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Abstract

The most relevant endpoint in therapeutic HIV vaccination is the assessment of time to viral
rebound or duration of sustained control of low-level viremia upon cART treatment cessa-
tion. Structured treatment interruptions (STI) are however not without risk to the patient and
reliable predictors of viral rebound/control after therapeutic HIV-1 vaccination are urgently
needed to ensure patient safety and guide therapeutic vaccine development. Here, we inte-
grated immunological and virological parameters together with viral rebound dynamics after
STl in a phase | therapeutic vaccine trial of a polyvalent MVA-B vaccine candidate to define
predictors of viral control. Clinical parameters, proviral DNA, host HLA genetics and mea-
sures of humoral and cellular immunity were evaluated. A sieve effect analysis was con-
ducted comparing pre-treatment viral sequences to breakthrough viruses after STI. Our
results show that a reduced proviral HIV-1 DNA at study entry was independently associ-
ated with two virological parameters, delayed HIV-1 RNA rebound (p = 0.029) and lower
peak viremia after treatment cessation (p = 0.019). Reduced peak viremia was also posi-
tively correlated with a decreased number of HLA class | allele associated polymorphisms in
Gag sequences in the rebounding virus population (p = 0.012). Our findings suggest that
proviral DNA levels and the number of HLA-associated Gag polymorphisms may have

an impact on the clinical outcome of STI. Incorporation of these parameters in future thera-
peutic vaccine trials may guide refined immunogen design and help conduct safer STI
approaches.
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Introduction

Effective treatments for human immunodeficiency virus (HIV) infection exist and combina-
tion antiretroviral therapy (cART) has resulted in a dramatic decrease in morbidity and mor-
tality. However, cART poses enormous challenges on global implementation and is not free of
side effects [1][2][3][4]. Since HIV forms latent viral reservoirs from which the virus reacti-
vates and replicates when treatment is interrupted, cART is a non-curative life-long treatment.
Therapeutic vaccination in infected individuals aims to boost adaptive immunity against HIV
and help to maintain viral replication at undetectable or low-levels in the absence of cART.
The safe development of such strategies is complicated by the lack of well-defined parameters
of HIV immune control and the uncertainties regarding most suitable endpoints in clinical
vaccine trials. While results from cross-sectional cohorts of natural HIV infection point to var-
ious immune markers that are associated with viral load, no robust immune parameters have
been identified that could serve as reliable predictors of viral control in patients receiving ther-
apeutic vaccines and interrupting antiretroviral treatment [5][6][7][8].

Past therapeutic vaccine trials have oftentimes included structured treatment interruptions
(STT) to assess the efficacy of tested vaccines and used control of viral rebound and/or preven-
tion of CD4 T-cell decay upon treatment cessation as the primary trial endpoint [9][10][11].
However, STI is not free of risk to the health of infected individuals [12]. Therefore, it is gener-
ally only considered in well-controlled clinical trials that exclude patients with low CD4
counts, limit the duration of treatment cessation and use very stringent immune and virologi-
cal criteria for treatment resumption after vaccine failure. A possibly less harmful approach to
STI may be the so-called “monitored anti-retroviral pause” (MAP) where treatment is re-
started at a pre-set (low) level of viral replication instead of after a pre-defined period off treat-
ment [13]. In either way though, better predictors of viral rebound during MAP/STT are
urgently needed to reduce the risk of conducting unyielding STT and to adjust trial design to
maximize vaccination outcome.

Here, we tested such potential predictors of vaccine outcome in a recently completed thera-
peutic vaccine trial, referred to as RISVACO03. This trial was a double-blinded phase I clinical
trial that assessed the safety and immunogenicity of an MVA-B candidate vaccine given alone
or in combination with disulfiram in chronically infected, cART treated individuals who
underwent STI post-vaccination [14][15][16]. In the present work, we sought to integrate host
and vaccine-induced virological and immune parameters in order to study possible vaccine-
exerted effects on rebounding virus, and to define correlates of viral rebound dynamics after
STIL.

Material and methods

The study was approved by the Ethical Comitee of Hospital Clinic de Barcelona and the trial
was registered at Clinicaltrials.gov number: NCT01571466.

Patients and samples

The RISVACO3 study was a phase I double blinded, placebo-controlled therapeutic vaccine trial
using an MVA vector expressing HIV-1 antigens from clade B (Bx08 gp120 and ITIB gag/pol/
nef) with or without a drug to reactivate latent HIV (disulfiram) in successfully cART-treated,
chronically HIV-positive individuals [14]. Of the 30 volunteers that participated in the study, 28
underwent an STT after completing full vaccination regimens consisting of three MVA-B vacci-
nations given intramuscularly [14]. Cryopreserved peripheral blood mononuclear cells (PBMC),
plasma and serum samples were stored for immunological and virological studies. Two patients
were excluded from the present analysis; one because of consent withdrawal before vaccination
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and a second one who did not interrupt ART after vaccination. The 28 participants consisted of
19 subjects in the vaccine arm and 9 in the placebo arm. Samples from pre-treatment time points
were available from 13 individuals (11 in vaccine arm, 2 in placebo) and were used for plasma
virus sequencing and sieve effect analyses. All individuals had started antiretroviral treatment 6
months or later after infection. High resolution HLA class I typing was performed by DNA
sequence-based typing (SBT) and used for an assessment of escape mutations using described
HLA footprint data and optimally defined CTL epitope lists as described [17] [18] [19].

IFNg ELISPOT assay

PBMC were thawed and rested for 5 hours at 37°C before plating 100,000 live cells per well in
IFN-y ELISPOT 96-well polyvinylidene plates (Millipore). PBMC were stimulated with 42
pools of up to 23 peptides as described [14], discriminating HIV proteins that were, or were
not, covered by the immunogen sequence contained in MVA-B. Briefly, IFN-y ELISPOT
responses were assessed using 15mer overlapping peptides combined into 25 pools covering
the immunogen sequence (Env gp120 n = 6 pools, Gag n = 6, Pol n = 11 and Nef n = 2, referred
to as “IN pools”) as well as the rest of the HIV-1 protein sequences not covered by MVA-B (17
pools: Gag p15n =1 pool, Polint=3,Vifn=2,Vprn=1,Tatn=1,Revn=1; Vpun = 1, Nef
n =1and Env gp4l n =5, “OUT pools”). Un-stimulated cells served as a negative control and
phytohemagglutinin (PHA 1pg/ml) stimulation was used as a positive control. Epitope spe-
cific, HLA-class I restricted CD8+ T cell responses were measured by determining the targeted
optimal epitope based on the subjects HLA class I type, the 15mer reactivity data from previ-
ous Elispot screens and the described list of optimal CTL epitopes at the Los Alamos HIV
Immunology database [17].

Antibody detection

Plasma levels of anti- HIV native Env-specific IgG antibodies were determined by flow cytom-
etry using MOLT cells expressing native functional Env glycoprotein (from isolates HIV-
Inra3 and HIV-1g,;) or lacking Env expression as previously described [20] [21]. IgG binding
Ab were quantified using a PE-F(ab)2 Goat anti-human IgG Fc specific (Jackson Immunore-
search) as secondary antibody and the signal expressed as the mean fluorescence intensity in
the living MOLT cell gate.

Reservoir and residual viremia determinations

Proviral HIV-1 DNA levels in purified CD4" T-cell fractions were determined to assess the
size of the viral reservoir over time. CD4" T-cell lysates were used to measure the housekeep-
ing gene RPP30 and total cell-associated HIV-1 DNA by quantitative droplet digital PCR
(ddPCR, BioRad) in samples drawn before and after vaccination as well as at 2 and 12 weeks
after treatment interruption, respectively [22]. Residual plasma viremia was quantified using
Cobas® Ampliprep/Cobas® TaqgMan® HIV-1 Test v2.0 (Roche), after ultracentrifugation of
up to 14mL of plasma, in samples from visits at 2 and 12 weeks after treatment discontinua-
tion. For the present study, the detection limit was 0.4-0.8 copies/mL.

Sieve analysis

Ultra-deep sequencing of the HIV-1 gag gene was done using Illumina® NexteraXT protocol
and MiSeq platform with 300 bp paired-end sequencing length [23] [24]. Raw sequence

data was processed with Trimmomatic [25] to filter out low quality reads and trim adapter
sequences. Good quality sequences were aligned against the HXB2R reference (genbank ID:
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K03455) using the bwa mem algorithm [26]. Mean depth of coverage of the resulting align-
ments was approximately 15.000. Amino acid variant calling was performed using a codon-
level approach with an in-house pipeline. Amino acid variants were flagged if associated with
HLA footprints specific for the patient’s HLA class I genotype. QuasiRecomb [27] software
was used to obtain nucleotide positional entropy values and to reconstruct full gag haplotype
sequences. Mean entropy values were calculated for Gag epitopes coordinates and the 4 most
predominant haplotypes were used for analysis by MUSCLE multiple alignment with HXB2R
and TN93+G+o nucleotidic distance calculation within the MEGA software [28].

Statistical analysis

Quantitative data for longitudinal determinations were compared by paired Wilcoxon paired
test. Comparisons between vaccinees and placebo recipients were analyzed using Mann-Whit-
ney U test. Correlations were performed using the Spearman rank test. P-values <0.05 were
considered to be statistically significant. GraphPad Prism version 4.0c (San Diego, CA) was
used.

To define host and vaccine-induced virological and immune parameters that predict time
to viral rebound (defined as weeks until there is detectable plasma viral load (>50 copies/mL))
after treatment interruption and the rebounding peak of viral load, we used two adjusted linear
regression models. In both cases we included as independent variables: presence/absence of
protective HLA class I alleles [29], MV A-B vaccination, magnitude of HIV-1 specific T cell
responses, disulfiram administration, viral adaptation at CTL epitopes, pre-cART plasma
VL, CD4+ T-cell counts and levels of proviral HIV-1 DNA. Linear regression models were
adjusted using SPSS software Version 15.0 (SPSS Inc., Chicago, IL), and a p-value of less than
0.05 was considered significant.

Results

Delayed viral rebound in MVA-B vaccinees and increased cellular and
humoral specific HIV immune responses after treatment interruption

The recently reported immunological and virological outcome MVA-B based therapeutic vac-
cination in the trial RISVACO03 demonstrated increased Gag-specific T cell responses in vacci-
nees compared to placebo controls [14]. The data also showed a modest but statistically
significant delay in viral rebound in the vaccinees, particularly in vaccinated individuals not
receiving disulfiram (p = 0.01) [14]. Here, we show that, in contrast to the modest elevation in
magnitude of immune responses seen upon vaccination and reported previously[14] [16],
there was a major increase in breadth and total magnitude of HIV-1 specific T cell responses
after treatment interruption. Total magnitude of HIV-1 responses increased from a median of
1,235 to 4,054 SFC/10° PBMC in placebos (p = 0.0078, Wilcoxon paired test) and median of
1,577 SEC/10° PBMC at STT start to 4,767 SFC/10° PBMC at 12 weeks after STI (p = 0.049,
Wilcoxon paired test, Fig 1A) in vaccinees. The breadth of responses increased as well in both
groups from initially a median of 6.5 pools to 10.5 in the vaccinees (p = 0.1531, Wilcoxon
paired test) and, more pronounced, to 12.5 in placebo (p = 0.0078, Wilcoxon paired test, Fig
1B). Of note, placebo recipients increased their T cell responses targeting the vaccine insert as
well as the rest of the HIV proteome upon treatment interruption (p = 0.0078, p = 0.0234
respectively, Wilcoxon paired test, Fig 1C). In contrast, in vaccinees, responses to targets not
covered by the vaccine insert were boosted (p = 0.0067, Wilcoxon paired test, Fig 1C) while
responses to regions contained in the immunogen sequence did not further expand.
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Fig 1. Increased cellular immune responses to HIV after treatment interruption. Magnitude (A) and breadth (B) of T cell responses to the
entire HIV-1 proteome at start (STI-w0) and after w12 (STI-w12) of structured treatment in interruption (STI) is shown for placebo recipients (white)
and the vaccinated group (grey). Median and interquartile range and p-values (Wilcoxon paired test) are shown. In (C), responses are divided into
responses to regions of HIV that are covered (IN) or are not covered (OUT) by the MVA-B vaccine immunogen sequence.

https://doi.org/10.1371/journal.pone.0184929.9001

Concomitant with the increase in T-cell responses during treatment interruption, the levels
of both, HIVyy 43 and HIVp,; Env-specific IgG increased significantly upon 12 weeks of STI
compared either to baseline (pre-ART initiation) or STI-start. This was the case regardless
whether all subjects were analyzed together (1.2 fold for HIVy,; and 1.44 for HIVyp43, p<
0.0001 for both, data not shown) or stratified by placebo (1.2 fold for HIVg,;, p = 0.0098; 1.3
times for HIV 143, p = 0.0195) or vaccinees (1.3 fold for HIVg,;, p = 0.0015; 1.5 times for
HIVNpa3, p = 0.0004) (Fig 2). Together, these data demonstrate that rebound viral replication
is positively associated with increased T- and B-cell responses to HIV, possibly due to antigen
driven expansion of these cells.

Viral reservoir is replenished after treatment interruption

To determine the effect of therapeutic vaccination on reservoir size and to monitor the extent
of a possible replenishment of the viral reservoir upon STI, proviral HIV-1 DNA levels were
determined in purified CD4" T-cell fractions from 18 individuals (13 vaccines and 5 placebo)
for whom sufficient PBMC material was available. There was no increase of proviral DNA at
week 2 after STI although half of the patients had already experienced a detectable rebound in
plasma viral load (median pVL 456 HIV RNA copies/mL, IQR: 192-1,515; assessed in 14/28
individuals that underwent STI, including 6 placebo and 8 vaccinees p = 0.2114) (Fig 3A).
However, the proviral DNA increased in all of the 18 tested subjects by week 12 after STI with
a median 3.1 fold increase (median 416 HIV DNA copies per million CD4" T-cells to 1,257

p = 0.0004) (Fig 3A). Of note, proviral DNA levels in CD4" T-cells after 12 weeks of STI cor-
related strongly with proviral DNA levels before vaccination (Fig 3B, p = 0.0002, r = 0.79).
Furthermore, plasma viral load measured after 4, 8 and 12 weeks into STI showed a positive
correlation with levels of proviral DNA at 12 weeks of STI (n = 16 at STI-w4 Spearman r =
0.6416 p = 0.0074, n = 12 at STT-w8 Spearman r = 0.7133 p = 0.0092 and n = 8 at STI-w18
Spearman r = 0.9048, p = 0.0020) (Fig 3C). Proviral DNA levels in CD4+ T cells before vacci-
nation were also associated with peak of viral load during viral rebound (n = 18, Spearman

r =0.6615 p = 0.0028) (Fig 3D). Although there was no difference in the increase in proviral
DNA levels between placebo recipients and vaccinated individuals, these data indicate that
rebounding viremia precedes reservoir reseeding. The data also show that pre-vaccination
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Fig 2. Structured treatment interruption (STI) increases levels of Env specific antibodies. Mean flourescence intensity (MFI) of stained
MOLT cells expressing trimeric Env (from isolates HIV-1y 4.3 and HIV-1g, ) or lacking Env expression (uninfected) is show for plasma samples
obtained at the start (STI-w0) or after 12 weeks (STI-w12) into STl in the placebo (white, n = 10) or the vaccinated (grey, n = 15) group. P-values for
Wilcoxon paired test comparing wO-STI values to w12-STI are shown on top of the figure.

https://doi.org/10.1371/journal.pone.0184929.9002

Env Recognition (MFI)

proviral DNA predicts the extent of reseeding of viral reservoir reseeding in CD4" T cells and
peak viremia after treatment interruption.

No evidence for a strong immune selection pressure on rebounding viral
population during STI

To determine whether the vaccine-induced immune response exerted a noticeable selection
pressure on rebounding virus, we conducted a sieve effect analysis on the expanding viral
populations after STI. Deep sequencing of viral gag RNA was performed in plasma samples
obtained pre-cART treatment start (n = 12 individuals (2 placebos, 10 vaccinated subjects with
a total of 29 (5 + 24) sequences) and at 2 or 12 weeks after STI when viremic plasma samples
were available (n = 26 individuals, 8 placebos and 18 vaccinated subjects with a total of 105
(24 +81) sequences). The phylogenetic distance to a reference sequence (HXB2) and entropy
values were determined. The analysis showed no difference of pairwise distances of Gag
sequences to the reference sequence HXB2 between placebo and vaccinated group, neither for
time points before starting any cART or during STI (Fig 4A). Similarly, there were no differ-
ences in the entropy values between placebo recipients and vaccinees and between baseline
sequences (before any cART) and after STI (data not shown). Thus, even though vaccination
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vaccination and after 12 weeks into STI (n = 16). Spearman correlation coefficient and p-value are shown. Linear regression line with 95%
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intervals is represented.

https://doi.org/10.1371/journal.pone.0184929.9003

with MVA-B was immunogenic, these responses did not exert a measurable immune selection
pressure on the rebounding viruses.

To further assess whether the rebounding virus showed signs of successful CTL escape on a
single epitope level, the number of HLA associated immune escape mutations were deter-
mined based on the individual’s HLA class I genotype and compared between samples pre-
cART and after STI. There was no increase in the number of HLA class I allele-specific poly-
morphisms in the Gag sequences of the rebounding virus when compared to samples drawn
pre-cART initiation (Wilcoxon paired test p = 0.3833 for placebo, p = 0.5469 for vaccinated
group) and no differences between placebo and vaccines recipients for either time point
(Mann-Whitney test p = 0.3685 for samples before cART, p = 0.2058 for samples during STT)
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Fig 4. No evidence of immune selection pressure in rebounding virus after therapeutic MVA-B vaccination. (A) Pairwise distances to the
reference sequence HXB2 is shown for samples obtained before ART initiation and after 2—12 weeks of treatment interruption. P-value for Mann
Whitney test between defined groups (placebo and vaccinated) is shown. (B) The number of HLA-associated polymorphisms in Gag is shown for
sequences obtained before cART (n = 3 placebo, n = 12 vaccines) and during viral rebound after STI (n = 7 placebo, n = 19 vaccines). P-value is
shown for Wilcoxon paired test when comparing between pre-cART and STl data and p-value for Mann Whitney test is shown to compare groups.

https://doi.org/10.1371/journal.pone.0184929.9004

(Fig 4B). In fact, 78% of Gag escape polymorphisms (35 out of the 45 detected in 13 subjects
available for analysis) were already present in the viral sequences before starting cART while
only 6.5% of polymorphisms (n = 3) appeared after STI and 15.5% (n = 7) were lost in between
the two time points. In three individuals with available PBMC samples, we were able to relate
the occurrence of mutations in T-cell epitopes with a reduced stimulation of epitope-specific T
cells, but these analyses were too limited to draw broader conclusions (data not shown).

Proviral DNA is associated with time to rebound and peak of viral load
after treatment interruption

To determine whether individual or combinations of the above markers had the power to pre-
dict viral load kinetics and plasma viral load set point (i.e. pVL at STI-w12), we integrated all
data generated from all subjects in a linear regression model that included: presence of protec-
tive HLA class I alleles (B*57, B*27 or B*51), receipt of MV A-B vaccination/placebo, total mag-
nitude of HIV-1 specific T-cell responses, disulfiram administration, number of HLA footprints
in Gag, pre-cART pVL, CD4 cell counts and levels of proviral HIV-1 DNA before STI. The
results show that the only variable that was independently associated with delayed time to
rebound (measured as weeks until there is a detectable plasma viral load) was proviral HIV-1
DNA before any vaccination (p = 0.029) (Table 1). In this model, an increase of 100 copies in
the number of proviral HIV-1 DNA/10° CD4 T cells decreases the time to rebound by a mean
of 2 days. Taking in account the size of our dataset and considering 95% confidence levels, there
was no multivariate model emerging that could predict the time of viral rebound. Nevertheless,
there was a model that predicted peak of viremia after treatment interruption and which
included proviral pre-vaccination HIV-1 DNA (p = 0.019) and the number of HLA-associated
polymorphisms in Gag (p = 0.012) (Table 2). In this model, one additional HLA-associated Gag
escape mutation increases the mean peak VL by 114,290 copies/ml, while an increase of 100
copies of HIV DNA/10° CD4 augment the mean viral load by 55,900 copies/ml.
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Table 1. Regression model for "time to rebound”.

Coeff P-value 95%Cl-lower 95%Cl-upper

Vaccine /placebo arm 1,228 0,103 -0,265 2,721
Disulfiram/ no disulfiram administration -0,075 0,919 -1,579 1,429
HLA protective / non- protective -0,429 0,551 -1,888 1,031
Viral Load pre cART 0,000 0,725 0,000 0,000
CD4 wO-STI -0,001 0,360 -0,003 0,001
Magnitude wO-STI 0,000 0,762 0,000 0,000
(SFC/10® PMBC)

Magnitude w12-STI 0,000 0,572 0,000 0,000
(SFC/10° PMBC)

Proviral DNA before vaccination -0,003 0,029 -0,005 0,000
(HIV DNA copies/10° CD4 cells)

Residual Viremia baseline 0,094 0,650 -0,338 0,526
Number of gag HLA-associated escape mutations -0,926 0,751 -6,887 5,036

Regression model for the dependent variable "time to rebound’ (weeks until detectable plasma viremia) was performed on all the individuals undergoing STI
(n = 28) and including the following covariates: harboring protective HLA alleles (B*27, B¥57 and B*51 (n = 14)), MVA-B vaccination (n = 19), magnitude of
HIV-1 specific T cell responses at STl-start (n = 26) and after 12 weeks into STI (n = 24), disulfiram administration (n = 12), CTL virus adaptation (number of
total Gag polymorphism and number of HLA-associated escape mutations in Gag) (n = 26), pre-HAART pVL (n = 25), CD4 cell counts (n = 28), residual
viremia (n = 18) and levels of proviral HIV-1 DNA at the beginning of the study (n = 18). Coefficients and p-values are shown.

https://doi.org/10.1371/journal.pone.0184929.t001

Discussion

Predictors and immune markers for successful outcome of therapeutic HIV vaccination have
not been defined, partially due to the lack of strong clinical effects of such therapeutic immune
interventions to date. A detailed analysis of the recently completed RISVACO3 trial provided
the opportunity to test some virological and immune parameters that could predict the

Table 2. Univariate and multivariate regression model for " peak of viral load at rebound”.

Univariate model Multivariate model
Coeff P-value |95%Cl-lower |95%Cl-upper | Coeff P-value | 95%ClI-lower | 95%Cl-upper
Vaccine/placebo arm -6902.047 | 0.955 | -258614.004 |244809.91
Disulfiram/ no disulfiram administration 166864.439 | 0.150 |-64263.410 | 397992.29
HLA protective/ non- protective 78599.429 |0.494 |-154381.726 | 311580.58
Viral Load pre cART -0.016 0.955 | -0.594 0.564
CD4 w0-STI -107.151 0.555 |-475.123 260.822
Magnitude wO-STI -0.044 0.998 |-35.594 35.506
Magnitude w12-STI -4.746 0.783 |-40.192 30.700
Proviral DNA before vaccination 551.160 0.033 |51.021 1051.298 558.952 0.019 | 28853.106 199727.531
Residual Viremia baseline 6247.651 0.880 |-80093.639 | 92588.941
Number of gag HLA-associated escape 63348.616 | 0.080 | -8278.874 134976.107 | 114290.319 | 0.012 | 107.529 1010.375
mutations
Time to rebound -45543.989 | 0.142 |-107383.229 | 16295.250

Regression model for the dependent variable "peak of viral load at rebound’ was performed including the following covariates: harboring protective HLA
alleles (B*27, B*¥57 and B*51 (n = 14)), MVA-B vaccination (n = 19), magnitude of HIV-1 specific T cell responses at STl-start (n = 26) and after 12 weeks
into STI (n = 24), disulfiram administration (n = 12), CTL virus adaptation (number of total Gag polymorphism and number of HLA-associated escape
mutations in Gag) (n = 26), pre-HAART pVL (n = 25), CD4 cell counts (n = 28), residual viremia (n = 18) and levels of proviral HIV-1 DNA at the beginning of
the study (n = 18). Coefficients and p-values are shown for a univariate and multivariate model.

https://doi.org/10.1371/journal.pone.0184929.t1002
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clinically modest, but statistically significant delay in viral rebound seen in vaccinees in this
trial. In RISVACO03, all but two individuals who underwent treatment interruption rebounded
plasma viral load and had to restart cART [14]. Neither the vaccine-induced increase in Gag-
specific T cell responses nor CD4+ T-cell counts before treatment interruption were associated
with the time to rebound or levels of peak viral load during STI. We here added markers of
virus-specific T- and B-cell immunity, phylogenetic studies of the viral population pre/post
STT and detailed reservoir determinations to the analysis of viral rebound kinetics.

CTL and B cell responses increased rapidly in breadth and total magnitude during the treat-
ment interruption in both, vaccine and placebo arms, which is likely explained by the resur-
gence of viral antigen driving these responses [9][30][31][32]. Since the vaccine-induced
responses have been shown previously to be of an effector memory phenotype [16] and to
include non-functional CD8+ T cells with elevated PD-1 expansion [15], the T cell responses
expanded by rebounding virus may be pre-existing, previously ineffective T cells, unable to
control viral replication. A failure to expand functionally active and non-exhausted T cells in
the RISVACO3 trial may also explain the failure to observe a significant selection pressure on
the rebounding virus [33][34][35]. However, it is also important to note that CTL epitope
mutations were largely present in samples from pre cART already and that the source of
rebounding virus was already highly adapted viral species. This is in line with viral adaptation
to cellular immune responses during primary infection and reflective of a population treated
during chronic phase of HIV infection [36][37][38][39][40][41][42]. However, sieve effect
analyses in the therapeutic setting may be different from preventive vaccine studies. For
instance, a post-hoc analysis of the STEP vaccine trial [33][43][35] showed that breakthrough
infections in vaccinated individuals harbored viral sequences that had a significantly greater
phylogenetic distance to the vaccine immunogen sequence when compared to viral sequence
in individuals that had received placebo. Similar sieve effect analyses have also been conducted,
among others, in the RV144 and in the therapeutic DC-TRN vaccine trials [11][44][45] and
provide some evidence of vaccine-induced immune selection pressure.

In the present study, half of the patients rebounded plasma viral load rapidly and had
detectable plasma viremia after 2 weeks of STI. However, levels of proviral reservoir did not
show an increase at that point in either the vaccines or the placebo, suggesting that the viral
reservoir, at least in the peripheral blood compartment, has slower kinetics of replenishment
than kinetics of viral load rebound detected in plasma. This may offer a window of opportunity
to prevent complete reseeding of reservoir, at least in individuals treated in chronic stage, if
viral load measurements are conducted with short intervals and cART is resumed immediately
after viral rebound is detected. This argues in favor of monitored antiretroviral pause (MAP)
that reintroduces ART as soon as viral rebound occurs rather than STI strategy when assessing
the efficacy of an HIV therapeutic vaccine [46].

Finally, we analyzed the variables associated with viral rebound at STT week 12 using linear
regression models and identified baseline proviral DNA before vaccination as a predictor of
the time to viral rebound and peak of viral load after treatment interruption. Similar observa-
tions have been made in a study by Li who used a therapeutic rAd5 HIV-1 Gag vaccine [47]
[48] and in studies that assessed the outcome of treatment interruptions in people with acute
HIV infection [49] [50], showing higher levels of HIV DNA levels to be associated with more
rapid viral rebound. However, a meta-analysis of six AIDS Clinical Trials Group STI studies
[51] suggests that additional biological factors participate in a complex relationship that define
the outcome of STI studies. The participation of additional factors aside from reservoir size is
also highlighted by recent clinical examples where in the absence of a targeted immune therapy
and even in the absence of undetectable viral reservoirs, viral rebound can occur [52] [53].
Combinational approaches, including ‘kick and kill’ strategies may thus be necessary for a
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functional cure, where latency reversal agents (LRA), neutralizing antibodies or innate
immune stimulators would be administered in combination with therapeutic T cell vaccines to
boost the host’s antiviral immunity [54]. This is supported by recent data in SIV-infected rhe-
sus monkeys where a therapeutic vaccination together with toll-like receptor 7 (TLR7) stimula-
tion improved virological control and delayed viral rebound following ART discontinuation
[55].

In conclusion, our data provide insights into factors of viral rebound in a therapeutic vac-
cine trial that showed a statistically significant delay in viral rebound kinetics in vaccinated
individuals. Although the data will need to be validated in larger clinical trials, they may fur-
ther our understanding of potential mechanisms of vaccine control and help improve safety of
future clinical trials. Such analyses would further benefit from the inclusion of more immuno-
genic vaccines as the signals of HIV escape seen here may be more pronounced and may offer
the opportunity to identify novel immune correlates of sustained viral control.
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