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	Tony Baker

Chief Technical Officer


Product Testing Protocols

Greiner Demonstration of Genelock Effectiveness


17 December 2009

VIA ELECTRONIC MAIL
Dr. Prof. Harald Kessler

Institute of Hygiene, Microbiology and Environmental Medicine 

Head of Research Unit

Universitätsplatz 4

8010 Graz

AUSTRIA

harald.kessler@medunigraz.at


Re: Sierra Molecular Corporation’s Nucleic Acid and Protein Preservation Chemistries

Dear Dr. Kessler:

Please find attached recommended protocols for the experiments you are preparing to perform on behalf of Greiner on Sierra Molecular’s Genelock products.  Because we discussed a wide variety of variations for the proposed testing, protocols for a number of different analytes are included.  We recognize that you may not be testing all of these pathogens.

The Sierra Molecular blood collection tubs and 5ml tubes into which samples collected on nasopharyngeal swabs may be expressed are being shipped to you presently.  Our currently manufactured swab collection kit is not configured for nasopharyngeal use; and our efforts to have nasopharyngeal swab kits made in time for your study were not successful.  We hope that the additional step of expressing the samples into the 5ml tubes will not unduly complicated the procedures.

Do not hesitate to contact me at any time if you have questions or comments about the experimentation.

Very truly yours,
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Testing time line. All frozen plasma and Genelock ambient aged blood will be tested at 24, 72 and 120 hours after initial collection. Standard Freeze thaw protocols will be utilized for the plasma samples. Samples will be tested in duplicate if possible. Standard statistical methods comparing Genelock and frozen plasma will be utilized.

1. HIV (RNA Virus) and HBV,CMV (DNA Virus) 

Method: PCR and/or rtPCR. validated commercially available molecular assay platform that targets HIV RNA such as the Amplicor HIV-1 Monitor and the ultra sensitive Amplicor HIV-1 monitor. Validated  in-house assays for CMV and HBV using PCR or rtPCR  based assays are acceptable.

Comparison method: Standard EDTA tube Fractioned into plasma within 2hr 0f separation of Plasma. Frozen at -80°C.  Genelock whole blood tube collected and aged at +25°C.

Viral load determinations will be done on frozen plasma and Genelock blood. If possible viral loads will also be done for CMV and/or HBV.
Specimen: Whole blood samples for Genelock.  Frozen plasma for control.

Specimens tested at 24 hours and 48 hours for Genelock and lateral flow devices. Both arms will be aged at +25°C.

RNA extraction Method: Any validated RNA extraction method (e.g., QIAamp)
2. Influenza A, B, H1N1 and M2 Mutations for amantadine, and rimantadine resistance. 

Method: PCR and/or rtPCR. Multiplex primer design if possible for all viral targets.

Chemistry: Genelock molecular/multiplex specimen transport and preservation system.

Comparison method: Tissue culture or direct lateral flow for Influenza A and B.

Specimen: Nasopharyngeal aspirates or washings preferred.

Specimens tested at 24 hours and 48 hours for Genelock and lateral flow devices. Both arms will be aged at +25°C.

RNA extraction Method: Any validated RNA extraction method (e.g., QIAamp)
3. Corona Virus strains OC43 and 229E. 

Method: PCR and or rtPCR

Chemistry: Genelock Molecular/Multiplex specimen transport and preservation system.

Comparison method: Tissue culture with sub-passage of virus if possible.

Specimen: Nasopharyngeal swab expressed into Genelock tube. Specimens will be aged at +25° and tested at 24 and 48 hours.

RNA extraction method: Any validated RNA method (e.g., QIAamp)
4.   Mycoplasma: 

Method: PCR and or rtPCR

Chemistry: Genelock Molecular/Multiplex specimen transport system.

Comparison Method: Tissue culture

Specimen: genital or bronchial, washings, swab, or aspirates. Specimens will be aged at +25°C and tested at 24 and 48 hours. 

RNA extraction method: QIAamp method.  
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