Table 1.  A) The reagent volumes required for 1 reaction of One Step RT-PCR and B) the thermocycler program necessary to carry out the RT-PCR reaction. 
A)
	Reagent
	Volume (µL)

(1X reaction)

	DEPC treated water
	10.56

	2x reaction buffer
	20

	50% sucrose and 0.04% bromophenol blue mix
	4

	Forward primer targeting the HIV V3 region
SQV3F1 primer: 5’GAG CCA ATT CCC ATA CAT TAT TGT3’

	0.32

	Reverse primer
CO602 primer:  5’GCC CAT AGT GCT TCC TGC TGC TCC CAA GAA CC3’ 


	0.32

	Enzyme - SuperScript® III One-Step RT-PCR System with Platinum® Taq DNA Polymerase
	0.8

	Total
	36


B)

	No. of Cycles
	Time
	Temperature

	1
	30minutes
	52ºC

	1
	2minutes
	94ºC

	40
	15seconds
	94ºC

	
	30seconds
	55ºC

	
	1.5minutes
	68ºC

	1
	5minutes
	68ºC

	Rest
	
	25 ºC


Table 2.  A) The reagent volumes required for 1 reaction of second round PCR and B) the thermocycler program necessary to carry out the second round PCR reaction.
A) 
	Reagent
	Volume (µL)

(1X reaction)

	DEPC treated water
	13.45

	60% sucrose, 0.08% cresol red mix
	2

	Roche HiFi system Buffer 2
	2

	MgCl2
	0.8

	dNTP
	0.16

	Forward PCR primer
SQV3F2: 5’TGT GCC CCA GCT GGT TTT GCG AT3’
	0.15

	Reverse PCR primer
CD4R: 5’TAT AAT TCA CTT CTC CAA TTG TCC3’
	0.15

	Expand HiFi enzyme
	0.29

	Total
	19


B) 

	No. of Cycles
	Time
	Temperature

	1
	2minutes
	94ºC

	35
	15seconds
	94ºC

	
	30seconds
	55ºC

	
	1minute
	72ºC

	1
	7minutes
	72ºC

	Rest
	
	25 ºC


Table 3.  A) The reagent volumes required for 1 reaction of sequencing and B) the thermocycler program necessary to carry out the sequencing reaction.

A)

	Reagent
	Volume (µL)

(1X reaction)
	
	Reagent
	Volume (µL)

(1X reaction)

	BigDye
	0.3
	
	BigDye
	0.3

	BigDye Buffer
	2.1
	
	BigDye Buffer
	2.1

	Forward Sequencing Primer
V3O2F: 5’AAT GTC AGY ACA GTA CAA TGT ACA C3’

	2.6
	
	Reverse Sequencing Primer
SQV3R1: 5’GAA AAA TTC CCT TCC ACA ATT AAA 3’
	2.6

	Total
	5.0
	
	Total
	5.0


B) 
	No. of Cycles
	Time
	Temperature

	25
	10seconds
	96ºC

	
	5seconds
	50ºC

	
	55seconds
	60ºC

	Rest
	
	25 ºC


