Viral escape from Broadly Neutralizing Antibodies in non-subtype B viruses.
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Figure 3. Schematic of in vitro viral resistance assay.
Virus and bNADb pairing are incubated for 30min. before a
high MOI standing infection of pre-stimulated CD4
enriched ex vivo T cells. Infections are plated and
monitored for replication kinetics by measuring p24 every
3 days. Every 14 days, supernatant is used to infect new
CD4 T cells for infection propagation. New media without

stocks. Consensus sequences of isolated MHRP
viral stocks were first MUSCLE aligned in Genelious
with LANL 2004 subtype consensus alignment. A
maximume-likelihood tree was calculated in MEGA
and rooted on the Con of con. All viruses grouped
with the same viral subtype consensus sequence as

to be used in downstream in vitro resistance assays.
Resistance assays were performed by infecting ex vivo
CD4* cells with chosen donor-derived viral stocks in the
presence of varying susceptible bNAb concentrations.
Cultures were maintained for 56 days with suboptimal
concentrations of bNAbs that were slowly increased to

Figure 4. Time to resistance of MHRP viral panel In
escape assay. Overall time to resistance of antibody-
virus pairings (A) shows most viruses generate
resistance between D28 and D42. When broken down by
bNAb (B), V2 apex antibodies were escaped from at

induce escape. Replication kinetics as well.as genotypic d_etermlneddby tthdeb LANbII_ RIP program. Isolated any bNAD is added to infected cells for virus to grow for earlier tlmepomts, on average, with CD4!33 and optimized
and phenotypic measures of bNAp resistance were  viruses are denoted by a blue square. 24" hours. This cell free/antibody free virus is then bNAbs taking more time for the virus to develop
measured throughout as described in figure 3. measured for  resistance ohenotypically  and resmtanc;e. Of .note IS that C_D4b.s bNAb 1-18 was the
ReSUIts genotypically. only antibody in which certain viruses were unable to
escape.
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Figure 2. Neutralization profiles of isolated MHRP viral stocks. Isolated viral stocks were tested for sensitivity against a panel of 8
bNADbs targeting 4 sites on the virus. IC50s are shown and color-coded according to legend. Breadth was calculated by
determining the percentage of bNAbs that the viral strain was susceptible to (IC50<50 ug/mL). Potency is the geometric mean
of all IC50 values for a given strain.
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