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1. Title: “Selective 2′-Hydroxyl Acylation analyzed by Primer Extension (SHAPE): A Method to Study RNA structure” 

1.1 [bookmark: _Hlk7072377]Start by heating and cooling RNA of interest, allowing the RNA to fold, forming base pairs and adopting its biologically relevant secondary structure. 
1.2 Next, modify the RNA by adding NAI [pronunciation: N-A-I] reagent.  
1.3 [bookmark: _Hlk7099979]NAI preferentially reacts with the 2′-hydroxyl [pronunciation: two prime hydroxyl] group of nucleotides [pronunciation: nucleotides] that are not participating in base pairing interactions. Therefore, only nucleotides in regions of the RNA which are single-stranded will be modified.
1.4 Precipitate and purify the modified RNA with ethanol.
1.5 To analyze the RNA, conduct reverse transcription, adding labeled primers, along with deoxynucleotides [pronunciation (singular version)] and reverse transcriptase [pronunciation: transcriptase]. 
1.6 During the reverse transcription reaction, the primers anneal to the RNA and are extended to produce cDNA [pronunciation: c-D-N-A]. Importantly, extension reactions will terminate when reverse transcriptase encounters an NAI-modified nucleotide.  
1.7 Purify the cDNAs produced by adding base to degrade the RNA, then precipitate the remaining cDNA with ethanol. 
1.8 Finally, separate the cDNA fragments in a polyacrylamide [pronunciation: polyacrylamide] sequencing gel. Banding patterns will distinguish single-stranded regions in the RNA of interest from those involved in base pairing interactions. 
1.9 In this example, we will use the SHAPE [pronunciation: shape] assay to investigate structural changes in a pre-mRNA [pronunciation: pre-M-R-N-A]  in the presence of an experimental drug. 

2. Title: “Structural Changes in a pre-mRNA Following Drug Treatment” 
