Supplemental Digital Content 2 - Table 2. Reaction Mixtures and Thermal Programs for RT-Nested PCR in HIV-2 Viral Load Measurements.

	
	RT and first-round PCR
	Second-round PCR

	Reaction mixture (50 (l)
	1x
	Platinum PCR buffer
	1x
	Platinum PCR buffer

	
	3 mM
	MgCl2
	3 mM
	MgCl2

	
	0.2 mM
	each dNTP
	0.2 mM
	each dNTP

	
	0.2 (M 
	HIV-2 LTR 1F primer
	0.2 (M 
	HIV-2 LTR 2F primer

	
	0.2 (M
	HIV-2 LTR 1R primer
	0.2 (M
	HIV-2 LTR 2R primer

	
	4 U
	RNasin ribonuclease inhibitor
	1 U
	Platinum Taq DNA polymerase

	
	20 U
	SuperScript III reverse transcriptase
	1 (l  
	RT and first-round PCR product

	
	1 U
	Platinum Taq DNA polymerase
	
	

	
	10 (l  
	RNA sample
	
	

	Thermal program
	1 cycle
	RT (10 min at 50°C)
	1 cycle
	Denaturation (2 min at 94°C)

	
	1 cycle
	Denaturation (2 min at 94°C)
	5 cycles
	PCR (5 s at 94°C, 10 s at 48°C and 15 s at 72°C)

	
	5 cycles
	PCR (5 s at 94°C, 10 s at 48°C and 15 s at 72°C)
	25 cycles
	PCR (5 s at 94°C and 15 s at 60°C)

	
	25 cycles
	PCR (5 s at 94°C and 15 s at 60°C)
	1 cycle
	Extension (1 min at 72°C)

	
	1 cycle
	Extension (1 min at 72°C)
	
	


RNasin ribonuclease inhibitor was purchased from Promega (Tokyo, Japan), and other reagents from Invitrogen (Tokyo, Japan). PCR primers were designed in the LTR of HIV-2. HIV-2LTR1F, 5’-TTC AGT CGC TCT GCG GAG A-3’; HIV-2LTR1R, 5’-TTT AAG CAA GCA AGC GTG GAG-3’; HIV-2LTR2F, 5’-TGG GAG GTT CTC TCC AGC AC-3’; HIV-2LTR2R, 5’-GGT GAG AGT CTA GCA GGG AAC AC-3.

Abbreviations: RT, reverse transcription; LTR, long terminal repeat.
