
Step 1 
Gel slice containing  
RNA ladder and 
RNA sample stained 
with EtBr. 

Step 2 
Stained gel aligned to 
unstained  gel.   
Specific RNA bands 
cut out. 
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Supplementary Figure 1 



Supplementary Figure 2: in-gel SHAPE reactivity data for TAR 
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Supplementary Figure 5: NMIA reactivities of monomer and dimer RNA 
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Supplementary Figure legends 

Supplementary Figure 1: Schematic representation of sample preparation for in-gel probing. 

See Materials and Methods for experimental details. 

Supplementary Figure 2: Numerical NMIA reactivity data for TAR RNA. 

Supplementary Figure 3: Optimisation of NMIA concentration. SHAPEfinder reactivity traces of 

TAR RNA modified in-gel with DMSO only (green) or with 5 mM or 10 mM NMIA (A and B 

respectively). The overlapping nature of the blue and green traces in A shows that RNA is not 

modified significantly above control levels using 5 mM NMIA. In contrast, 10 mM NMIA shows 

reactivity at two main locations (B).  

Supplementary Figure 4: Optimisation of RNA recovery and use of further SHAPE reagents. A, 

graph showing percentage recovery of RNA from the NMIA modified bands. Retroviral RNAs of 

118, 411, 511, 751 and 851 nt were transcribed, renatured, electrophoresed, in-gel probed with 

10 mM NMIA and electroeluted as described in Materials and Methods, and the percentage 

recovery determined by spectrophotometry. Data points are an average of 3-4 replicates, except 

for 511nt, which was a single replicate. B, bar graph illustrating the percentage recovery of RNA 

as a function of electroelution time. A 511 nt RNA was transcribed, renatured, fractionated, in-

gel probed with 10 mM NMIA as described in Materials and Methods and electroeluted for the 

indicated times. Recovery was determined by spectrophotometry. C, 1M7 reactivities of 

nucleotides in TAR, in-gel probed with 10 mM 1M7 for 3 min at 37°C. Reactivity values are 

colour-coded as indicated by the key.  

Supplementary Figure 5: Numerical NMIA reactivity data for HIV-1 monomer and dimer. 

Supplementary Figure 6: In-gel SHAPE data for monomeric RNA mapped onto the LDI 

structural model. Data are from the experiments illustrated in Figure 5 and Supplementary 

Figure 5. Reactivities are colour-coded as shown in the key.  
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