
GENEPATH CoViDx One
COVID-19 One-Tube Multiplex RT-qPCR Kit (Version-2.1R)

1. Kit Contents
Sr Item description Labels Volume (μl) Storage temperature Number of tubes

1 Positive control Pink Label 110 -10°C to -20°C 1

2 GPDx MasterMix A White Label 165 -10°C to -20°C 1

3 GPDx MasterMix B Yellow Label 300 -10°C to -20°C 1

4 GPDx PP Mix Blue Label 38 -10°C to -20°C 1

5 Nuclease free water Green Label 110 -10°C to -20°C 1

2. Preparation of RT-qPCR Mix for one sample
Reagents Reagent Volume (μl)

GPDx MasterMix A 3.25

GPDx MasterMix B 6.0

GPDx PP Mix 0.75

Sample 5.0

Total 15.0

3. Cycling conditions for RT-qPCR
Step Stage Temperature Time

Pre-incubation Hold 25°C or 37°C 5 min

Reverse Transcription Hold 55°C 15 min

RT Inactivation Hold 95°C 5 min

PCR Cycling 
(42 cycles)

95°C 12 sec

58°C
40 sec (Acquire fluorescence 

at Green/ Yellow/ Orange/ 
Red channels)

4. Required settings for real time PCR instruments

Target Channel (Dye) Fluorophore 
Excitation wavelength (nm)

Fluorophore 
Emission wavelength (nm)

RdRp-gene Green (FAM) 495 520

Human control Yellow (HEX) 535 560

N-gene Orange (Cal Red 610) 590 610

E-gene Red (Quasar 670) 645 670
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Note: On Thermo/ABI systems the JOE/VIC should be used for the Yellow/Cal Gold 540/HEX channel, ROX/TexasRed should be 
used for the Orange / Cal Red 610 Channel and Cy5 should be used for the Red/Quasar670 channel. For Rotor-Gene Q systems, 
gain optimization should be carried for all channels with the tube that contains the PC (preferably place the PC into tube 1).



Targets 
Interpretation

N-gene RdRP-gene E-gene Human 
control

No 
amplification

No 
amplification

No 
amplification

No 
amplification

Invalid test: Insufficient sample or PCR inhibitors present. 
Repeat testing. May require processing with a fresh sample 
extraction. Please note, dilution of template (1:10) may mitigate 
inhibitors.

No 
amplification

No 
amplification

No 
amplification

Amplification 
(Ct ≤ 35) Negative for SARS-CoV-2

Amplification (Ct ≤ 35)
in all three viral targets Any result Positive for SARS-CoV-2

Amplification (Ct ≤ 35) 
in any two viral targets Any result Positive for SARS-CoV-2

Amplification (Ct ≤ 35)
of any one viral target

 No 
amplification

Inconclusive result. Retest or resample and retest.
If the result is still the same, check by an orthogonal technique.

Amplification (Ct ≤ 35) 
of only the E-gene

Amplification 
(Ct ≤ 35)

Inconclusive result. Retest or resample and retest. If the 
repeat result is the same (Positive for E-gene), the sample could 
either be SARS-CoV-2 or a non-Covid-19 SARS coronavirus. 
Clinical correlation, testing on a fresh sample or testing by an 
orthogonal method should be considered. If the repeat result 
is Positive for either one of the N-gene or the RdRP-gene, the 
sample should be considered tentatively Positive for SARS-
CoV-2 (possibly due to low viral load).

Amplification (Ct ≤ 35) 
of only one out of 

the N-gene OR the RdRP-gene

Amplification 
(Ct ≤ 35)

Inconclusive result. Retest or resample and retest. If repeat 
testing also yields a positive for any one of the three viral 
targets, the sample should be considered tentatively Positive for 
SARS-CoV-2 (possibly due to low viral load).

Tubes
Targets

Interpretation
N-gene RdRP-gene E-gene Human control

NTC

No 
amplification 

No 
amplification

No 
amplification

No 
amplification Run valid (No contamination)

Amplification (one or more tubes)
Contaminated samples / workspace.
Carry out a thorough decontamination and 
repeat with a freshly prepared reaction set.

PC
Amplification 

(Ct ≤ 35)
Amplification 

(Ct ≤ 35)
Amplification 

(Ct ≤ 35) Run valid

No amplification (one or more tubes) Run invalid. Repeat the entire assay. 

Controls

Samples

Note: If the Ct is >32 for any target, always check the quality of the amplification curve before interpreting the result. 
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Reference for interpretation of results

GenePath Diagnostics Inc.
674 South Wagner Road, Ann Arbor, MI 48103, USA
Phone: +1 734 365 7722
GenePath Diagnostics India Pvt. Ltd.
Above Phadke Hospital,1260/B Jangli Maharaj Road, Shivajinagar (Deccan Gymkhana), 
Pune, Maharashtra 411004, India
Phone: +91 96234 95511, +91 20 2553 4730, +91 20 4856 6661 
contactus@genepathdx.com | www.genepathdx.com
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How does genetic testing help?

Confirmation of clinically suspected diagnosis – 
especially for those conditions for which no definite 
clinical or biochemical investigations exist e.g. 
spinal muscular dystrophy and syndromic causes of 
intellectual disability
Answers to unusual occurrences of a condition 
Genetic counseling and prediction of risk of 
recurrence in the family

Assistance in prognosis and guidance on 
possible therapeutic options – like bone marrow 
transplantation in certain lysosomal storage 
disorders, osteopetrosis
Helps the family to take reproductive decision and 
undergo prenatal diagnosis
Predictive testing in family members at risk and 
option for prophylactic treatment

Who should be considered for genetic testing? 

Intellectual disability, developmental delay or organ 
malformations
Bad obstetric history, multiple abortions or still births
Failure to thrive, uncontrolled seizures, loss of 
attained milestones, unexplained neonatal or 
childhood deaths
Recurrent infections
Bleeding disorders or frequent need for blood 
transfusions

Short stature, abnormal bone shapes, recurrent 
fractures
Hearing loss
Blindness
Muscle weakness
Familial clustering of cancer or early onset cancers
Families with two or more similarly affected children 
or siblings

What are the genetic tests that can provide useful information?

The choice of a genetic test depends upon the genetic condition and the type of genetic defects. Broadly speaking, the
types of genetic defects may be chromosomal abnormalities, copy number variations (CNVs) or small sequence variations.
Genetic techniques to diagnose each of these defects are different and include karyotyping, cytogenetic microarray
variations and Multiplex Ligation-dependent Probe Amplification (MLPA), capillary sequencing for one/few genes and
targeted next generation sequencing for panels of genes or exome sequencing for entire coding region of the genome.

What is clinical exome sequencing?

Clinical exome sequencing enables simultaneous testing of about 4800+ genes that have well documented clinical 
implications in various human genetic conditions by next generation sequencing (NGS). Clinical exome sequencing allows 
analysis of a large number of clinically relevant genes at the same time with considerable cost savings over full exome or 
whole genome sequencing.

When should a patient be referred for clinical exome sequencing?

Conditions with genetic heterogeneity (i.e. diseases in which multiple genes and genetic mechanisms are implicated) in 
which prioritization of genetic targets (i.e. reflex testing) is difficult (and ultimately expensive) based on clinical history and
other laboratory investigations are prime candidates for targeted exome sequencing. Typically these include intellectual 
disability, retinitis pigmentosa, hearing loss, immunodeficiency disorders, lysosomal storage disorders, albinism, 
charcot marie tooth disease, peroxisomal disorders, Ectodermal dysplasia, skeletal dysplasia, early infantile epileptic 
encephalopathy etc.

Individuals or families with: Any result




