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Supplementary Figure 1: SIV Gag-specific and Env-specific cellular responses at weeks 50 and 

62 post-infection. SIV Gag-specific cellular immune responses at week 50 (A) and 62 (B) post-

infection and SIV Env-specific cellular immune responses at week 50 (C,E) and 62 (D,F) post-infection 

as measured by IFNg ELISpot assays following stimulation of PBMCs with the Gag, Env1, and Env2 

peptide subpools. Statistical significance determined by Mann-Whitney U test. Red lines indicate 

median values. SFC (spot forming cells).   
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Supplementary Figure 2: Intracellular cytokine staining gating strategy. Representative gating 

strategy for the multiparameter flow cytometric intracellular cytokine secretion (ICS) assay used in this 

study.  
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Supplementary Figure 3: Gag-specific cellular responses between the Ad26/MVA and Ad26/MVA 

+ Env groups assessed by intracellular cytokine staining. (A-D) Gag-specific IFNg-secreting CD4+ 

Tcm (A), CD4+ Tem (B), CD8+ Tcm (C), and CD8+ Tem (D) populations from PBMC sampled at week 

62 post-infection in the Ad26/MVA and Ad26/MVA + Env treatment groups. Statistical significance 

determined from Mann-Whitney U tests. * < 0.05, ** < 0.01, *** < 0.001, **** <0.0001. 
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Supplementary Figure 4: SIV-specific TNFa secretion following stimulation with SIVmac251 

antigens. (A-B) SIV-specific TNFa secretion in CD4+ central (A) and effector (B) memory T cell subsets 

across sham and all treatment groups. (C-D) SIV-specific TNFa secretion in CD8+ central (C) and 

effector (D) memory T cell subsets. Measurements were taken from peripheral blood mononuclear cells 

(PBMCs) sampled at week 62 post-infection. Red lines indicate median values.  
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Supplementary Figure 5: Flow cytometric gating strategy to assess T cell activation following 

vesatolimod administration. Representative gating strategy for determining T cell activation via CD69 

surface expression at weeks 50 and 62 post-infection.  
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Supplementary Figure 6: Flow cytometric gating strategy to assess NK cell activation following 

vesatolimod administration. Representative gating strategy for determining NK cell activation via 

CD69 surface expression of CD69 in CD56+ and CD16+ subsets at weeks 50 and 62 post-infection.  
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Supplementary Figure 7: Cellular activation following vesatolimod administration at Week 62. 

(A-H) T and NK cell activation in both sham and vaccinated groups as measured by increase in cell 

surface CD69+ expression one day following vesatolimod administration at week 62 post-infection in 

CD4+ T cells (A), CD8+ T cells (B), CD56+ NK Cells (C), and CD16+ CD56- NK Cells (D). Statistical 

significance determined from two-way ANOVA with Bonferroni correction for multiple comparisons. * < 

0.05, ** < 0.01, *** < 0.001, **** <0.0001. Red lines indicate median values.  
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Supplementary Figure 8: Elevation of serum cytokine levels following vesatolimod 

administration.  (A-F) Longitudinal serum cytokine levels (in pg/ml sera) in animals from all study 

groups from all vesatolimod administrations across the entire ten dose regimen (weeks 50-70). 
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Supplementary Figure 9: Non-elevated serum cytokine levels following vesatolimod 

administration. (A-I) Longitudinal serum cytokine levels (in pg/ml sera) in animals from all study groups 

from all vesatolimod administrations that showed no change in serum concentration after the full ten 

dose regimen (weeks 50-70).  
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Supplementary Figure 10: Intact reservoir in virologic controllers versus non-controllers. Intact 

proviruses per million cells measured in CD4+ T cells enriched from PBMC sampled directly prior to 

ART interruption (ATI), i.e. week 72 post-infection, in animals exhibiting virologic control after 198 days 

post- ATI versus non-controllers. Intact proviruses were measured by the SIV IPDA. Data shown as a 

box and whisker plot displaying the max and min values, median, and quartiles. Statistical significance 

determined by a non-parametric Mann-Whitney U Test.  

 

 

 

Contro
lle

r

Non-c
ontro

lle
r

0

50

100

150

In
ta

ct
 P

ro
vi

ru
s 

/ 1
06  

C
D

4 
T 

C
el

ls ns



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Supplementary Figure 11: Gag/Env Specific CD8 T cell immune responses and CD8+ T cell 

correlates of virologic control. (A-B) Gag-specific (A) and Env-specific (B) responses measured by 

intracellular cytokine staining as IFNg-secreting CD8+ T cells following peptide stimulation in virologic 

controllers versus non-controllers. (C-F) Statistically significant Spearman correlations between IFNg-

secreting CD8+ central memory Gag and Env1-specific T cells (C-D) and IFNg-secreting CD8+ effector 

memory Gag and Env1-specific T cells (E-F) and viral load at Day 198 post-ART interruption. Spearman 

r and P value are shown above all correlation plots and all correlation plots show a best fit line. Red 

lines denote median values.   
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Supplementary Figure 12: Correlative analysis of immune correlates of virologic control 

following antiretroviral therapy interruption. Correlogram displaying Spearman correlations 

calculated between the immune parameters measured across the study. Positive and negative 

correlations are indicated via red and blue circles, respectively, with the area of the circle and shade of 

the color corresponding to the strength of the correlation. Stars are displayed on statistically significant 

correlations with p values adjusted via Benjamini-Hochberg false discovery rate correction. * < 0.05, ** 

< 0.01, *** < 0.001.  
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Log Viral Load (D198)
Intact Proviruses per million wk72

IFN CD4+ Tem Env 1
IFN CD4+ Tem Env 2

Pol Breadth Week 62
IFN CD8+ Tem Pol 2

Pol Breadth Week 50
ELISpot Week 62 Pol 2

ELISpot Week 50 Pol 2
IFN CD8+ Tcm Pol 2

IFN CD8+ Tcm Env 2
IFN CD8+ Tem Env 2
ELISpot Week 50 Env 2

ELISpot Week 62 Env 2
IgG Titer Week 72

IgG Titer Week 50
IgG Titer Week 62

Env Breadth Week 50
IFN CD4+ Tcm Env 1

Env Breadth Week 62
Total breadth Week 62

ELISpot Week 62 Pol 1
IFN CD8+ Tcm Pol 1

IFN CD8+ Tem Pol 1
IFN CD4+ Tcm Pol 1

IFN CD8+ Tcm Env 1
IFN CD8+ Tem Env 1

IFN CD8+ Tcm Gag
IFN CD8+ Tem Gag
ELISpot Week 50 Gag
ELISpot Week 50 Env 1

ELISpot Week 62 Env 1
ELISpot Week 62 Gag

Gag Breadth Week 62
ELISpot Week 50 Pol 1

Gag Breadth Week 50
Total breadth Week 50

IFN CD4+ Tcm Env 2
IFN CD4+ Tcm Gag

IFN CD4+ Tcm Pol 2
IFN CD4+ Tem Gag

CD69+ CD8+ T cells Week 50
CD69+ CD8+ T cells Week 62

CD69+ CD4+  T cells Week 50
CD69+ CD4+  T cells Week 62

IFN CD4+ Tem Pol 1


