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Sample Preparation and Dilution 
 

Positive PCR Control Positive Extraction Control Negative Extraction Control Test Samples 
 
Dilution 1: 10µl DS RM (10µg/mL) + 90µL RT-
PCR-grade water = 1µg/mL 
 
Dilution 2: 10µL Dilution 1 (1ug/mL) + 190µL 
RT-PCR-grade water = 50ng/mL = 50 pg/µL 
 
 
 
 
 
 
 
 
5µL Dilution 2 per RT-PCR well 
 

 
Prepare with QIAamp Viral RNA Mini Kit. 
Lysis step composition: 
140µL undiluted DP RM + 560 QIAamp Buffer 
AVL, without carrier RNA. 
Follow kit protocol 
Elute in 60µL Buffer 
 
Dilution 1: 10µL eluate + 990µL RT-PCR-
grade water 
 
Dilution 2: 10µL Dilution 1+ 990µL RT-PCR-
grade water 
 
5µL Dilution 2 per RT-PCR well 
 

 
Prepare with QIAamp Viral RNA Mini Kit. 
Lysis step composition: 
140µL TE buffer + 560 QIAamp Buffer AVL, 
without carrier RNA 
Follow kit protocol 
Elute in 60µL Buffer 
 
Dilution 1: 10µL eluate + 990µL RT-PCR-
grade water 
 
Dilution 2: 10µL Dilution 1+ 990µL RT-PCR-
grade water 
 
5µL Dilution 2 per RT-PCR well 
 

 
Prepare with QIAamp Viral RNA Mini Kit. 
Lysis step composition: 
140µL undiluted test sample + 560 QIAamp 
Buffer AVL, without carrier RNA 
Follow kit protocol 
Elute in 60µL Buffer 
 
Dilution 1: 10µL eluate + 990µL RT-PCR-
grade water 
 
Dilution 2: 10µL Dilution 1+ 990µL RT-PCR-
grade water 
 
5µL Dilution 2 per RT-PCR well 
 

 
 
 
RT-PCR Reaction Mixture 
 

Number of wells required 15 Volume of master mix per well 15µL Total volume of master mix required 
(incl.10% overage) 

240 Volume of sample per well 5µL 

 

Component Volume per well Total Volume (incl. 
10% overage) 

 Reaction mixture notes: 
Mastermix used: Taqman Fast Advanced / Taqman Universal II 
                              4x TaqPath 1-step Master Mix, CG Mastermix 10 µL 160 

Forward Primer 1 µL 16 
Reverse Primer 1 µL 16 
Probe 1 µL 16 
RT-PCR grade water 2 µL 32 
Total volume of reaction mixture 240 
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Assay Validity Data 
 

Criterion Required value Observed values Validity 

Ct of each Negative Extraction Control well > 32 or undetermined 29.162, 28.569, 28.119 Valid – see assay validity 
criteria below page 

Ct of each No Template Control well > 32 or undetermined 31.726, 31.260, 32.655 Valid – see assay validity 
Criteria below page 

Ct of each PCR Positive Control well < 32 13.600, 13.403, 13.317 Valid 

Ct of each Positive Extraction Control well < 32 17.018, 17.344, 17.226 Valid 

 
Sample interpretation 
 
Sequence identity of the mRNA is considered confirmed if all test sample replicates show amplification curves with a Ct value of < 32.0000. If all test sample replicates show 
amplification curves with a Ct value of > 32.0000 the identity is considered not confirmed. If a mixture of results (with Ct values both greater and less than 32.0000) is found for a 
test sample it must be repeated. 
 
Pipettes used: Extraction step: 30006, 33190, 33166 
                         PCR step: 5646, 5653, 33087 
 

Batch details for probes and primers: 
For Primer: (Merck) Sigma, Ref# VC00021, SY21020241530-088, Lot# 3026595983-000020 
Rev Primer: (Merck) Sigma, Ref# VC00021, SY21020241529-078, Lot# 3026595983-000030 
100 μM stock prepared as per manufacturer's instructions, 20 μL of 100 μM added to 91 μL RT-PCR 
Grade water to make 18 μM working stock, MJ 06Sep21 
Probe: (Applied Biosystems) ThermoFisher, Lot# 7495294-1 C1, Ref# 4316034 
100 μM stock prepared as per manufacturer's instructions; 5 μL 100 μM added to 95 μL RT-PCR Grade 
Water to make 5 uM working stock, MJ 27Sep21 
NOTE: Validity criteria for assay has been altered as per recommendation in D21-2294359. 
Criteria used to assess validity of assay are as follows: 
Ct of Negative Extraction Control (NEC) more than 8 Ct higher than Ct of Positive Extraction Control (PEC): 
Lowest NEC Ct value: 28.119; highest PEC Ct value: 17.559. Difference = 10.56 -Valid 
Ct of No Template Control (NTC) more than 8 Ct higher than Ct of PCR Positive Control: 
Lowest NTC Ct value: 31.260 ; highest PCR Positive Control value: 13.110. Difference = 18.15 – Valid 
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