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Figure S1. CVA21-3'miRT iRNA specific infectivity is temperature-sensitive and is improved 

with in vitro polyadenylation. (A) Infectious virus recovery time course in H1-HeLa cells at 32 

°C. Cells were transfected with 1 µg of in vitro-derived RNA encoding CVA21 or CVA21-3’miRT 

genomes. Samples were collected at various times post transfection and infectious virus titrated. 

The experiment was run in quadruplicate and the data is represented as mean viral titers +/- 

standard error. (B) H1-HeLa cells were transfected with 1 µg of in vitro-derived RNA encoding 

CVA21, CVA21-3’miRT, or polyadenylated CVA21-3’miRT (pA). Recovered viruses were 

passaged twice in H1-HeLa cells and the cleared stocks titrated. The experiment was run in 

duplicate and that data are represented as mean viral titer +/- standard deviation. 
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Figure S2. Predicted secondary RNA structures of microRNA-detargeted CVA21 NCRs. 

Predicted pseudoknot interactions are depicted by lines. Predictions of structures of the regions 

spanning domain VI and the downstream spacer in the 5’ NCR for CVA21 (A), R-CVA21 (B), D-

CVA21 (C), or the 3’ NCR of CVA21-TR (D). 
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Figure S3. In vitro characterization of microRNA-detargeting efficacy in differentiated primary 

human skeletal muscle cells. Primary human skeletal muscle cells were incubated in differentiation 

media for 96 hrs. Differentiated cells were infected with unmodified or miRT-CVA21 at an MOI 

of 1. Cell viability was measured at 48 hrs post infection. This experiment was repeated in triplicate 

and the data are represented as mean cell viability +/- standard deviations. *p < 0.05 compared to 

CVA21 infection was considered significant. 
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Table S1. Nonparametric Steel multiple comparisons with mock infection controls statistical 

analysis of microRNA targeting efficiency of samples described in Fig. 3A. 
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