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OTC regRNA-targeting ASOs: mechanism of action
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(KRAB) effectors validate that the enhancer is functional. This effect is specific to OTC (data not shown).

Therapeutic goal: OTCD presentation:
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Humanized liver mouse model allows testing of hOTC-targeting ASOs in vivo
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Sefzure risk Nourologic damage, ASO screening identifies lead dose-responsive ASOs
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Left: OTC protein levels were measured at final endpoint, day 22, using capillary-based Western.

RAP Platform™: Programming medicines targeting regRNAs Above: Top Graph- ASO screening of ASOs targeting different positions along the regRNA for their Center: Sgrum ammonia was measured from fresh serum at the indicated day. Data is normalized to the

ability to upregulate OTC mRNA, resulting in multiple hits with >1.5 Fold-change (FC). Bottom graph- matched timepoint PBS control +/- SEM for n=5 mice per group.

— _ . . Optimization of lead ASO chemistry and sequence improves its ability to upregulate OTC mRNA in vitro. Right: Labeled serum urea following a challenge with 15N-NH, was measured by LC-MS/MS.

Map regRNAs Design and test RNA Actuators™  Program new medicines Below: Treatment with an ASO targeting the minus strand regRNA results in upregulation of the target Data is normalized to the matched timepoint PBS. P values are one way ANOVA. * p<0.05, **p<0.01

e ™ _6 OTC regRNA within 2h followed by a later upregulation of OTC mRNA at 12 and 24h. »
All: FC by quantitative or digital PCR relative to a housekeeper gene (HPRT or PPIA, as indicated) and T k fir
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- Upregulation of targeted regRNA precedes OTC mRNA changes
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ASOs targeting OTC regRNAs increase OTC proteir
ammonia levels in humanized liver mouse model: -
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