Fig. S1. Phenotyping of CD69-CD25-HLA-DR- blast and non-blast populations. Primary resting CD4+ T cells were activated with PHA in the presence of IL-2 and cultured for two weeks. CD69-CD25-HLA-DR- transitional blast (eFluorlow, A) and non-blast (eFluorhigh, B) cells were sorted and stained with anti-CD45RA, CD45RO, CCR7, CD27 and CD4 antibodies. Bar graphs represent mean ± SD of two individual donors. Solid symbol: cells infected with VSV-G pseudotyped virus; open symbol: uninfected cells from the same donor. TD: terminally differentiated; CM: central memory; EM: effector memory; TM: transitional memory cells.

Fig. S2. Flow plots of EGFP expression following activation of transitional blasts and non-blasts infected with wild-type NL4.3-EGFP. CD4+ T cells were activated with PHA and infected with NL4.3-EGFP that expressed enhanced green fluorescent protein (EGFP). After 12 days, cells were sorted into EGFP-negative CD69-CD25-HLA-DR- eFluorlow transitional blasts and EGFP-negative CD69-CD25-HLA-DR- eFluorhigh non-blasts. Cells were stimulated with DMSO, romidepsin (RMD) or PMA/PHA and after 24 hours, EGFP expression quantified.

Fig. S3. Cytotoxicity of latency-reversing agents (LRAs) on resting CD4+ T cells. A. Resting primary CD4+ T cells were cultured with various concentrations of LRAs for 48 hours and the percentage cell viability was determined by MTS assay. The mean ± SEM from four independent experiments performed in duplicates is shown. The dotted line indicates the 50% cellular cytotoxicity concentration value (CC50). B. Cytotoxicity profile of the histone lysine methyltransferase inhibitor chaetocin, which exhibited a ‘double-peak’. Table summarise the CC50 values of LRAs and the concentration used in this study.

Fig. S4. Response of NL4-3 and patient-derived LTRs to LRAs. Sorted CD69-CD25-HLA-DR- transitional blasts that were infected with pseudotyped virus containing either wild-type NL4-3 LTR or LTRs from CD4+ T cells from HIV-infected individuals were treated with various LRAs for 24 hours and luciferase quantified. The level of reactivation is expressed as a percentage of maximum stimulation using PMA/PHA. Mean ± SEM of 3 independent experiments is shown.

Supplementary Table 1. Primers and PCR conditions used for overlap extension PCR

	
	Primer
	Sequence
	PCR Conditions

	1st round


	Patient LTR:

U3-F-LTR
	5’-GAAGGGCTAATTCACTCCC-3’
	
94oC for 2 minutes, 35 cycles of (94oC 15 for seconds, 48oC for 15 seconds and 72oC for 1 min), final extension at 72oC for 8 minutes

	
	nefLTR3’2Xbal
	5’‑CGTGCTCTAGAAAAGGGTCTGAGGGATCTCT-3'
	

	
	NL4-3 template:

nefLTR5’#3
	5'-ATAGCAGTAGCTGAGGGGACA-3'
	

	
	U3-R-LTR
	5’-GGGAGTGAATTAGCCCTTC-3’
	

	2nd round
	N/A
	N/A
	94oC for 10 minutes, 10 cycles of (94oC for 10 seconds, 48oC for 15 seconds, 72oC for 20 seconds), final extension at 72oC for 7 minutes

	3rd round
	nefLTR5’#3
	5'-ATAGCAGTAGCTGAGGGGACA-3'
	94oC for 2 minutes, 35 cycles of (94oC 15 seconds, 48oC for 15 seconds and 72oC for 1 min), final extension at 72oC for 8 minutes

	
	nefLTR3’2XbaI
	5’‑CGTGCTCTAGAAAAGGGTCTGAGGGATCTCT-3'
	


