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1. Overview Title TEXT: RNAi Plating for C. elegans Feeding: A Technique to Induce Target dsRNA Expression in E. coli
1.1. In C. elegans, RNAi can be induced by feeding worms bacteria that express double-stranded RNA, or dsRNA, from a recombinant DNA plasmid. 
1.2. To begin, grow tetracycline-resistant HT115 E. coli, transfected with L4440 plasmid, overnight on selection selective LB -agar plates, containing tetracycline [pronunciation: tetracycline] and ampicillin [pronunciation: ampicillin] or its functional analog, carbenicillin [pronunciation: carbenicillin]. 
1.3. In addition to the target DNA, the plasmid also contains a gene for ampicillin resistance. Only bacteria colonies that inherit the plasmid can grow in the presence of these antibiotics. 
1.4. Next, harvest bacteria colonies and expand them in liquid LB medium to the desired concentration. 
1.5. [bookmark: _gjdgxs]To induce dsRNA expression, transfer the bacteria solution onto previously prepared Nematode [pronunciation: nematode] Growth Medium,- or NGM, -agar plates containing IPTG. 
1.6. In this expression system, IPTG mimics lactose to inactivate the lac [pronounced lac, as in lactose] repressor, enabling the expression of T7 RNA polymerase. 
1.7. On the plasmid, target DNA expression is regulated by two convergent T7 promotors. Consequently, sense and antisense sequences are transcribed, leading to the expression of dsRNA.
1.8. [bookmark: _GoBack]Finally, the worm uses the sequence information from the ingested , foreign dsRNA to down-regulate endogenous mRNAs with complementary sequences.
1.9. In this experiment, we will prepare RNAi plates with transgenic E. coli for C. elegans feeding.
2. Protocol Title TEXT: RNAi Bacteria Selection and Preparation of RNAi NGM-Agar Plates

Sources:
· Kolundzic, E., Seelk, S., Tursun, B. Application of RNAi and Heat-shock-induced Transcription Factor Expression to Reprogram Germ Cells to Neurons in C. elegans. J. Vis. Exp. (131), e56889, doi:10.3791/56889 (2018).
· Darryl Conte, Jr.,Lesley T. MacNeil, Albertha J.M. Walhout, and Craig C. Mello. c. Curr Protoc Mol Biol. 2015 Jan 5; 109: 26.3.1–26.330.
· https://en.wikipedia.org/wiki/RNA_interference
· https://en.wikipedia.org/wiki/Isopropyl_%CE%B2-D-1-thiogalactopyranoside
· https://www.biologicscorp.com/blog/iptg-induction-protein-expression/#.XboGrNVMFPY
· http://citeseerx.ist.psu.edu/viewdoc/download?doi=10.1.1.472.5202&rep=rep1&type=pdf




