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Supplementary Figure 1 Composition of HIVconsv-specific CD4+ T cells determined 

by 5-functional flow analysis in ART+V+V recipients 

(A) Comparison between overall HIVconsv-specific CD4+ T cell response phenotypes at 

enrolment (left pie) and Week 9 post-randomisation (PR-W9, right pie) (each from main 

Figure 1) in the ART+V+V group using SPICE. (B) Comparison of individual responding 

cell subsets analysed by Wilcoxon rank sum test. P values are shown in right-hand column. 

Rows represent pie slices shown in (A). 
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Supplementary Figure 2 Expansion of polyfunctional subpopulations within 

HIVconsv-specific CD4+ T cells following therapeutic vaccination 

Four subpopulations were significantly expanded at PR-W9 relative to the enrolment visit 

(indicated by red text in the table in Supplementary Figure 1). These subpopulations were 

either 3-functional or 4-functional and their frequencies at each study visit are shown. 

Statistical significance was determined by Kruskal-Wallis test with Dunn’s multiple 

comparisons test. *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001.      



 
 

ART+V+V: HIVconsv-specific CD8+ T cell responses 

CD107a CD154 IFN- IL2 TNF- Enrolment vs PR-W9 
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Supplementary Figure 3 Composition of HIVconsv-specific CD8+ T cells determined 

by 5-functional flow analysis in ART+V+V recipients 

(A) Comparison of the overall HIVconsv-specific CD8+ T cell response phenotypes in 

ART+V+V individuals at enrolment (left pie) and 9 weeks post-randomisation (right pie) 

(each from main Figure 2) using SPICE. (B) Comparison of individual responding cell 

subsets (Wilcoxon rank sum test). P values are shown in right-hand column. Rows represent 

pie slices shown in (A). 



 

 

 

 

 

 

 

 

Supplementary Figure 4 Expansion of polyfunctional subpopulations within 

HIVconsv-specific CD8+ T cells following therapeutic vaccination 

Four subpopulations were significantly expanded at PR-W9 relative to the enrolment visit 

(indicated by red text in the table in Supplementary Figure 2). These subpopulations were 

either 3-functional or 4-functional and their frequencies at each study visit are shown. 

Statistical significance was determined by Kruskal-Wallis test with Dunn’s multiple 

comparisons test. *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001. 

  



   

 

Both arms: HIVconsv-specific CD8+ T cell responses at enrolment 
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Supplementary Figure 5 Comparison of HIVconsv-specific CD8+ T cell sub-

populations determined by 5-functional flow analysis at enrolment, stratified by 

subsequent treatment allocation 

(A) Comparison between overall HIVconsv-specific CD8+ T cell response phenotypes in 

ART-only (left pie) vs ART+V+V (right pie) arms at enrolment using SPICE. Permutation 

test: p = 0.575. (B) Comparison of individual responding cell subsets (analysed by Students t-

test). P values are shown in right-hand column. Rows represent pie slices shown in (A).



 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
      
                 
 

Supplementary Figure 6 

Phenotypes of HIVconsv-specific IFN-+CD107a+ CD8+ T cell responses (>10 events): for 

each sub-population, individuals in ART-only (● symbols, n = 8) and ART+V+V  

(● symbols, n = 4) arms were compared at a post-randomisation time-point. Percentage of 

CD8+ IFNγ+ T cells is shown on the y-axis.   
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Supplementary Table 1 Reagent panels for flow cytometry analyses 
 

Detector Filter Marker Fluorochrome Clone Supplier Step 

Infected cell elimination panel 

V525 525/50 (505LP) 
Live 

dead 
Amcyan/V510 NA Invitrogen Viability 

B670 670/30 (655LP) CD4 PerCP Cy5.5 OKT4 Biolegend 

Surface V450 450/50 CD8 BV421 RPA-T8 Biolegend 

R780 780/60 (750LP) CD3 APC “Fire”750 SK7 Biolegend 

B530 530/30 (505LP) P24 FITC KC57 Beckman Intracellular 

Intracellular cytokine staining panel 

V450 450/50 CD107a BV421 H4A3 BD  

V525 525/50(505LP) live dead AMCyan/V510 N/A Invitrogen Stimulation 

R780 780/60 (750LP) CD3 APC "Fire"750 SK7 Biolegend Viability 

G610 610/20 (595LP) CD4 
Pe 

"Dazzle"594 
RPA T4 Biolegend 

Surface B670 670/30 (655LP) CD8 PerCP Cy5.5 RPA T8 Biolegend 

G780 780/60 (750LP) CD154 PeCy7 24-31 Biolegend 

R670 670/30 IFNγ APC B27 BD 

Intracellular G586 586/15 (550LP) IL2 PE 
MQ1-

17HI2 
BD 

B530 530/30 (505LP) TNFα FITC Mab11 BD 

CD8+ T cell Memory / Exhaustion / Transcription Factor Panel 

R780 780/60 (750LP) CD107a APC "Fire"750 H4A3 BD Stimulation 

V525 525/50 (505LP) live dead AMCyan/V510 N/A Invitrogen Viability 

R780 730/45 (710LP) CD3 Alexa700 SK7 Biolegend 

Surface 

B670 670/30 (655LP) CD8 PerCP Cy5.5 RPA T8 Biolegend 

V650 670/30 (655LP) CCR7 BV650 G043H7 Biolegend 

G780 780/60 (750LP) CD45RA PeCy7 HI100 Biolegend 

B530 530/30 (505LP) CD57 BB515 NK-1 BD 

G586 586/15 (550LP) PD1 PE   

V450 450/50 TIGIT BV421 741182 BD  

G610 610/20 (595LP) EOMES PE-eFluor 610 WD1928 eBiosciences Intracellular 

V785 780/60 (750LP) T-bet BV785 4B10 Biolegend  

R670 670/30 IFNγ APC B27 BD  

 


