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CONCLUSIONS

- Nef was associated with a broader repertoire of inducible proviral
integration sites, including sites located in less transcriptionally active
genomic regions.

METHODS

Generation and characterization of C-Lat (Nef,) clones
CEM-A*02 Cells C-Lat Clones
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BACKGROUND

Nef is a crucial HIV-1 accessory protein that enhances viral pathogenesis, in
part through its ability to evade host immunity. While Nef is reported to
modulate T cell signaling events, which may alter cellular activation status, its
contribution to the establishment and maintenance of viral latency remain
unknown. To investigate this, we examined the proviral integration site and
reactivation efficiency of clonal CEM T cell lines latently infected with HIV-1
strains encoding functional or defective Nef sequences (C-Lat). To avoid
potential bias with respect to proviral DNA integration sites, functional Nef was
knocked out in selected C-Lat clones using CRISPR/Cas9 system and
reactivation efficiency was examined in progeny cells.

- Nef contributed to HIV-1 reactivation efficiency following LRA
stimulation. Latent T cell clones lacking Nef displayed lower Gag
expression, suggesting impaired viral late gene expression.

Validate &
characterize

- Nef’s role in viral reactivation and Gag protein production was
confirmed using CRISPR/Cas9-mediated knockout of Nef in latent T cell
clones.

VSV-G HIVy,43AEnv containing:
- Nef:GFP (SF2/M20A WT or G2A mutant)
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RESULTS (PART 1) — Distribution and Characteristics of HIV-1 HIV-1 Reactivation and Gag Protein Production in the Presence vs. Absence of Nef
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Figure 1 — Higher frequency and proportion of unique clones/lineages

in the presence Of WT Nef A total of 95 inducible C-Lat
clones with linked HIV
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