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Supplementary Figure S1 Down-regulation of CD1d and CD4 are mechanistically 

separable Vpu functions. 

Correlation between reduction of CD1d and CD4 surface expression induced by HIV-1 group 

M Vpu proteins was assessed using linear regression and Spearman correlation. Each symbol 

represents one vpu allele and the average value of at least three experiments.  
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Supplementary Figure S2 CD1d down-regulation by Vpu transmembrane domain 

mutants. 

(a) Amino acid sequences of NL4-3 Vpu and TMD mutants VpuRD and VpuΔTMD; amino 

acid deletions are indicated by dashes, amino acid exchanges by bold letters. (b) 293T cells 

were co-transfected with CD1d and eGFP fusion constructs of the indicated Vpu proteins. At 

24 h post transfection, CD1d surface expression was analyzed using flow cytometry. Average 

values from 3 independent experiments preformed in duplicates (±SD) are shown. Statistical 

significance was assessed using one-way ANOVA with Dunnett’s multiple comparisons test. 

(c) 293T cells were transfected with the indicated eGFP-tagged Vpu proteins. At 24 h post 

transfection, cell lysates were prepared and analyzed by Western Blot using HRP-conjugated 

anti-GFP antibody followed by mouse anti-actin antibody and HRP-conjugated anti-mouse 

IgG. Uncropped full-size blots are shown.  
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Supplementary Figure S3 Analysis of triple-alanine mutants scanning through the 

second α-helix of NL4-3 Vpu. 

(a) Amino acid sequences of NL4-3 Vpu and overlapping triple-alanine mutants scanning 

through the second α-helix; bold letters indicate amino acid exchanges. (b) 293T cells were 

co-transfected with CD1d and the indicated C-terminally HA-tagged NL4-3 Vpu constructs, 

respectively. 24 h post transfection, cells were surface stained with anti-CD1d antibodies, 

permeabilized and stained with anti-HA antibody to detect Vpu-expressing cells. CD1d down-

regulation by wild-type Vpu (VpuWT) was set to 100%. Average values from at least 3 

independent experiments preformed in duplicates (±SD) are shown. Statistical analysis was 

done using GraphPad Prism software and one-way ANOVA with Dunnett’s multiple 

comparisons test. 



 - 5 -

 

 

Supplementary Figure S4 Expression of parental subtype B (WITO.c) and C (ZM247F) 

Vpu proteins and B/C chimeras. 

(a) 293T cells were transfected with the indicated eGFP-tagged Vpu proteins. At 24 h post-

transfection, cell lysates were prepared and analyzed by Western Blot using HRP-conjugated 

anti-GFP and mouse anti-actin antibodies followed by HRP-conjugated anti-mouse IgG. 

Uncropped full-size blots are shown. (b) Vpu expression levels were quantified from the 

Western blot shown in panel A and normalized to actin. 
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Supplementary Figure S5 Expression of WITO Vpu triple-alanine mutants. 

(a) Schematic representation of WITO Vpu triple-alanine mutants; bold letters indicate amino 

acid exchanges. (b) 293T cells were transfected with pCG-IRES-eGFP plasmids encoding the 

indicated AU1-tagged Vpu proteins. At 24 h post transfection, cell lysates were prepared and 

analyzed by Western Blot using goat anti-AU1 and mouse anti-actin antibodies followed by 

HRP-conjugated anti-goat and anti-mouse IgG, respectively. HRP-conjugated anti-GFP 

staining served as transfection control. (c) Uncropped full-size blots with cropped regions 

indicated by red squares.  
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Supplementary Figure S6 

(a) Schematic representation of WITO and ZM247F Vpu  mutants; bold letters indicate amino 

acid exchanges, dashed indicate amino acid deletions. (b) Original uncropped full-size blots 

of Figure 5C; cropped regions are indicated by red squares. 
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Supplementary Figure S7 CD1d down-regulation by Vpu protein pairs isolated during 

acute and chronic phases of infection. 

 (a) Amino acid sequences of acute and chronic Vpu protein pairs 49. Differences between the 

pairs are highlighted in red; the APW motif is highlighted in bold. (b, c) 293T cells were co-

transfected with CD1d or CD4 and the indicated Vpu protein pairs derived from viruses 

isolated during acute and chronic phases of infection. Data are expressed as surface MFIs 

relative to NL4-3 Vpu. Statistical analysis was done using one-way ANOVA with Sidak’s 

multiple comparisons test. Average values from 3 independent experiments performed in 

duplicates (±SD) are shown. 
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Supplementary Table S1 Overview of HIV-1 and SIV vpu alleles analyzed in this study. 

 

 


