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Compound and virus (at a pre-determined titer) were added to HeLa-LTR-beta-Gal cells that had been plated A ) 0,095 AR s G
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RT Inhibition Assay
In a 96-well round bottom plate, 30 mL of test compound was added to wells containing 50 mL of 800 SAR 16, 18, 19, 62, and 63

CilmMol alpha 32P : dGTP solution and 20 mL of diluted enzyme. Following a 30 minute incubation at 37°C,

10 mL of MB-grade fish sperm followed by 150 mL of 10% TCA was added to the wells to precipitate the

samples. Contents were transferred to a filter plate and the plate was then washed with 10% TCA two times. Virus Sterilization Concentration
20 mL of Supermix Scintillation fluid (Wallac) was added to each well and activity was assessed using the
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evaluations, the tissues were washed to remove compound and virus and fresh media was added to the well. +Evaluating efficacy when added to target cells at various v
Following another 24 hours, virus inhibition was evaluated by p24 in the supernatant pH to mimic vaginal environment Conclusions
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CEM-SS cells were infected with HIV-1 and incubated with 6 concentrations of compound. Every three to Inhibition of HIV-1 Cell:Cell Transmission in CD4- Cells. A Aty o ) 560 ans 20 Anay Acty o 53336+ C81n «They pyrimidinediones represent excellent microbicide candidates because of their ability to inibit two early steps in virus
four days the cells were passaged by adding 1 mL of the infected culture with 4 mL of fresh CEM-SS cells. o i replication: entry and RT.
At each passage microscopic observations of syncytium formation and quantitation of cell-free virus by RT oo #0178 congeners, twelve molecules were determined to be highly active inhibitors of HIV-1 (T1 > 100,000)
assay was monitored. Following 10 passages in the presence of compound, the cells were cultured in the 3w N Combination Efficacy in Cell-Based +Of these twelve congeners evaluated, five were defined to have significant micrabicide potential and were evaluated in
same fashion without the addition of test compound. § e e Attachment Inhibition Assay: HE tal,
e . +Of these five, SAR 63 appeared to have the greatest efficacy in preventing virus infection and replication and is considered
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o oo oor o0 o1 0a 1 +The pyrimidinediones may also offer the ability to select a combination of two SAR compounds with differing antiviral
cConcentration taint) properties for development (i.e., high RT inhibition and high entry inhibition activities)




