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HIV reservoir cells actively transcribing HIV persist despite ART, but remain poorly
characterized since standard single cell (sc)RNAseq approaches inefficiently identify
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After cell encapsulation using a 10X Chromium instrument, HIV-specific oligos targeting different regions of the HIV genome (gag, pol, env and tat ) are added
to the poly(dT) primers during the Reverse Transcription (RT) step of the 10X Genomics protocol. Libraries are then prepared according to the 10X Genomics
protocol.
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Cells isolated from ART suppressed PWH, obtained from blood and/or tissues, undergo the 10X pipeline to generate GEX, ADT, and VDI libraries. Subsequently, sequencing is
performed, with GEX libraries being subjected to the 2-step alignment method.

The first step entails performingconventional alignment using human genome appended with a consensus HIV genome. For this, we appended a subtype B consensus to the
human GRCh38 genome. Following this initial alighment, unmapped reads are extracted and re-aligned to 1) the subtype B consensus sequence with reduced stringency, and 1 Ectocervix Panel B. 2D plot showing levels of expression of T resident memory markers CD69 and CD103.
2) autologous viral sequences (from proviral sequencing) at a reduced stringency. The reduced stringency conditions were verified to not result in false positives (identification
of HIV+ cells from people without HIV). Finally, after unique molecular index (UMI) collapsing, HIV reads from both steps are consolidated.

SR The sequence of a shared TCR detected on HIV RNA+ cells from ileum and blood is indicated.
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where they adopt tissue site-specific features.




