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Supplementary Tables

Table S1. Description of antibodies used for flow cytometry.

Antigen Fluorochrome Clone Supplier

CD71 BV421 M-A712 BD Biosciences
CD3 V500 SK7 BD Biosciences
CD14 V500 MSE2 BD Biosciences
CD27 BV570 0323 Biolegend
T-bet BV605 4B10 Biolegend
CD38 BV711 HIT2 BD Biosciences
CD19 BC786 SJ25C1 BD Biosciences
CD95 Pe-CF594 DX2 BD Biosciences
CD20 PE-Cy5 DX2 Biolegend
HLA-DR BUV395 G46-6 BD Biosciences




Supplementary Figure legends

Figure S1. Gating strategies. (A) Representative gating strategy to identify CD19"CD20" B-cells,
where these cells were further characterized based on CD95, T-bet and CD27 expression. (B)
Representative gating strategy for the identification of CD19+ B-cells for subsequent bioinformatical
analysis.

Figure S2. Marker expression and UMAP location of FlowSOM clusters. (A) Expression of each
marker on the 16 different FlowSOM clusters. Cluster name and frequency across all samples are
indicated to the left of each histogram row. Pooled cells from all samples are displayed as the reference
sample. Median expression intensity of this pooled sample is displayed as a black line. (B) FlowSOM
clusters 2, 6, 8, 9 and 11, found to distinguish HIV infected from HIV seronegative individuals,
projected on UMAP plots faceted by HIV status groups.

Figure S3. Frequency of T-bet"2" clusters correlate with markers of disease progression and
inflammation. (A) Correlation between cluster 8 (top row) and cluster 9 (bottom row) and IgG1 and
IgG3 plasma concentration in HIV-1 infected individuals (n=15). (B) Correlation between Cluster 8
and IgG1 plasma concentration in HIV-2 infected individuals (n=20). (C) Correlation between Cluster
8 frequency and HIV-2 viral load, CD4%, and plasma concentration of IL-12, IL-18, TNF-a, IFN-y,
CXCL9, and CXCL10 among HIV-2 infected individuals (n=15). Statistically significant correlations
were determined using the Spearman rank correlation test. Cytokine concentration is reported as
normalized protein expression (NPX) levels. Filled circles refer to treatment naive or sub-optimally
ART treated HIV-1, open circles to successfully ART treated HIV-1, filled squares to viremic HIV-2
and open squares to aviremic HIV-2 infected individuals.

Figure S4. HIV-1 and HIV-2 infection induces activation of naive-like B-cells. Frequency of
FlowSOM cluster 3 (left dot plot) and ratio between frequency of FlowSOM cluster 3 and 2 (right dot
plot) from treatment naive or sub-optimally ART treated HIV-1 (Viremic HIV-1, n=8), successfully
ART treated HIV-1 (ART HIV-1, n=7), viremic HIV-2 (Viremic HIV-2, n=8), aviremic HIV-2
(Aviremic HIV-2, n=12) infected individuals and HIV seronegative (seronegative, n=25) individuals.
Nonparametric Kruskal-Wallis test followed by Dunn’s post-hoc test was performed to compare
groups. Medians and IQR are depicted in dot plots.

Figure SS. Slingshot-defined lineage faceted by HIV status group. (A) Pseudotime lineages
projected on UMAP plots faceted by HIV status groups. (B) Jitterplots displaying FlowSOM clusters
along pseudotime for each HIV status group. Samples were obtained from treatment naive or sub-
optimally ART treated HIV-1 (Viremic HIV-1, n=8), successfully ART treated HIV-1 (ART HIV-1,
n=7), viremic HIV-2 (Viremic HIV-2, n=8), aviremic HIV-2 (Aviremic HIV-2, n=12) infected
individuals and HIV seronegative (seronegative, n=25) individuals.
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Figure S1. Gating strategies
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Figure S2. Marker expression on B-cells in FlowSOM clusters.
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Figure S3. Frequency of T-bet"s" clusters correlate with markers of disease progression and
Th1-associated inflammation.
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Figure S4. HIV-1 and HIV-2 infection induces activation of naive-like B-cells.
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Figure S5 Slingshot-defined lineage faceted by HIV status group.
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