
Methods S1: Supporting Information 

S-1. Sampling 

In total 539 plasma samples were analyzed, 22.4±1.8 (mean±sem) samples per patient: 

 0-24 weeks within cART initiation including baseline; n-total=129, 5.4±0.2 samples per 

patient.  

 >24 weeks after cART initiation; n=147, 6.1±1.1 samples per patient. 

 ≤24 weeks postcessation; n= 92, 3.8 ±0.3 samples per patient. 

 >24 weeks postcessation; n=171; 7.1 ±1.0 samples per patient. 

In total 257 PBMC samples were analyzed for unspliced HIV-1 (UsRNA), multiply spliced  

viral RNAs (MsRNAs) and HIV-1 total DNA (vDNA), 10.7±0.4 (mean±sem) samples per 

patient: 

 0-24 weeks within cART initiation including baseline; n=96, 4.0±0.2 samples per patient. 

 >24 weeks after cART initiation; n=46, 2.1±0.2 samples per patient. 

 ≤24 weeks postcessation; n= 65, mean samples per patient: 2.7 ±0.2 samples per patient. 

 >24 weeks postcessation; n=50; mean samples per patient 2.3 ±0.2 samples per patient. 

Viral RNA extracellularly bound to PBMC (vRex) [1,2,3,4] a parameter documented to be 

associated with ongoing virion production in PBMC, was assessed less frequently due to its 

anticipated lack of expression under cART in previous studies. Thus, 131 PBMC samples 

were analyzed for vRex, 5.5±0.1 (mean±sem) samples per patient: 

 0-24 weeks within cART initiation including baseline; n=56; 2.3±0.1 samples per patient. 

 >24 weeks after cART initiation; n=6; 0.25±0.10 samples per patient. 

 ≤24 weeks postcessation: n= 38; mean samples per patient: 1.6 ±0.1 samples per patient. 

>24 weeks postcessation: n=31; mean samples per patient 1.3 ±0.2 samples per patient. 

S-2. Primers and probes for HIV-1 qPCR 

Patient virus matched variants of the following primers and probes were used for qPCR of 

HIV-1 nucleic acids as listed in detail in Supplement 3. Mf83 [4,5] was used antisense/cDNA 

primer for the quantification of both MsRNA-total and MsRNA-tatrev. MsRNA-total was 

amplified by sense primer mf84 [4]. MsRNA-tatrev was amplified by sense primer mf1b 
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(HXB2 sequence: CTTAGGCATCTCCTATGGCAGGA). For PCR in pol (UsRNA, vDNA, 

vRex), antisense/cDNA primer mf302 and sense primer mf299 were used [5]. 

To minimize complexity and cost of designing and synthesizing a multitude of individually 

matched fluorescent probes, a collection of highly conserved fluorescent probes with 

optimized performance was used [5] . Three probes were used to monitor amplification of 

MsRNA-tatrev, as1 (FAM-AGAAGCGGAGACAGCGAC-TAMRA), ri13 [5] and mf226 [2,5]. 

Four probes were used for MsRNA-total: mf226 [2,5], mf2tq, ri12 and ri14 [5]. Amplification in 

pol was monitored with 4 probes: ri16, mf348, mf304 and mf309 [5]. 

S-3. Primers for and probes for qPCR of cellular targets 

GAPDH-RNA PCR was performed as previously described using primer mf45 for the sense 

strand, antisense/cDNA primer mf46 and, as a probe, mf70tq [6]. 

Beta-actin DNA was quantified using primers mf140 (CTCCCCCATGCCATCCTGCGTCTG) 

and mf141 (CTCGGCCGTGGTGGTGAAGC) and mf143tq (FAM-ACCTGGCTGGCCGGGA-

TAMRA) as a probe. 

S-4 Determination of intercepts and slopes for HIV-1 qPCR 

Intercepts (I) were determined individually for each PCR and patient by determination of the 

mean Ct at or beyond the 50% dilution endpoint (samples showing ≥50% of replicates PCR-

negative) resulting in the following mean (±sem) values for I; MsRNA-total: 43.0(±0.3), 

MsRNA-tatrev: 41.4(±0.3), UsRNA: 42.6(±0.4), vRex: 41.5(±0.53), vDNA: 43.1(±0.4). Since 

HIV-RNAs were often present at low levels, slopes could not be calculated for all patients. 

Therefore, the mean of acceptable slopes (≥3 PCR-positive dilutions before the 50% end-

point; S<-3.0) were used for HIV-1 RNA calculation resulting in the following mean (±sem, n) 

values for S; MsRNA-total: -3.64(±0.04, n=8), MsRNA-tatrev: -3.32(±0.12, n=4), UsRNA: -

3.30(±0.06, n=8), vRex: 3.42(±0.08, n=12). Due to the consistently high copy numbers in 

vDNA standards taken at baseline, slopes were determined individually (mean±sem of all 

slopes=-3.5±0.06). Using a larger dataset of acute patients (n=69) which includes the data 

from the present study was further analyzed to distribution and range of slopes and 

intercepts were further analyzed. In 17 patient-DNAs were monitored with HXB-2 primers 

(wt) and in 57 patients with 1 or 2 non-HXB-2 sequence-adjusted primers (sa). Only a trend 
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in differences in slopes (mean±sem, Swt=-3.40±0.06, Ssa=-3.54±0.04, t-test p=0.07) and no 

difference in intercepts (Iwt= 42.11±0.65, Isa= 42.26 ± 0.26, t-test p=0.81) were observed. 

These results further substantiate the validity of our patient matched approach to qPCR. 
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