
Protocol for Real-Time RT-PCR SARS-CoV-2 (2019-nCoV) (RdRp Wuhan/CUB gene) 

with P&P 

For RUO (Research Use Only) 

 

Caution: The vials containing the primers and probe mix (P&P) should be stored after reception at -

20°C in the dark. Stable at least 6 months in the described conditions. 

NB: Probe: FAM-QSY 

 

 

Reagents with which the assay has been validated at UVE (Unité des Virus Emergents, Marseille, 

France): 

 - SuperScript™ III Platinum™ One-Step qRT-PCR Kit , ThermoFischer ref 11732-088 

 - Elution Buffer AE (1000 ml) Macherey-Nagel™ ref 740917.1 (This component is not provided 

with the OneStep RT-PCR kit); usually provided as elution buffer in the extraction kit, (10mM 

TrisHCl 0.5mM EDTA, pH=9). 

 

 

1. Rehydration of Lyoph-P&P before use (Table 1) 

- Write the date on the vial before opening.  

- Lyoph-P&P is respudended as described:  

  - Add 63 µl of AE Elution buffer 

- Homogenization by 10 to 20 times pipetting up and down in the glass vial a 30µL-

volume  

- Rehydrated P&P must be incubated at room temperature for 10 min after which 

 - A second step of 10 times multiple pipetting must be done. 

WARNING: These steps are critical to ensure adequate homogenization 

 

 

Table 1. Lyoph-P&P regeneration; rehydrated Lyoph-P&P can be stored at 4 °C for up to 14 days 

Number of tests/vial 8 

AE Elution buffer (µL) 63* 

* this volume is adapted to the SuperScript™ III Platinum™ One-Step qRT-PCR Kit and can vary 

depending upon the RT-PCR kit 

 

 

 

 

https://www.thermofisher.com/order/catalog/fr/FR/adirect/lt?cmd=catProductDetail&showAddButton=true&productID=11732088&_bcs_=H4sIAAAAAAAAAH1R226DMAz9mrwMtQIiGK%2B9IVWdVlT6XkVgIFICLDGt%2BPs5UKrtpVLky7Exx8er%0AgPlJZrpyKNB6LIy9HMxdFmDf4A1ibxnfsDCl93g81tiA0V0lLfl10WmCB0sGWjJNp4FcZ0oqNqgV%0AjWAhd89P0Azgcv%2FTManwFgR%2BQN3VLUwS3w8%2BCM2HHkxeGNkjMUEjSmB86x2PRy9TAmU7aMZ3dugZ%0AP1CDgZrKhNCYGfTOLaxyhN77uVxX2e7inSQ%2BF3m%2FB98k%2FsKdfCFQqK52%2FFyaXsiIUhooiFmqkPG0%0A0CXje2rcS9srMeY4Klo%2Fdukc830u21rBF9xB7QRC3ZmROuibE4xUnhSIzxmFlVTo%2FhzPgRvyLfQ0%0A468o0SJLGNHm4ZakIfsSh9BJHvKHqdlJNLdGTqZoFmoubxexKHzKRZETbGFxHXvHIHgBjuhyuej%2F%0A7V6HroSy7tK%2FVZREO3ICAAA%3D&returnURL=http%3A%2F%2Fwww.thermofisher.com%3A80%2Forder%2Fcatalog%2Ffr%2FFR%2Fadirect%2Flt%3Fcmd%3DcatDisplayStyle%26catKey%3D101%26filterType%3D1%26OP%3Dfilter%26filter%3Dft_1101%252Ff_288001*


2. Preparation of the reaction MIX 

MasterMix 
25µL 

Single rxn, µL  

2X Reaction mix*  12.5 

Rehydrated Primers and probe P&P** 7.0 

SSIII/Taq EnzymeMix* 0.5 

 20 

Template RNA 5 

*, ThermoFischer / Invitrogen: SuperscriptIII One-Step RT-PCR system with Platinum Taq DNA Polymerase 

**, as indicated in Table 1. 
 

 

 

3. Cycling program and RT-PCR reaction 

1: 50°C for 15 min 

2: 95°C for 2 min 

3: 95°C for 15 sec 

4: 58°C for 45 sec 

Plate Read 

5: GOTO 3, 44 more times 

 

 

Figure. Results obtained with 5-fold serial dilutions of positive control. 


