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[bookmark: _Hlk161642555]African Swine Fever Real-Time PCR Assay on the Applied Biosystems™ QuantStudio™ 5 Real-Time PCR System Using the Applied Biosystems™ TaqMan™ FAST Virus 1-Step Master Mix Worksheet

This worksheet to be used in conjunction with Preparation, Performance, and Interpretation of the African Swine Fever rPCR Assay on the Applied Biosystems® QuantStudio 5 Real-time PCR System Protocol

Date: _____________Operator: ________________ Project: ______________________________________

Step 1.  Master mix preparation (Clean Room)
ASF master mix (Use with Qiagen DNeasy Extraction without Xeno™ RNA)


ASF master mix (Use with 96-well extraction method and Xeno™ RNA)


Note:  Double click on the table, enter number of reactions in the highlighted well, and the volumes will be calculated.
The Xeno™ IEC probe is labeled with a LIZ fluorophore, but is detected under the Cy5 channel on the ABI QS5. 
Step 2.  Addition of the master mix, template, and controls
	Step
	
	Check

	1.
	Add 20 µl of master mix to each well of a 96-well PCR plate in the clean room. 
	

	2.
	Add 5 µl of nuclease-free water to the no template control (NTC) well in the clean room. 
	

	3.
	In the extraction room, add 5 µl of template DNA to each of the sample wells.
	

	4.
	Add 5 µl of the extraction control(s) to the appropriate control well(s).
	

	5.
	Add 5 µl of positive amplification control (PAC) to the appropriate control well(s).
	

	6.
	Briefly centrifuge plate.
	


Step 3.  Running the Assay
	Platform
	Standard Cycling Profile
	Check or Initial

	Applied Biosystems QuantStudio 5
	1. 1.  95ºC   20 seconds
2. 2.  95°C   10 seconds
3. 3.  60ºC   30 seconds
4. 4.  Repeat steps 2-3 a total of 45 cycles
	


Note: Total Volume 25µL per well, Threshold values: ASF=0.1, Xeno=0.1

Any variations from this procedure are noted, dated and initialed below or on back of this sheet.




Signature(s): ___________________________________            Date: ____________________
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		Reagent		Initial Conc		Final Conc		Vol/rxn (µl)		# Rxns		Total Vol				Lot #

		Nuclease-free Water		NA		NA		11.5		1		11.5

		TaqMan Fast Virus		4x		1x		6.25				6.25

		ASF Forward Primer		20 µM		0.3 µM		0.375				0.375		1.25

		ASF Reverse Primer		20 µM		0.3 µM		0.375				0.375

		ASF FAM/MGB Probe		10 µM		0.2 µM		0.5				0.5

		Xeno™ LIZ Reagent		NA		NA		1				1

				Total Volume				20				20
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ASF Reverse Primer 20 µM 0.3 µM 0.375 0.375

ASF FAM/MGB Probe 10 µM 0.2 µM 0.5 0.5

20 Total Volume

Total Vol

6.25

12.5

1.25

20


Microsoft_Excel_Worksheet.xlsx
Sheet1

		Reagent		Initial Conc		Final Conc		Vol/rxn (µl)		# Rxns		Total Vol				Lot #

		Nuclease-free Water		NA		NA		12.5		1		12.5

		TaqMan Fast Virus		4x		1x		6.25				6.25

		ASF Forward Primer		20 µM		0.3 µM		0.375				0.375		1.25

		ASF Reverse Primer		20 µM		0.3 µM		0.375				0.375

		ASF FAM/MGB Probe		10 µM		0.2 µM		0.5				0.5

				Total Volume				20				20






image2.emf
Reagent Initial ConcFinal Conc Vol/rxn (µl) # Rxns Lot #

Nuclease-free Water NA NA 11.5 1

TaqMan Fast Virus 4x 1x 6.25

ASF Forward Primer 20 µM 0.3 µM 0.375 0.375

ASF Reverse Primer 20 µM 0.3 µM 0.375 0.375

ASF FAM/MGB Probe 10 µM 0.2 µM 0.5 0.5

Xeno™ LIZ Reagent NA NA 1
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