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Supplementary Figure S1. RNA-EMSA using **P-labeled RNA aptamers and purified
human RIG-I protein. The number of cycle indicates round of SELEX. Arrowhead indicates

aptamer-R1G-1 complex. Asterisk, free aptamer.
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Supplementary Figure S2. The binding affinity (Kd) of AP-treated CL9 aptamer to full-

length RIG-I measured by filter assay.
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Supplementary Figure S3. HepG2 cells were transfected with siCon or siMDA5 for 36

hours, and then stimulated with Polyl:C for 6 hours.
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Supplementary Figure S4. To control the length of polyl:C, polyl:C was digested with
RNaselll for 1, 15, 30, and 60 minutes at 37°C and separated on a 0.8% agarose gel with

EtBr staining.
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Supplementary Figure S5. Predicted secondary structure of CL9. CL9 specific sequence

were used for prediction of CL9 by M-fold (1).
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Supplementary Figure S6. Kinetics of NDV-GFP and VSV-GFP replication. (A) HepG2
cells were infected with NDV-GFP virus for 3 hours, medium was changed, and cells were
cultured for an additional 9 or 21 hours before RNA and protein analyses. (B) Similar to (A),

except HepG2 cells were infected with VSV-GFP for indicated times.
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Supplementary Figure S7. In vitro transcribed CL9 by T7 Polymerase was separated on a

12% Urea-PAGE with EtBr staining, and size of it was compared with sSRNA marker.



EXPERIMENTAL PROCEDURES
Binding affinity assays

We determined RNA—protein equilibrium dissociation constants (Kd’s) by the
nitrocellulose-filter binding method as described (2). For all binding assays, RNAs were
dephosphorylated using alkaline phosphatase(New England Biolab), and 5’-end labeled using
T4 polynucleotide kinase (New England Biolabs, Beverly, MA) and y**PATP (Amersham
Pharmacia Biotech, Piscataway,NJ) as described (3). Before binding assay, heat aptamer at
95°C 3min, and then slowly ramp to 37°C at 0.1°C /sec in buffer (40 mM HEPES/pH 7.5,
120 mM NaCl, 5 mM KCI, 5 mM MgCl,, 0.002% tween-20) for aptamer refolding. Direct
binding assays were carried out by incubating **P-labeled RNA at a concentration of less than
10 pM and protein at concentrations ranging from 1 mM to 10 fM in selection buffer at 37°C.
The fraction of RNA bound was quantified with a Phosphorlimager (Fuji FLA-5100 Image
Analyzer, Tokyo, Japan). Raw binding data were corrected for nonspecific background
binding of radiolabeled RNA to the nitrocellulose filter as described (2) and reported as the
mean + standard error of the mean (SEM) of three experiments.

In Figure 1C & Supplementary Figure S1, binding mixture of *2P-labeled aptamer(1 X 10°
CPMA), 3 ug of yeast tRNA, and100 nM of RIG-I protein was separated in 4% PAGE
containing 1.33% Glycerol. To detection radioactivity of aptamer, it was exposed on X-ray
film (Fujifilm).

Size control of Polyl:C
To obtain the short form of polyl:C, 1 U of RNaselll (Takara) was incubated with 10 pg of
polyl:C at 37°C for 1 hour, and fragmented polyl:C was precipitated using phenol/ethanol

precipitation (4).
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