be entered manually. 

 

• Once all sample ID numbers are entered, click “Next” to start the Run. 

 

• Before starting the run, ensure that the PCR strips have been loaded onto the block of the 

instrument in the correct order. 

 

Note: Ensure any plate/strip holders are removed from the thermal block and the PCR strips are 

loaded directly into the thermal block in the numerical order noted on the strips’ overhangs. 
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Note: If not using a full run of 8 test strips, insert blank strips with unfilled wells in place of test 

strips to balance the heated lid. 

 

• In the “Run” panel, select “Start Run” and click on the instrument serial number to begin the run

. 

 

• When prompted, enter the name of the experiment in the required format (e.g. 

DDMMYYYY_RespiBio Panel 3_Run#_initials).  

 

 

When the run is finished, the analysis is performed in the “Result” tab in the “Top Menu”.  

 

 

To change the Amplification plot view, select the “Plot Settings” option. 
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Select “Linear” from the drop-down menu in the “Graph Type” section. 

 

 
 

 

• Change the “View Plate Layout” to “View Well Table”. 

 

 

 

• Group by Sample by selecting “Sample Name” from the “Group By” drop down menu. 
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• Review amplification curves for which Ct value has been assigned in the Ct column and Interpret 

the results in accordance with Section 11 and Section 12 of this document. 

 
 

• Individual targets curves can be analysed by selecting the target from the “Target” drop down 

menu. 

 
 

• Change the “View Plate Layout” to “View Plate Table”. 

 

 

 

• Using the Target drop down menu, review amplification curves for each target analyte for the 

entire plate to ensure no weak amplification curves are present under the pre-assigned 

threshold. Interpret the results in accordance with Section 11 and Section 12 of this document. 
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11 RESULTS ANALYSIS  
 

Positive  

A sample is assigned as positive for the target analyte where the sample produces a typical 

amplification curve for the designated well. 

 
 

Negative  

A sample is assigned as negative for the target analyte where there is no evidence of amplification. 

  

A sample must not be considered negative unless it is positive for the internal amplification 

control in the corresponding well.  

 

 

Uncertain  

Occasionally, the amplification curve may be highlighted by the LC 480 II software as uncertain and 

the sample well is blue. 

 

Internal Amplification Control (IAC)   

A true negative sample must have a positive result for the Internal Amplification Control. Negative 

samples that have a failed Internal Amplification Control result should be retested from the original 

sample. If the sample is positive for any of the target analytes in the corresponding well, the Internal 

Amplification Control result is dispensable due to competition in the reaction.  

In cases of multiple IAC failure results, contact manufacturer. 

Positive Kit Control  

Positive Kit Control, containing nucleic acids for all assay targets, is tested with each batch of 

samples processed with the RespiBio®
 assay to monitor the PCR amplification process for potential 

reagent and/or process failures. 
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The respective Positive Kit Control wells must be positive for each target in order to validate the results 

of the experimental run.  

 

In case of repeat Positive Control failure, contact the manufacturer. 

Negative Kit Control 

EntericBio® Re-suspension Buffer is used to re-suspend the lyophilized PCR reagents and it also acts 

as a Negative Kit Control (No Template Control). Negative Control is freshly prepared and run with 

every batch of samples processed. 

  

The Negative Kit Control wells must be negative for all targets in order to validate the results of the 

experimental run. 

Fresh Negative Control must be prepared for the repeat run.  

In case of repeat Negative Control failure, contact the manufacturer. 

12 RESULTS INTERPRETATION  

RespiBio® Panel 3 test consists of 2 PCR wells – Well F and Well S, containing the following target 

analytes: 

Well F: 

• Influenza A 

• Influenza B 

• RSV 

• IAC-F  

Well S:  

• SARS-CoV-2  

• IAC-S  

 

All well target analytes curves as well as IAC curves must be reviewed and should be interpreted as 

outlined in Table 4 below. The sample result is the combined result of Well F and Well S results. 

 

A sample must not be considered negative unless it is positive for the internal amplification 

control in the corresponding well.  

Table 4: Result Interpretation with RespiBio® Panel 3 PCR Well 

Well Target(s) Well IAC Well Result Interpretation 

+ +/-a Target(s) RNA detectedb. 

- + Target(s) RNA not detected. 

- - Invalid sample. Repeat the sample. 
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a IAC signal is not required for reporting of positive samples 
b  Samples with a positive amplification curve with Cq (Cp/Ct) value ≥40 for Influenza A, Influenza B and SARS-CoV-2 

and ≥38 for RSV may not be reproducible and should be repeated or confirmed using an alternative method. Results that 

are not reproducible or confirmed should be interpreted in conjunction with patient epidemiological and clinical 

information. 
 

Influenza A 

A positive result for Influenza A indicates the presence of Influenza A-specific gene target in the 

sample.  

 

Influenza B 

A positive result for Influenza B indicates the presence of Influenza B-specific gene target in the 

sample.  

 

RSV 

A positive result for RSV indicates the presence of Respiratory Syncytial Virus-specific gene target in 

the sample. The assay can detect both RSV-A and RSV-B subtypes but does not differentiate between 

them. 

 

SARS-CoV-2 

A positive result for SARS-CoV-2 indicates the presence of SARS-CoV-2-specific gene target in the 

sample.  

 

In cases of low level of target analyte in the sample, below the analytical sensitivity of the assay, the 

target may not be detected or results may not be reproducible.  

 

Laboratories should consider local/national guidelines when reporting positive and negative 

results.  
 

13 ANALYTICAL PERFORMANCE 

 

13.1 ANALYTICAL SPECIFICITY - INCLUSIVITY 

Inclusivity of the assay was evaluated against a panel of organisms, representing different variants 

of the target organism, by testing low concentration of RNA extracted from the organisms/strains 

listed in Table 5. All organisms were detected by the RespiBio® Panel 3 assay. 

  

Table 5: Organisms tested for inclusivity of the RespiBio® Panel 3 Assay. 

Product 

ID 
Organism Strain Product ID Organism Strain 

Influenza A Influenza B 

MCB028 

(Vircell) 

Influenza A 

H1N1 
A/Brisbane/59/2007 

MCB030 

(Vircell) 
Influenza B 

B/Brisbane/60/2008 

(Victoria Lineage) 

0810036CF 

(ZeptoMetrix) 

Influenza A 

H1N1 

A/H1/New 

Caledonia/20/1999 

0810037CF 

(ZeptoMetrix) 
Influenza B 

B/Florida/02/06 

(Yamagata 

Lineage) 
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Product 

ID 
Organism Strain Product ID Organism Strain 

0810245CF 

(ZeptoMetrix) 

Influenza A 

H1N1 
A/PR/8/34 

0810257CF 

(ZeptoMetrix) 
Influenza B B/Lee/40 

0810247CF 

(ZeptoMetrix) 

Influenza A 

H1N1 
A/Taiwan/42/06 

0810258CF 

(ZeptoMetrix) 
Influenza B 

B/Malaysia/2506/04 

(Victoria Lineage) 

0810246CF 

(ZeptoMetrix) 

Influenza A 

H1N1 
A/Singapore/63/04 

0810256CF 

(ZeptoMetrix) 

 

Influenza B B/Florida/07/04 

MCB029 

(Vircell) 

Influenza A 

H3N2 
A/Perth/16/2009 Respiratory Syncytial Virus (RSV) 

0810138CF 

(ZeptoMetrix) 

Influenza A 

H3N2 
A/Brisbane/10/07 

MCB040 

(Vircell) 
RSV A 

A/Long ATCC VR-

26 

0810240CF 

(ZeptoMetrix) 

Influenza A 

H3N2 
A/Victoria/361/2011 

0810452CF 

(ZeptoMetrix) 
RSV A A/12/2014 

0810250CF 

(ZeptoMetrix) 

Influenza A 

H3N2 
A/Hong Kong/8/68 

0810482CF 

(ZeptoMetrix) 
RSV A A/3/2015 

0810252CF 

(ZeptoMetrix) 

Influenza A 

H3N2 
A/Wisconsin/67/05 

0810040ACF 

(ZeptoMetrix) 
RSV A 2006 isolate 

MCB082 

(Vircell) 

Influenza A 

H1N1 

(pdm09) 

A/California/07/2009 
MCB083 

(Vircell) 
RSV B 

B/9320 ATCC VR-

955 

0810248CF 

(ZeptoMetrix) 

Flu A H1N1 

(pdm09) 
A/NY/01/2009 

0810040CF 

(ZeptoMetrix) 
RSV B CH93(18)-18) 

0810109CFN 

(ZeptoMetrix) 

Influenza A 

H1N1 

(pdm09) 

A/NY/02/2009 
VR-1580D 

(ATCC) 
RSV B B/Wash18537/62 

0810249CF 

(ZeptoMetrix) 

Influenza A 

H1N1 

(pdm09) 

A/NY/03/2009 
VR-1803D 

(ATCC) 
RSV B ATCC-2012-11 

0810109CFJ 

(ZeptoMetrix) 

Influenza A 

H1N1 

(pdm09) 

A/Canada/6294 Severe Acute Respiratory Virus Coronavirus-2 

MCB052 

(Vircell) 

Influenza A 

H5N1 

 A/reassortant/NIBRG-

14(Vietnam/1194/2004 

x Puerto Rico/8/1934) 

0810587CFHI 

(ZeptoMetrix) 

SARS-CoV-

2 
USA-WA1/2020 

   
MCB0137-R 

(Vircell) 

SARS-CoV-

2 
Spanish isolate 

ATCC  American Type Culture Collection 

Vircell Vircell S.L. Granada, Spain   

  

ZeptoMetrix  ZeptoMetrix Corporation, Buffalo, NY, USA 

0810590CFHI 

(ZeptoMetrix) 

SARS-CoV-

2 

Hong Kong/VM 

20001061/2020 

0810589CFHI 

(ZeptoMetrix) 
SARS-CoV-2 

2019-nCoV/Italy-

INMI1 

 

 

13.2 ANALYTICAL SPECIFICITY – EXCLUSIVITY 

 

Specificity of the assay was evaluated against a panel of organisms by testing high concentration of 

DNA/RNA extracted from the organisms listed in Table 6. 

 

Where empirical testing was not possible, assay primers and probes were evaluated for in silico 

(Table 6).  

No unintended cross reactivity with organisms listed in Table 6 was observed or predicted. 
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Table 6: Organisms tested for exclusivity of the RespiBio® Panel 3 Assay. 

Product 

ID 
Organism Result 

Product 

ID 
Organism Result 

MCB001 

(Vircell) 
Adenovirus Type Ad. 71 Negative 

33820DQ 

(ATCC) 

Lactobacillus 

crispatus 
Negative 

VR-7D 

(ATCC) 
Adenovirus Type 7 Negative 

MBC031 

(Vircell) 
Legionella sp. Negative 

MBC090 

(Vircell) 
Human Coronavirus 229E  Negative 

MBC117 

(Vircell) 
Moraxella catarrhalis Negative 

MBC135-R 

(Vircell) 
Human Coronavirus OC43 Negative 

MBC034 

(Vircell) 

Mycobacterium 

tuberculosis  
Negative 

N/A 
Human Coronavirus 

HKU1 

Not 

Predicted* 

MBC035 

(Vircell) 

Mycoplasma 

pneumoniae 
Negative 

N/A Human Coronavirus NL63 
Not 

Predicted* 

MBC036 

(Vircell) 

Neisseria 

meningitidis (SG A) 
Negative 

MBC136-R 

(Vircell) 
SARS (2003) Coronavirus Negative 

MBC074 

(Vircell) 

Staphylococcus 

aureus Protein A 

producer 

Negative 

MBC132 

(Vircell) 
MERS-coronavirus Negative 

9759D-5 

(ATCC) 

Streptococcus 

salivarius 
Negative 

MBC016 

(Vircell) 
Cytomegalovirus Negative N/A 

Pneumocystis 

jirovecii (carinii) 

Not 

Predicted* 

MBC125 

(Vircell) 
Enterovirus 68 Negative 

30083 

(DSMZ) 
E. coli Negative 

MBC065 

(Vircell) 
Epstein Barr Virus Negative 

50071 

(DSMZ) 

Pseudomonas 

aeruginosa 
Negative 

MBC105 

(Vircell) 

Human parainfluenza 

Type 1 
Negative 

20044 

(DSMZ) 

Staphylococcus 

epidermidis 
Negative 

MBC038 

(Vircell) 

Human parainfluenza 

Type 2 
Negative 

20566 

(DSMZ) 

Streptococcus 

pneumoniae 
Negative 

MBC039 

(Vircell) 

Human parainfluenza 

Type 3 
Negative 

20565 

(DSMZ) 

Streptococcus 

pyogenes 
Negative 

MBC050 

(Vircell) 

Human parainfluenza 

Type 4 
Negative 

1386 

(DSMZ) 
Candida albicans Negative 

MBC046 

(Vircell) 
Measles Negative 

MBC137-

R (Vircell) 
SARS-CoV-2 Negative** 

0810161CF 

(ZeptoMetrix) 
Human metapneumovirus Negative 

MBC028 

(Vircell) 
Influenza A H1N1 Negative** 

MBC040 

(Vircell) 
Mumps Virus Negative 

MBC029 

(Vircell) 
Influenza A H3N2 Negative** 

MBC0391 

(Vircell) 
Rhinovirus  Negative 

MBC082 

(Vircell) 

Influenza A H1N1 

(pdm09) 
Negative** 

MBC008 

(Vircell) 
Bordetella pertussis Negative 

MBC020 

(Vircell) 
Influenza B  Negative** 

MBC011 

(Vircell) 

Chlamydophilia 

pneumoniae 
Negative 

MBC041 

(Vircell) 

Respiratory Syncytial 

Virus-A 
Negative** 

700971 

D-5 (ATCC) 

Corynebacterium 

diptheriae 
Negative 

MBC083 

(Vircell) 

Respiratory Syncytial 

Virus-B 
Negative** 

7711D-5 

(ATCC) 
Corynebacterium xerosis Negative 

MBC020 

(Vircell) 

Haemophilus 

influenzae 
Negative 

DSMZ Deutsche Sammlung von Mikroorganismen und Zellkulturen  ATCC  American Type Culture Collection 

Vircell Vircell S.L. Granada, Spain     ZeptoMetrix  ZeptoMetrix Corporation, Buffalo, NY, USA 

*Exclusivity assessed in-silico; ** Exclusivity assessed for assay non-target analytes 
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13.3 ANALYTICAL SPECIFICITY – INTERFERING SUBSTANCES 

 

A range of potentially interfering substances, that may be present in nasopharyngeal specimens or 

introduced during sample processing, were tested for interference with detection of the target analytes 

in the RespiBio® Panel 3 assay. Results from the study are listed in Table 7. 

 

Table 7: Interfering substances evaluated with RespiBio® Panel 3 Assay. 

Substance  Result Substance  Result 

Human Blood (0.5% v/v) NI* Mupirocin (5 mg/mL) NI* 

Mucin (1.5% w/v) NI* Tobramycin (4 µg/mL) NI 

Pseudoephedrine decongestant syrup 

(15% v/v) 
NI Oseltamivir (7.5 mg/mL) NI 

Oxymetazoline decongestant nasal 

spray (15% v/v) 
NI 

QIAamp Viral RNA Mini Kit Lysis 

Buffer (neat) 
I* 

Luffa operculate, Galphimia glauca 

nasal spray (5% v/v) 
NI 

QIAamp Viral RNA Mini Kit Wash 

Buffer 1 (neat) 
I* 

Saline Spray/ Nasal Wash (15% v/v) NI 
QIAamp Viral RNA Mini Kit Wash 

Buffer 2 (neat) 
I* 

NI - No interference; I – Interference Detected; * See limitations section 

 

13.4 ANALYTICAL SENSITIVITY - LIMIT OF DETECTION (LoD) 

To establish the LoD of each target analyte included in the RespiBio® Panel 3 assay, simulated 

specimens were prepared. Specimens were extracted with QIAamp Viral RNA Mini Kit (Qiagen) and 

tested on LightCycler 480 II PCR instrument (Roche).  

Simulated specimens were prepared in commonly used viral transport media (UTM® Viral Media, 

Copan) by spiking negative respiratory matrix with quantified target organisms (Table 8). Three 

concentrations were prepared for each target analyte and twenty (20) replicates of each concentration 

were tested across 3 assay batches.  LoD was established as the lowest concentration of the target 

analyte which can be detected at least 95% of the time (Table 8).  

 

Table 8: Limit of Detection for organisms detected by RespiBio® Panel 3 Assay. 

Target 

Analyte 
Subtype Strain ID 

LoD 

(TCID50U/mL) 

Influenza A 

H1N1 A/H1/New Caledonia/20/1999 5.7 x 100 

H3N2 A/Wisconsin/67/05 1.26 x 100 

H1N1pdm A/NY/01/2009 2.76 x 100 

Influenza B 
Victoria Lineage B/Malaysia/2506/04 7.05 x 10-2 

Yamagata Lineage B/Florida/02/06 1.17 x 100 

RSV Type A 2006 isolate 3.8 x 100 
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Target 

Analyte 
Subtype Strain ID 

LoD 

(TCID50U/mL) 

Type B CH93(18)-18) 2.5 x 10-1 

SARS-CoV-2 
N/A Hong Kong/VM20001061/2020 3.16 x 10-1 

N/A Italy INMI-1 9.55 x 10-1 

 

 

13.5 REPRODUCIBILITY 

Reproducibility of the RespiBio® Panel 3 assay was established by testing multiple strains/levels of 

target analytes and negative samples across 3 assay lots (Table 9).   

 

Table 9: Reproducibility of RespiBio® Panel 3 Assay. 

Target analyte Target level Replicates Reproducibility 

Influenza A 
Medium 264/264 100% 

Low 180/180 100% 

Influenza B 
Medium 264/264 100% 

Low 119/120 99% 

RSV 
Medium 264/264 100% 

Low 119/120 99% 

SARS-CoV-2 
Medium 264/264 100% 

Low 120/120 100% 

Negative 
Assay F 263/264 99% 

Assay S 262/264 99% 

 

The RespiBio® Panel 3 assay showed 100% reproducibility for all target analytes at the medium level, 

99% – 100% reproducibility at the low level and 99% reproducibility for negative samples.  
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14 CLINICAL PERFORMANCE  
 

Clinical performance evaluation of the Assay F component of the RespiBio® Panel 3 assay was 

performed in-house using 137 frozen retrospective specimens (nasopharyngeal specimens in viral 

transport medium) from patients with signs and symptoms of respiratory infection.  

Specimens were extracted with QIAamp Viral RNA Mini Kit (Qiagen).   

The performance of the Assay F component of the RespiBio® Panel 3 assay was compared to a 

commercial CE-IVD PCR assay targeting Influenza A, Influenza B, RSV-A and RSV-B gene 

sequences.  

Both PCR methods were run and analysed using LightCycler 480 II (Roche) PCR instrument.  

Summary of the clinical performance evaluation results is presented in Table 10  below. 

 

Table 10: Summary of the clinical performance for Assay F on the LC480 II (n=137). 

Target Analyte 
% Agreement (95% CI) 

Positive Negative 

Influenza A 

100.0% 

26/26 

(84.0 – 100.0) 

99.1% 

107/108a 

(94.2 – 100) 

Influenza B 

100% 

27/27 

(84.5 – 100.0) 

98.1% 

105/107b 

(92.8 – 99.7) 

RSV 

94.1% 

32/34c 

(78.9 – 99.0) 

94.2% 

97/103d 

(87.2 – 97.6) 

a1/1 FP RespiBio® Ct= 41.66, historically known Influenza A positive. 

b2/2 were weak positive by RespiBio® assay, historically negative for Influenza B, and were negative on repeat RespiBio® 

assay.  

c1/2 FN comparator Ct= 38.27, sample historically known negative. Weak positive on RespiBio® repeat, negative on repeat 

comparator. 1/2 FN comparator Ct= 36.76, sample historically known negative. 

d1/6 Ct value >39, 5/6 weak RSV positive. 6/6 historically negative for RSV, and negative on repeat RespiBio®. 

 

Clinical performance evaluation of the Assay S component of the RespiBio® Panel 3 assay was 

performed at one (1) independent clinical site using 498 prosepective nasopharyngeal specimens in 

viral transport medium and 114 frozen retrospective nasopharyngeal specimens in viral transport 

medium submitted for routine SARS-CoV-2 investigation from symptomatic and asymptomatic patients.  

 

Specimens were extracted with QIAamp Viral RNA Mini Kit (Qiagen).   
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The performance of Assay S component of the RespiBio® Panel 3 assay was compared to a commercial 

CE-IVD PCR assay, targeting two (2) SARS-CoV-2 gene sequences (RdRP and N). Any discordant 

results were resolved using an alternative CE-IVD PCR assay targeting two (2) SARS-CoV-2 gene 

sequences (E and S genes). The positive specimens tested spanned the dynamic range of the assay 

(<25 - >35 Cp Values).  

 

The Assay S component of the RespiBio® Panel 1 assay was run and analysed using the LightCycler 

480 II (Roche) PCR instrument.  

Summary of the clinical performance evaluation results is presented in Table 11 below and is separated 

into results for prospective and retrospective specimens in Table 12 and Table 13 respectively. 

 

Table 11: Summary of the clinical performance for Assay S on the LC480 II with Prospective and Retrospective specimens 

combined (n=612) 

Target Analyte 
% Agreement (95% CI) 

Positive Negative 

SARS-CoV-2 

99.2% 

122/123a 

(94.9 – 100) 

95.7% 

468/489b 

(93.4 – 97.3) 
 

a 1/1 Cp value > 38 on comparator assay; 1/1 Positive on discordant testing   
b 17/21 Cp > 35 on RespiBio® Panel 3; 14/21 Confirmed on discordant testing 

 

Table 12: Summary of the clinical performance for Assay S on the LC480 II with Prospective specimens (n=498) 

Target Analyte 
% Agreement (95% CI) 

Positive Negative 

SARS CoV-2 

100.0% 

20/20 

(80.0 – 100.0) 

96.4% 

461/478a 

(94.3 – 97.8) 

a 13/17 Cp value > 35 on RespiBio® Panel 3; 12/17 Confirmed on discordant testing  

 

Table 13: Summary of the clinical performance for Assay S on the LC480 II with Retrospective specimens (n=114) 

Target Analyte 
% Agreement (95% CI) 

Positive Negative 

SARS CoV-2 

99.0% 

102/103a 

(93.9 – 99.9) 

63.6% 

7/11b 

(31.6 – 87.6) 

a 1/1 Cp value > 38 on comparator assay. 1/1 Positive on discordant testing;  

  b 4/4 Cp value > 35; 2/4 Confirmed on discordant assay; 4/4 Positive on historical method  
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15 LIMITATIONS OF METHOD 
 

• RespiBio® Panel 3 assay is not intended to guide or monitor treatment for viral respiratory 

infections. 

• Results from the RespiBio® Panel 3 assay should be interpreted in conjunction with patient’s 

clinical signs and symptoms, medical history and other laboratory data available to the 

physician. 

• The RespiBio® Panel 3 assay is not recommended for testing clearance or status of 

asymptomatic carriage.  

• A positive PCR result does not indicate the presence of a viable virus in the sample at the time 

of testing. Samples submitted for test of clearance/cure should be tested by routine methods.  

• Results of this test should not be used as the sole basis for diagnosis, treatment, or other patient 

management decisions. Positive results do not rule out co-infection with other organisms that 

are not detected by this test and may not be the sole or definitive cause of patient illness.  

• The test is qualitative and does not provide a quantitative measurement of the detected virus 

nor indicate the amount of the pathogen present in the sample. 

• The RespiBio® Panel 3 assay has been validated for use with the RNA extracted from 

nasopharyngeal swabs in viral transport medium detailed in Table 1. Specimen types other than 

nasopharyngeal swabs have not been evaluated.  

• The RespiBio® Panel 3 assay was validated using samples extracted with QIAamp Viral Mini Kit 

(Qiagen). Acceptable assay performance was also shown on LiferiverTM EX3600 (automated 

nucleic acid extraction system). Performance of the assay with other extraction kit/systems was 

not evaluated. 

• The clinical and analytical performance of RespiBio® Panel 3 assay was established on 

LightCycler 480 II (Roche). Acceptable assay performance was also shown on ABI 7500 Fast 

(ThermoFisher Scientific) and QuantStudio 5 (ThermoFisher Scientific). Performance of the 

assay with other PCR instruments was not evaluated. 

• The RespiBio® Panel 3 assay may cross-react with Influenza strains included in the commonly 

used Influenza vaccines. Paediatric patients who recently received Influenza vaccination may 

be shedding for up to 3 weeks post-vaccination12, possibly leading to false positive results for 

Influenza detection when tested with the RespiBio® Panel 3 assay. Care should also be taken 

to avoid cross-contamination of samples from areas where vaccines may be administered5. 
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• Human blood, mucin and mupirocin, at concentration greater than 0.5% v/v, 1.5% w/v and, 5 

mg/mL respectively, may interfere with the detection of target analytes in the RespiBio® Panel 

3 assay. 

• Residual QIAamp Lysis Buffer (Qiagen) or QIAamp Wash Buffers (Qiagen) from the extraction 

process, may inhibit the RespiBio® Panel 3 assay. 

• The detection of the target is dependent upon appropriate specimen collection, transport, 

storage, handling, preparation and extraction. Inappropriate procedure at any of these stages 

may result in incorrect results. 

• Mutations or polymorphisms in targeted viral sequences in either primer or probe binding 

regions may have an impact on the detection of the target, resulting in sub-optimal detection or 

a false negative result with the RespiBio® Panel 3 assay. 

• In cases of low level of target analyte in the sample, below the analytical sensitivity of the assay, 

the target may not be detected or results may not be reproducible.  

• Strongly positive results for one gene target may interfere with the detection of other gene 

targets within the multiplex reaction resulting in sub-optimal detection or a negative result due 

to PCR competition between targets in the multiplex reaction. 

• Fluorescence leakage (cross-talk) may occur on the real-time PCR instruments between 

detection channels with overlapping wavelengths. This can result in a weak false positive signal 

being detected due to crosstalk from a strongly positive signal in the same reaction well. 

• Laboratories that refer positive results to national reference laboratories for confirmation should 

note that anomalies may arise due to inherent differences between the RespiBio® method and 

the method employed by the reference laboratory. 

• Specimens/RNA extracts that have been stored outside of the specimen transport and storage 

requirements of the RespiBio® Panel 3 assay may lead to false negative results. Optimum 

performance is achieved when testing fresh RNA extracts. 

• Cross-reactivity with organisms other than those listed in the Exclusivity table has not been 

evaluated. 

• Positive and Negative predictive values depend greatly on the disease prevelance and therefore 

the performance of the RespiBio® Panel 3 assay may vary depending on the prevalence and 

population evaluated.  
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17 GLOSSARY 

 

  
Manufacturer  

  
Use by Date 
  

 
 

 

Catalogue Number 
 

In vitro diagnostic medical device  

 

Temperature limit 
  

 

Consult instructions for use 
  

 

Batch Code 
  

 

 

  

Contains sufficient for <n> tests 

CE conformity 

 
Unique Device Identification 

 

Do not re-use 
 
 

 

 

 


