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RNA-mediated interference (RNAI) is a process by which RNA molecules inhibit gene he Setup: Dual Pronged approach to creating and prepping dsRNA for RNAi feeding & injection comparison
expression via specific degradation of mRNA transcripts. Since its discovery nearly 20 - ~ = = . =1 = = J |

years ago, researchers have utilized this understanding to specifically knock-down genes RNAI Feeding — Bacteria containing the RNAI plasmid is fed to the worms RNAI Injection — The RNAI plasmid will be injected directly into the worm gonad
of interest. In the nematode C. elegans, several RNAI techniques have been developed, and when digested will incorporate into the DNA. causing it to incorporate directly into the DNA
iIncluding injection of double stranded RNA (dsRNA) and feeding of bacteria expressing

dsRNA, yet a systematic study determining the efficacy of the two approaches has not

been conducted to date. In this study, we test the efficacy of the injection and feeding Performed genomic worm extract Performed genomic worm extract

method to knock-down an essential mitotic protein HCP-3, and assess the effectiveness of > > —

this strategy for use in future studies. Knock-down effectiveness will be measured by )

western blot analysis and immunofluorescence, and the phenotypic consequences will be N2 Wi S <
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assayed by embryonic lethality and live-imaging of cell division in mCherry:Histone-H2B & P J N2 Wild-type Worms Vs

GFP:a-tubulin transgenic worms. Currently, HCP-3 RNAI feeding demonstrates that knock-
downs result in 100% embryonic lethality and western blot analysis reveals that HCP-3 has

S

. . . Genomic worm extract i
been depleted to ~5% that of wild-type levels. We are currently in the process of testing the KB+ Ladder KB+ Ladder Genomic worm extract
Injection method and replicating the feeding results.
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T7 TAATACGACTCACTATACGGGCCGTGGGAGTAATCGACAAG
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