Supplementary Table 2: In-house multiplex PCR assay reagents and conditions 
All the PCR experiments in this study were conducted using the SuperScriptTM III One-Step RT-PCR System (Invitrogen, Carlsbad, California, USA). Each PCR reaction was performed in a 25µl reaction, which included 5µl of extracted NAs , 2X reaction mix containing 2.4 mM magnesium sulphate (MgSO4), 0.4 mM of each deoxynucleotide triphosphate (dNTP) (Invitrogen, Carlsbad, California, USA), 10 mM sense primers, 10 mM anti-sense primers, 5 units (U) of enzyme mix (first-round)  or 1U of PlatinumTM SuperFi II DNA polymerase (second-round) (Invitrogen, Carlsbad, California, USA) and nuclease-free water.  A 1 µl volume from the first-round reaction was used as template for the second-round amplification. Nucleic acids extracted from HIV-1 negative plasma samples were included in each experiment as controls to assess potential contamination. No positive control was included because the samples had known HIV-1 VL. See Table below for details of the thermocycling conditions for the first-round One-Step RT-PCR and second-round nested PCR. Samples that failed amplification with the multiplex approach were re-amplified in a separate second-round PCR reaction using amplicons from the first-round and fragment-specific PCR primers. Successful amplification of target fragments was evaluated by electrophoresis on a 1% agarose gel with a 1kb DNA ladder (New England Biolabs, MA, USA).

	                                                           Thermocycling conditions

	Step
	Temperature
	Time
	Cycle

	First round

	cDNA synthesis
	55
	30 minutes
	1 cycle

	Pre-denaturation
	94
	2 minutes
	

	Denaturation
	94
	15 seconds
	35 cycles

	Annealing
	50
	30 seconds
	

	Extension
	68
	1 ½ minutes
	

	Final extension
	68
	10 minutes
	1 cycle

	Second round

	Pre-denaturation
	94
	2 minutes
	1 cycle

	Denaturation
	94
	15 seconds
	30 cycles

	Annealing
	50
	30 seconds
	

	Extension
	68
	1 ½ minutes
	

	Final extension
	68
	10 minutes
	1 cycle


pol – HIV-1 polymerase gene; cDNA – complementary deoxyribonucleic acid;1 – Manufactured by Invitrogen, Carlsbad, California, USA; 2 - Manufactured by Inqaba Biotechnical Industries, Pretoria, South Africa.

