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            Abstract
Short interfering RNAs (siRNAs) that mediate specific gene silencing through RNA interference (RNAi) are widely used to study gene function and are also being developed for therapeutic applications1. Many nucleic acids, including double- (dsRNA)2 and single-stranded RNA (ssRNA)3,4,5, can stimulate innate cytokine responses in mammals. Despite this, few studies have questioned whether siRNA may have a similar effect on the immune system6,7. This could significantly influence the in vivo application of siRNA owing to off-target effects and toxicities associated with immune stimulation. Here we report that synthetic siRNAs formulated in nonviral delivery vehicles can be potent inducers of interferons and inflammatory cytokines both in vivo in mice and in vitro in human blood. The immunostimulatory activity of formulated siRNAs and the associated toxicities are dependent on the nucleotide sequence. We have identified putative immunostimulatory motifs that have allowed the design of siRNAs that can mediate RNAi but induce minimal immune activation.
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                    Figure 1: Sequence-dependent induction of cytokines by encapsulated siRNA in mice.[image: ]


Figure 2: Formulated siRNAs induce cytokine responses from human PBMCs in vitro.[image: ]


Figure 3: Immunostimulatory activity of siRNA is regulated by distinct sequence motifs.[image: ]


Figure 4: siRNAs can be designed that are active in mediating RNAi and have minimal capacity to activate cytokine responses.[image: ]
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