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Supplementary Figure S1 (next page), related to Figure 1 

miR-122 and the conserved miR-122 target site 5B.2 in 106 selected HCV NS5B sequences 

(Fricke et al. 2015). The miR-122 sequence with the seed sequence (nts 2 – 8) and the 

supplementary binding region (nts 14 – 20) are marked in red. Gaps were introduced to align 

seed target sequences. HCV genotype and NCBI nucleotide database accession numbers are 

given on the left, nucleotide numbers are shown for each isolate. The miR-122 seed target site 

(A)CACUCC is 100 % conserved in 99 of 106 isolates, the supplementary binding site is 

conserved in all isolates. Below the sequences, the histogram shows the conservation of each 

residue.  





Supplementary Figure S2 (next page), related to Figure 1 

miR-122 and the conserved miR-122 target site 5B.3 in 106 selected HCV NS5B sequences 

(Fricke et al. 2015). The miR-122 seed sequence (nts 2 – 7) is marked in light red. 

Nucleotides of the supplementary binding region (involving nucleotides 14 – 20) are marked 

in light red, dark red or orange, respectively, as the corresponding HCV target sequences. 

HCV genotype and NCBI nucleotide database accession numbers are given on the left, 

nucleotide numbers are shown for each isolate. Both the miR-122 seed target site and the 

supplementary binding site are conserved in all isolates. Below the sequences, the histogram 

shows the conservation of each residue. 





Supplementary Figure S3 (next page), related to Figure 1 and Supplementary Figure S1 

Sequences with miR-122 site 5B.2. Nucleotide sequences were aligned according to amino 

acid sequences. Amino acids have been colored individually. Nucleotides are individually 

colored if more than 50 % conserved. Please note that the miR-122 seed target sequence is 

shifted by 2 nucleotides in some isolates (compare Supplementary Figure S1). The histogram 

shows the fraction of nucleotides actually used at each position relative to the number of 

nucleotides allowed by codon usage.  





Supplementary Figure S4 (next page), related to Figure 1 and Supplementary Figure S2 

Sequences with miR-122 site 5B.3. Nucleotide sequences were aligned according to amino 

acid sequences. Nucleotides are colored individually when more than 50 % conserved. Amino 

acids are colored individually. The histogram shows the fraction of nucleotides actually used 

at each position relative to the number of nucleotides allowed by codon usage.  





Supplementary Figure S5 (next page), related to Figure 1 

miR-122 and the conserved miR-122 target site S3 in 93 selected HCV NS5B sequences 

(Fricke et al. 2015). The miR-122 sequence with the seed sequence (nts 2 – 8) and the 

supplementary binding region (nts 17 – 20) are marked in red. Gaps were introduced to align 

seed target sequences. HCV genotype and NCBI nucleotide database accession numbers are 

given on the left, nucleotide numbers are shown for each isolate. The miR-122 seed target site 

(A)CACUCC is 100 % conserved in 85 of 94 isolates, the supplementary binding site is 

conserved in 92/94 isolates. Below the sequences, the histogram shows the conservation of 

each residue. 



CUCCUCCCCAACCGAUGAAGGUUGGGGUAA-----ACACUCCGGCCUCUUAGGCC
CUCCUCCCCAACCGAUGAAGGUUGGGGUAA-----ACACUCCGGCCUCUUAGGCC
CUACUCCCCAACCGAUGAACGGGGAGCUAA-----ACACUCCAGGCCAAUAGGCC
CUGCUCCCCAACCGGUGAACGGGGAGCUAA-----ACACUCCGGCCCACUAGGCC
CUCCUUCCCAACCGAUAGACGGUUGGGCAA-----CCACUCCAGGCCUUUAGGCC
CUCCUUCCCAACCGGUAGACGGUUGGGCAA-----CCACUCCAGGCCUUUAGGCC
CUGCUCCCCAACCGAUAGGUGGGGAGCUAA-----ACACUCCAGCCUCAUAGGCU
UUGCUCCCCAACCGAUAGGUGGGGAGUUAA-----ACACUCCAGCCUCAUAGGCU
CUGCUCCCCAAUCGAUGAUUGGGGAGCUAA-----ACACUCCGGCCCUUUAGGCC
CUGCUCCCCAAUCGAUGAUUGGGGAGCUAA-----ACACUCCGGCCCUUUAGGCC
UUGCUCCCCAACCGAUGAAGGGGAGCAUAA-----CCACUCCGGCCUCUUAGGCC
CUACUCCCCGCUCGGUAGAGCGGCACACAUUAGCUACACUCCAU-----AGCUAA
CUACUCCCCGCUCGGUAGAGCGGCACACACUAGGUACACUCCAU-----AGCUAA
UUACUCCCCGCUCGGUAGAGCGGCAAACCCUAGCUACACUCCAU-----AGCUAG
UUACUCCCCGCUCGGUAGAGCGGCAAACCCUAGCUACACUCCAU-----AGCUAG
CUACUCCCCGCUCGGUAGAGCGGCACAU-UUAGCUACACUCCAU-----AGCUAA
CUACUCCCCGCUCGGUAGAGCGGC-----------ACACACU-------AGCUAC
UUACUCCCCGCUCGGUAGAGCGGCACACAUUAGCUACACUCCAU-----AGCUAA
UUACUCCCCGCUCGGUAGAGCGGCACACCUUAGCUACACUCCAU-----AGCUAA
UUGCUCCCCGCCCGAUAAACGGGCGGCCUUAAGCAACACUCCAU-----UUCCGC
UUUCUCCCCCCCCGAUAAACGGGCGGCCUCAAGCAACACUCCAU-----UUGCCC
UUACUCCCCGCUCGAUAGAGCGGCACAC-UUAGCUACACUCCAU-----AGCUAA
UUACUCCCCGCUCGGUAGAGCGGCACACCUUAGCUACACUCCAU-----AGCUAA
UUACUCCCCGCCCGAUAGAGCGGCACACUAUAGCUACACUCCAU-----AGCUAA
UUACUCCCCGCUCGGUAGAGCGGCACAACCUAGCUACACUCCAU-----AGCUAA
UUACUCCCCGCUCGGUAGAGCGGC-----------ACACACU-------AGCCUA
UUACUCCCCGCUCGGUAGAGCGGCACACCUUAGCUACACUCCAU-----AGCUAA
CUCCUGCCAGCACGAUAAGCGGGUAGGAUA-----ACACUCCAUUCCUUUUCCCU
CUCCUGCCAGCACGAUGAGCUGGUAGGAUA-----ACACUCCAUUUGUUUUUUAU
CUCCUACCUGCUCGGUGAGCUGGUAGGUUA-----ACACCCCAACCCUGUGUUUU
UUGCUGCCUGCUCGGUAG----GCGGC-UA-----ACACUCCGACCUUAGGGUCC
CUCCUGCCAGCUCGGUGAGCUGGUA-AGUUA----ACACCCC-A-----------
UUGCUCCCCGCUCGGUAGACGGGCGGCCU-UAGCAACACUCCAUCGUUCUUUUUU
UUGCUGCCUGCUCGGUAG----GCGGC-UA-----ACACUCCGACCUUAGGGUCC
UUACUACCGGCCGAUUAGGCUGGUAGGAUA-----ACACUCCAUUCCUUU-----
UUGCUCCCCGCUCGGUAGACGGGCGGCCU-UAGCAACACUCCAUCGUUCUUUUUU
CUGUUACCAGCCCGAUAGGCUGGUAAC-UA-----ACACUCCAUUUUUAACUUAU
CUGUUACCAGCUCGAUAGGCUGGUAAU-UU-----ACACUCCAUAUUCUGUUUUU
CUGCUGCCUGCUCGGUAG----GCAGCUUA-----ACACUCCGACCUUAGGGUCC
CUGCUGCCUGCUCGGUAG----GCAGCUUA-----ACACUCCGACCUUAGGGUCC
UUACUCCCCGCCCGGUAG-----GGGU--A-----ACACUCCGACCUUAGGGUCA
CUGCUGCCCGCCCGGUAG----GCGGGU-A-----ACACUCCGACCUUAGGGUCA
CUGCUGCCUGCUCGAUAG----GCAGCUUA-----ACACUCCGACCUUAGGGUCC
CUGCUGCCCGCUCGGUAG----GCAGCUUA-----ACACUCCGACCUUAGGGUCC
CUGCUGCCUGCCCGAUAG----GCAGGCUA-----ACACUCCGACCUUAGGGUCA
CUGCUGCCUGCUCGAUAG----GCAGCUUA-----ACACUCAGACCCUAGGGUC-
UUGCUGCCUGCUCGAUAG----GCAGCUUA-----ACACUCCGACCUUAGGGUCA
UUGCUGCCUGCUCGAUAG----GCAGCUUA-----ACACU---------------
CUGCUGCCUGCUCGAUAG----GCAGCUCA-----ACACUCAGACCCUAGGGUC-
CUGCUGCCUGCUCGAUAG----GCAGCUUA-----ACACUCCGACCUUAGGCUC-
UUGCUGCCUGCUCGCUAG----GCAGCUUA-----ACACAAAGACCCUAGGGUC-
UUGCUGCCUGCUCGGUAG----GCAGCUUA-----ACACUCCGACCUUAGGGUCC
CUGCUGCCUGCUCGAUAG----GCA-GCUUA----ACACUCC-------------
UUGCUGCCUGCCCGAUAG----GCAGCUUA-----ACACUCCGACCUUAGGGUCC
CUGCUGCCUGCACGGUAG----GCAGCUUA-----ACACUCCGACCUUAGGGUCC
UUGCUGCCUGCUCGGUAG----GCA-GCUUA----ACACUCCGA-----------
UUGCUGCCUGCUCGGUAG----GCGGC-UA-----ACACUCCGACCUUAGGGUCC
CUGCUGCCUGCUCGGUAG----GCAGC-CA-----ACACUCCGACCUUAGGGUCU
CUGCUUCCCGCUCGGUAG----GCAGGUUA-----ACACUCCGACCUUAGGGUCC
CUGCUGCCUGCUCGGUAG----GCAGUAUA-----ACACUCCGGCCUUAGGCCCU
CUGCUGCCUGCUCGGUAG----GCAGCUUA-----ACACUCCGACCCUAGGGUC-
UUGCUGCCUGCUCGGUAG----GCAGCU-A-----ACACUCAGACCCUAGGGUC-
UUACUCCCCGCUCGGUGAGCUGGGA-GCUAA----ACACUCC-------------
UUACUCCCUGCUCGGUAAGCUGGGAGCUAA-----ACACUCCAUAACUCCUGUUU
UUACUCCCCGCUCGGUAGACGAGCGGCCCUAAACAACACUCCAU-----AACAUU
UUACUCCCCGCUCGGUAGACGAGCGGCCCUAAACAACACUCCAU-----AACAUU
UUACUUCCCGCUCGAUAGACGGGGAGCAUAAAGCUACACUCCAU-----UAGGCU
UUGCUCCCUGCUCGGUAAGCGGGGAGCUUAAAGCAACACUCCAU-----UAGUUU
CUUCUUCCCGCUCGGUAAGCGGGAAGCCCAAAGCUACACUCCAU-----UAAUGU
CUUCUUCCCGCUCGGUAAGGGGGAAGCCUAAAGCUACACUCCAU-----UAAUGC
CUGCUUCCUGCUCGAUAGACAGGGGGCAUAAA-UAACACUCCAU-----UUUCAU
CUGCUUCCUGCUCGAUAGACAGGGAGCAUAAA-UAACACUCCAU-----UUUUGG
CUGCUCCCAGCCCGGUAGGCUGAGAGCUAAACACUACACUCCGU-----UUUUUU
UUGCUCCCAGCUCGGUAGGCUGAGAGCUUA-----ACACUCCAAACAUCUGUUUU
UUGCUCCCAGCUCGAUAGGCUGAGAGCUUA-----ACACUCCAAACAUCUACUGU
CUGCUCCCAGCCCGGUAGGCUGAGAGCCCC-----ACACUCCACACAAUUUUGCC
CUGCUCCCAGCCCGGUAGGCUGAGAGCCCC-----ACACUCCACACAGUUUUUUU
UUGCUGCCUACCCGAUAG----GCAGCUUA-----ACACUCCGACCUUAGGGUCC
UUACUACCCGCUCGGUAGACGGGUAGCUUA-----ACACUCCAUUUCUGUUUUUU
UUGCUCCCUGCUCGAUAGGCAGGCAGCAUA-----ACACUCCAUUUCCAUAACUU
CUGCUCCCUGCCCGGUAGGCAGGGAGCAUA-----ACACUCCAUUUCCAUAACUU
CUACUCCCUGCUCGGUAGACAGGGGGCUUA-----ACACUCCACUUCCAUAGGUU
CUGCUCCCUGCUCGGUAGACAGGGGGCUUA-----ACACUCCACUUCCAUAGUUU
CUGCUCCCCGCCCGAUAGGCGGGGAGCCUA-----ACACUCCAUAUCUAUAGUUU
UUGCUUCCCGCUCGGUAGGCGGGAGGCCCAUAGCAACACUCCAU-----UUCCGC
UUGCUUCCCGCCCGGUAGGCGGGGGGCCCAUAGCAACACUCCAU-----UAGCUU
UUGCUUCCCGCUCGGUAGACGGGAAGCCCACUGCUACACUCCAU-----UAACUG
UUGCUCCCUGCUCGGUAGGCAGGGGGCCUAAAGCUACGCUCCAU-----UAGCUU
CUGCUCCCUGCCCGAUAGGCGGGGAGGAGAAA-UAACACUCCAC-----UUUUUU
UUGCUCCCUAACCGGUGA-GCAAGAAACUAAGGCAACACUCCAC-----UGUUUU
CUGCUCCCCGCUCGAUAAGCGAGGAGCCUAACGCAACACUCCAA-----UGAUUU
CUGCUUCCCGCUCGGUAAGCGGGAAGCCUAAAGCAACACUCCAA-----UAAUUC
CUGCUUCCAGCCCGAUAGGCUGGAAGCUAA-----ACACUCCAUACCAUUAGGUC
CUGCUUCCAGCCCGAUAGGCUGGAAGCUAA-----ACACUCCAUACCAUUAGGUC
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Supplementary Figure S6 
 
RNAs used in binding experiments  
 
Structures of RNAs used in binding experiments were predicted using the Vienna 
RNAfold WebServer (http://rna.tbi.univie.ac.at/cgi-bin/RNAfold.cgi) (Gruber et 
al., 2008; Lorenz et al., 2011). 
 
Options were set as follows: Basic options: "avoid isolated base pairs". Advanced 
folding options were: "no dangling end energies" with the Turner model, 2004. 
 
The Vienna RNA structure predicion output is shown in dot-bracket form. Seed 
binding sites and supplemental binding sites for microRNA-122 are labelled in 
yellow.  
 
The origin of the templates for PCR and those nucleotides of the PCR primers that 
are contained in the in vitro-transcribed RNA are listed below each sequence. Here 
we show only those sequences of the primers which became part of the RNA; upstream 
of the forward primer there was always a T7 promoter included in the primer. With 
most forward primers, three G residues were added to the sequence to improve T7 
RNA polymerase-mediated in vitro transcription of the RNAs.  
  



RNAs for Site 5B.2 - Secondary structure predictions 
 
RNA_5B.2a_Con1_227_nts 
GGGGUGGGAGACAGCUAGACACACUCCAGUCAAUUCCUGGCUAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAGG
AUGAUCCUGAUGACUCAUUUCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUAGAUUGUCAGAUCUACGGGG
CCUGUUACUCCAUUGAGCCACUUGACCUACCUCAGAUCAUUCAACGACUCCAUGGCCUUAGCG 
((((((...............))))))..((((((((((((((((((((((....)))).)))((((((...))))))((((
(((.....((.((......)).))..)))))))))))).))))))....))))....((((((((((....)))))..))))
).(((((..((((.(((....((((...............))))...))).))))...))))) 
 
Template: HCV genotype 1b Con1 (AJ238799.1) 
Primer fwd: 5´-GGGGTGGGAGACAGCTAGACACACTCCAG-3´ 
Primer rev: 5´-CGCTAAGGCCATGGAGTCGTTGAATGATCTGAGG-3´ 
 
 
RNA_5B.2a*_JFH1_267 nts 
GGGAAACAGUUAGACACUCCCCUAUCAAUUCAUGGCUGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGU
CCUAAUGACACACUUCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACCUCAACUUUGAGAUGUAUGGAUCAGUA
UACUCCGUGAAUCCUUUGGACCUUCCAGCCAUAAUUGAGAGGUUACACGGGCUUGACGCCUUUUCUAUGCACACAUACUCUC
ACCACGAACUGACGCGGGUGG 
((((((..(((((...(((.(((.((((((.((((((((((..((((((..((((((((....((((((((((((...((((
((...((.......((((..((((....))))...))))))....))))))))))))............))))))...))))
))))..))))......))....)))))))))))))))).)))......))).)))))...))))))..............((
(((.((........))))))) 
 
Template: HCV genotype 2a JFH-1 (AB047639.1)  
Primer fwd: 5´-GGGAAACAGTTAGACACTCCCC-3´ 
Primer rev: 5´-CCACCCGCGTCAGTTCGTGGTGAGAGTATGTGTGC-3´ 
 
 
RNA_5B.2b_Con1_148_nts 
GGGUGCGUGGGAGACAGCUAGACACACUCCAGUCAAUUCCUGGCUAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCA
AGGAUGAUCCUGAUGACUCAUUUCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUA 
(((((.((.((......))..)).)))))...((((((((((((((((((((((....)))).)))((((((...))))))(
((((((.....((.((......)).))..)))))))))))).))))))....)))).......... 
 
Template: HCV genotype 1b Con1 (AJ238799.1) 
Primer fwd: 5´-GGGTGCGTGGGAGACAGCTAGAC-3´ 
Primer rev: 5´-TAGGGCTTTTTCAAGTTGTTCCTGAG-3´ 
 
 
RNA_5B.2b*_JFH1_291_nts 
GGGAAACAGUUAGACACUCCCCUAUCAAUUCAUGGCUGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGU
CCUAAUGACACACUUCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACCUCAACUUUGAGAUGUAUGGAUCAGUA
UACUCCGUGAAUCCUUUGGACCUUCCAGCCAUAAUUGAGAGGUUACACGGGCUUGACGCCUUUUCUAUGCACACAUACUCUC
ACCACGAACUGACGCGGGUGGCUUCAGCCCUCAGAAAACUUGGGG 
................(((((((.((((((.((((((((((..((((((..((((((((....((((((((((((...((((
((...((.......((((..((((....))))...))))))....))))))))))))............))))))...))))
))))..))))......))....)))))))))))))))).)))......(((((.((.(((......................
(((.((........)))))))).)))))))...........)))) 
 
Template: HCV genotype 2a JFH-1 (AB047639.1)  
Primer fwd: 5´-GGGAAACAGTTAGACACTCCCC-3´ 
Primer rev: 5´-CCCCAAGTTTTCTGAGGGCTGAAGCCACCC-3´ 
 
 
RNA_5B.2c_Con1_152_nts 
GGGCGUGGGAGACAGCUAGACACACUCCAGUCAAUUCCUGGCUAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAG
GAUGAUCCUGAUGACUCAUUUCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUAGAUUGU 
...........((((((((......((.(((...((((((((((((((((((....)))).)))((((((...))))))(((
((((.....((.((......)).))..)))))))))))).))))))..))).)).......)))).)))) 



 
Template: HCV genotype 1b Con1 (AJ238799.1) 
Primer fwd: 5´-GGGCGTGGGAGACAGCTAGACACAC-3´ 
Primer rev: 5´-ACAATCTAGGGCTTTTTCAAGTTGTTCC-3´ 
 
 
RNA_5B.2d_JFH1_160_nts 
GGGCCACUCGCCCGGGCUGCCUGGGAAACAGUUAGACACUCCCCUAUCAAUUCAUGGCUGGGAAACAUCAUCCAGUAUGCUC
CAACCAUAUGGGUUCGCAUGGUCCUAAUGACACACUUCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACC 
((((((..(((((((((...(((((.....(((......((((((((......))))..)))))))....)))))...))))
.........)))..))..))))))........................((.(((((((........)))))))))... 
 
Template: HCV genotype 2a JFH-1 (AB047639.1)  
Primer fwd: 5´-GGGCCACTCGCCCGGGCTGCCTGG-3´ 
Primer rev: 5´-GGTTCTGGTCCAGGGTGTC-3´ 
 
  



RNAs for Site 5B.2 - Alignment 
 
CLUSTAL format alignment by MAFFT (v7.304b) 
 
RNA_5B.2a_Con1_ -----------------GGGGUGGGAGACAGCUAGACACACUCC--AGUCAAUUCCUGGC 
RNA_5B.2a_JFH1_ ----------------------GGGAAACAGUUAG--ACACUCCCCUAUCAAUUCAUGGC 
RNA_5B.2b_Con1_ --------------GGGUGCGUGGGAGACAGCUAGACACACUCC--AGUCAAUUCCUGGC 
RNA_5B.2b_JFH1_ ----------------------GGGAAACAGUUAG--ACACUCCCCUAUCAAUUCAUGGC 
RNA_5B.2c_Con1_ ----------------GGGCGUGGGAGACAGCUAGACACACUCC--AGUCAAUUCCUGGC 
RNA_5B.2d_JFH1_ GGGCCACUCGCCCGGGCUGCCUGGGAAACAGUUAG--ACACUCCCCUAUCAAUUCAUGGC 
                                      ****.**** ***  *******    ******* **** 
 
RNA_5B.2a_Con1_ UAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAGGAUGAUCCUGAUGACUCAUU 
RNA_5B.2a_JFH1_ UGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGUCCUAAUGACACACU 
RNA_5B.2b_Con1_ UAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAGGAUGAUCCUGAUGACUCAUU 
RNA_5B.2b_JFH1_ UGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGUCCUAAUGACACACU 
RNA_5B.2c_Con1_ UAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAGGAUGAUCCUGAUGACUCAUU 
RNA_5B.2d_JFH1_ UGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGUCCUAAUGACACACU 
                *.** *********  ****** ** *** *.****   * ***.****.***** ** * 
 
RNA_5B.2a_Con1_ UCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUAGAUUGUCAGAUCUACG 
RNA_5B.2a_JFH1_ UCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACCUCAACUUUGAGAUGUAUG 
RNA_5B.2b_Con1_ UCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUA---------------- 
RNA_5B.2b_JFH1_ UCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACCUCAACUUUGAGAUGUAUG 
RNA_5B.2c_Con1_ UCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUAGAUUGU---------- 
RNA_5B.2d_JFH1_ UCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACC------------------ 
                ********** **  *.*  **.**    ** **  *.. **                   
 
RNA_5B.2a_Con1_ GGGCCUGUUACUCCAUUGAGCCACUUGACCUACCUCAGAUCAUUCAACGACUCCAUGGCC 
RNA_5B.2a_JFH1_ GAUCAGUAUACUCCGUGAAUCCUUUGGACCUUCCAGCCAUAAUUGAGAGGUUACACGGGC 
RNA_5B.2b_Con1_ ------------------------------------------------------------ 
RNA_5B.2b_JFH1_ GAUCAGUAUACUCCGUGAAUCCUUUGGACCUUCCAGCCAUAAUUGAGAGGUUACACGGGC 
RNA_5B.2c_Con1_ ------------------------------------------------------------ 
RNA_5B.2d_JFH1_ ------------------------------------------------------------ 
                                                                             
 
RNA_5B.2a_Con1_ UUAGCG------------------------------------------------------ 
RNA_5B.2a_JFH1_ UUGACGCCUUUUCUAUGCACACAUACUCUCACCACGAACUGACGCGGGUGG--------- 
RNA_5B.2b_Con1_ ------------------------------------------------------------ 
RNA_5B.2b_JFH1_ UUGACGCCUUUUCUAUGCACACAUACUCUCACCACGAACUGACGCGGGUGGCUUCAGCCC 
RNA_5B.2c_Con1_ ------------------------------------------------------------ 
RNA_5B.2d_JFH1_ ------------------------------------------------------------ 
                                                                             
 
RNA_5B.2a_Con1_ --------------- 
RNA_5B.2a_JFH1_ --------------- 
RNA_5B.2b_Con1_ --------------- 
RNA_5B.2b_JFH1_ UCAGAAAACUUGGGG 
RNA_5B.2c_Con1_ --------------- 
RNA_5B.2d_JFH1_ --------------- 
                                
  



RNAs for Site 5B.3 - Secondary structure predictions 
 
RNA_5B.3a_Con1_226_nts 
GGGGGCUACUGUCCCAGGGGGGGAGGGCUGCCACUUGUGGCAAGUACCUCUUCAACUGGGCAGUAAGGACCAAGCUCAAACU
CACUCCAAUCCCGGCUGCGUCCCAGUUGGAUUUAUCCAGCUGGUUCGUUGCUGGUUACAGCGGGGGAGACAUAUAUCACAGC
CUGUCUCGUGCCCGACCCCGCUGGUUCAUGUGGUGCCUACUCCUACUUUCUGUAGGGGUAGG 
.((..((((((.(((((..((((((((((((((....)))).))).)))))))..))))))))).))..))...........
((((.((...(((((.(((..(((((((((....)))))))))..))).)))))...((((((((((((((...........
.))))))........)))))))).....)).))))(((((((((((.....))))))))))) 
 
Template: HCV genotype 1b Con1 (AJ238799.1) 
Primer fwd: 5´-GGGGGCTACTGTCCCAGGG-3´ 
Primer rev: 5´-CCTACCCCTACAGAAAGTAGGAGTAGGCAC-3´ 
 
 
RNA_5B.3a*_JFH1_200_nts 
GGGCGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCAGUUGGUUCACCGUCGGCGC
CGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGACCCCGCUCAUUACUCUUCGGCCUACUCC 
UACUUUUCGUAGGGGUAGGCCUCUUCCUACUCCCCGCUCGGUAGAGCGGC 
(((((((....)))..)))).............((((((.((...(((.((((((....)))))).)))...)).)))))).
.((((((((((((((..........)))))))........)))))))...........(((((((((((((.....))))))
)))))))............((((((....)))))). 
 
Template: HCV genotype 2a JFH-1 (AB047639.1) 
Primer fwd: 5´-GGGCGGTGAAGACCAAGCTCAAACTCACTCCATTG-3´  
Primer rev: 5´-GCCGCTCTACCGAGCGGGGAGTAGG-3´ 
 
 
 
RNA_5B.3b_JFH1_196_nts 
GGGCGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCAGUUGGUUCACCGUCGGCGC
CGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGACCCCGCUCAUUACUCUUCGGCCUACUCCUACUUUUCGUAGGG
GUAGGCCUCUUCCUACUCCCCGCUCGGUAGAG 
(((((((....)))..))))..............(((((.((...(((.((((((....)))))).)))...)).)))))((
(((((((((((((((..........)))))))(((........)))............(((((((((((((.....))))))
)))))))..........)))))).)))).... 
 
Template: HCV genotype 2a JFH-1 (AB047639.1) 
Primer fwd: 5´-GGGCGGTGAAGACCAAGCTCAAACTCACTCCATTG-3´ 
Primer rev: 5´-CTCTACCGAGCGGGGAGTAGGAAGAGGCC-3´ 
 
 
RNA_5B.3c_JFH1_224_nts 
GGGUCAUCUCCCGUGGAGGGAAAGCGGCCGUUUGCGGCCGAUAUCUCUUCAAUUGGGCGGUGAAGACCAAGCUCAAACUCAC
UCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCAGUUGGUUCACCGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUG
UCGCGCGCCCGACCCCGCUCAUUACUCUUCGGCCUACUCCUACUUUUCGUAGGGGUAGGC 
((.(((((.((((((((((((...((((((....))))))...))))))))..)))).)))))...))..............
.....((((((.((...(((.((((((....)))))).)))...)).))))))..((((((((((((((..........)))
))))........)))))))............((((((((((((.....)))))))))))) 
 
Template: HCV genotype 2a JFH-1 (AB047639.1) 
Primer fwd: 5´-GGGTCATCTCCCGTGGAGG-3´ 
Primer rev: 5´-GCCTACCCCTACGAAAAGTAGGAGTAGGCCG-3´ 
  



RNAs for Site 5B.3 - Alignment 
 
CLUSTAL format alignment by MAFFT (v7.304b) 
 
 
RNA_5B.3a_Con1_ GGGGGCUACUGUCCCAGGGGGGGAGGGCUGCCACUUGUGGCAAGUACCUCUUCAACUGGG 
RNA_5B.3a_JFH1_ ---------------------------------------------------------GGG 
RNA_5B.3b_JFH1_ ---------------------------------------------------------GGG 
RNA_5B.3c_JFH1_ ---GGGUCAUCUCCCGUGGAGGGAAAGCGGCCGUUUGCGGCCGAUAUCUCUUCAAUUGGG 
                                                                         *** 
 
RNA_5B.3a_Con1_ CAGUAAGGACCAAGCUCAAACUCACUCCAAUCCCGGCUGCGUCCCAGUUGGAUUUAUCCA 
RNA_5B.3a_JFH1_ CGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCA 
RNA_5B.3b_JFH1_ CGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCA 
RNA_5B.3c_JFH1_ CGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCA 
                *.**.*.********************** * ****  ***  ** . **** ******* 
 
RNA_5B.3a_Con1_ GCUGGUUCGUUGCUGGUUACAGCGGGGGAGACAUAUAUCACAGCCUGUCUCGUGCCCGAC 
RNA_5B.3a_JFH1_ GUUGGUUCACCGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGAC 
RNA_5B.3b_JFH1_ GUUGGUUCACCGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGAC 
RNA_5B.3c_JFH1_ GUUGGUUCACCGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGAC 
                * ******.  *  **   *.******* ***** * ******* **** ** ******* 
 
RNA_5B.3a_Con1_ CCCGCUGGUUCAUGUGGUGCCUACUCCUACUUUCUGUAGGGGUAGG-------------- 
RNA_5B.3a_JFH1_ CCCGCUCAUUACUCUUCGGCCUACUCCUACUUUUCGUAGGGGUAGGCCUCUUCCUACUCC 
RNA_5B.3b_JFH1_ CCCGCUCAUUACUCUUCGGCCUACUCCUACUUUUCGUAGGGGUAGGCCUCUUCCUACUCC 
RNA_5B.3c_JFH1_ CCCGCUCAUUACUCUUCGGCCUACUCCUACUUUUCGUAGGGGUAGGC------------- 
                ****** .**  * *   ***************  ***********               
 
RNA_5B.3a_Con1_ ----------------- 
RNA_5B.3a_JFH1_ CCGCUCGGUAGAGCGGC 
RNA_5B.3b_JFH1_ CCGCUCGGUAGAG---- 
RNA_5B.3c_JFH1_ ----------------- 
 
  



RNAs for Site S3 - Secondary structure predictions 
 
RNA_S3a_Con1_250_nts 
GGGCCGAUGAACGGGGAGCUAAACACUCCAGGCCAAUAGGCCAUCCUGUUUUUUUCCCUUUUUUUUUUUCUUUUUUUUUUUU
UUUUUUUUUUUUUUUUUUUUUUCUCCUUUUUUUUUCCUCUUUUUUUCCUUUUCUUUCCUUUGGUGGCUCCAUCUUAGCCCUA
GUCACGGCUAGCUGUGAAAGGUCCGUGAGCCGCUUGACUGCAGAGAGUGCUGAUACUGGCCUCUCUGCAGAUCAAGU  
(((((...(((.((((((..(((((.....((((....))))....)))))..)))))).)))...................
...........................................................((((.((((.......)))))))
)((((((....))))))..))))).......((((((((((((((((.(((......))))))))))))).)))))).....
.... 
 
Template: HCV genotype 1b Con1 (AJ238799.1) 
Primer fwd: 5´-GGGCCGATGAACGGGGAGCTAAACACTCCAGGC-3´ 
Primer rev: 5´-ACTAGTAGTACTTGATCTGCAGAGAGGCC-3´ 
 
 
RNA_S3b_JFH1_252_nts 
GGGUCCCCGCUCGGUAGAGCGGCACACACUAGGUACACUCCAUAGCUAACUGUUCCUUUUUUUUUUUUUUUUUUUUUUUUUU
UUUUUUUUUUUUUUUUUCUUUUUUUUUUUUUUCCCUCUUUCUUCCCUUCUCAUCUUAUUCUACUUUCUUUCUUGGUGGCUCC
AUCUUAGCCCUAGUCACGGCUAGCUGUGAAAGGUCCGUGAGCCGCAUGACUGCAGAGAGUGCCGUAACUGGUCUCUCUGCAG
AUCAUG 
......((((((....))))))........(((.(((.............))).))).........................
..........................................................................(((((((.
((....(((....((((((....))))))..)))..)))))))))((((((((((((((.((((....))))))))))))))
.)))). 
 
Template: HCV genotype 2a JFH-1 (AB047639.1) 
Primer fwd: 5´GGGTCCCCGCTCGGTAGAGCGGCACACACTAGGTACACTCCATAGCTAAC--3´ 
Primer rev: 5´-CATGATCTGCAGAGAGACCAGTTACGGCAC-3´ 
 
 
RNA_S3b*_Con1_153_nts 
GGGCAGCGGGGGAGACAUAUAUCACAGCCUGUCUCGUGCCCGACCCCGCUGGUUCAUGUGGUGCCUACUCCUACUUUCUGUA
GGGGUAGGCAUCUAUCUACUCCCCAACCGAUGAACGGGGAGCUAAACACUCCAGGCCAAUAGGCCAUCCUG 
((.((((((((((((((............))))))........)))))))).)).....(((((((((((((((.....)))
))))))))))))......((((((...........))))))............((((....))))...... 
 
Template: HCV genotype 1b Con1 (AJ238799.1) 
Primer fwd: 5´-GGGCAGCGGGGGAGACATATATCACAGC-3´  
Primer rev: 5´-CAGGATGGCCTATTGGCCTGGAG-3´ 
 
 
RNA_S3c_JFH1_149_nts 
GGGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGACCCCGCUCAUUACUCUUCGGCCUACUCCUACU
UUUCGUAGGGGUAGGCCUCUUCCUACUCCCCGCUCGGUAGAGCGGCACACACUAGGUACACUCCAUA 
(((((((((((((((...((.............)).))))).))).)))))))...............(((((((((((((.
....)))))))))))))....((((....((((((....)))))).......))))........... 
 
Template: HCV genotype 2a JFH-1 (AB047639.1) 
Primer fwd: 5´-ggGTCGGCGCCGGCGGGGGCGA-3´ 
Primer rev: 5´-TATGGAGTGTACCTAGTGTGTGCCGCTCTACCGAG-3´ 
  



RNAs for Site S3 - Alignment 
 
CLUSTAL format alignment by MAFFT (v7.304b) 
 
 
RNA_S3a_Con1_25 GGG--------------------------------------------------------- 
RNA_S3b_JFH1_25 GGG--------------------------------------------------------- 
RNA_S3b_        GGG-------CAGCGGGGGAGACAUAUAUCACAGCCUGUCUCGUGCCCGACCCCGCUGGU 
RNA_S3c_JFH1_14 GGGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGACCCCGCUCAU 
                ***                                                          
 
RNA_S3a_Con1_25 -------------------------------------------------------CCGAU 
RNA_S3b_JFH1_25 ------------------------------------------------UCCCCGCUCGGU 
RNA_S3b_        UCAUGUGGUGCCUACUCCUACUUUCUGUAGGGGUAGGCAUCUAUCUACUCCCCAACCGAU 
RNA_S3c_JFH1_14 UACUCUUCGGCCUACUCCUACUUUUCGUAGGGGUAGGCCUCUUCCUACUCCCCGCUCGGU 
                                                                        **.* 
 
RNA_S3a_Con1_25 GAACGGGGAGCUAA-----ACACUCCAGGCCAAUAGGCCAUCCUGUUUUUUUCCCUUUUU 
RNA_S3b_JFH1_25 AGAGCGGCACACACUAGGUACACUCCAUAGCUAACUGUUCCUUUUUUUUUUUUUUUUUUU 
RNA_S3b_        GAACGGGGAGCUAA-----ACACUCCAGGCCAAUAGGCCAUCCUG--------------- 
RNA_S3c_JFH1_14 AGAGCGGCACACACUAGGUACACUCCAUA------------------------------- 
                ..*  ** *   *      ******** .                                
 
RNA_S3a_Con1_25 UUUUUUCUUUUUUUUUUUUUUUUUUUUUUUUUUUUUUUUUUCUCCUUUUUUUUUCCUCUU 
RNA_S3b_JFH1_25 UUUUUUUUUUUUUUUUUUUUUUUUCUUUUUUUUUUUUUUCCCUCUUUCUUCCCUUCUCAU 
RNA_S3b_        ------------------------------------------------------------ 
RNA_S3c_JFH1_14 ------------------------------------------------------------ 
                                                                             
 
RNA_S3a_Con1_25 UUUUUCCUUUUCUUUCCUUUGGUGGCUCCAUCUUAGCCCUAGUCACGGCUAGCUGUGAAA 
RNA_S3b_JFH1_25 CUUAUUCUACUUUCUUUCUUGGUGGCUCCAUCUUAGCCCUAGUCACGGCUAGCUGUGAAA 
RNA_S3b_        ------------------------------------------------------------ 
RNA_S3c_JFH1_14 ------------------------------------------------------------ 
                                                                             
 
RNA_S3a_Con1_25 GGUCCGUGAGCCGCUUGACUGCAGAGAGUGCUGAUACUGGCCUCUCUGCAGAUCAAGU 
RNA_S3b_JFH1_25 GGUCCGUGAGCCGCAUGACUGCAGAGAGUGCCGUAACUGGUCUCUCUGCAGAUCAUG- 
RNA_S3b_        ---------------------------------------------------------- 
RNA_S3c_JFH1_14 ---------------------------------------------------------- 
                                                                           
 
  



FASTA compatible format 
>RNA_5B.2a_Con1_227_nts 
GGGGUGGGAGACAGCUAGACACACUCCAGUCAAUUCCUGGCUAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAGG
AUGAUCCUGAUGACUCAUUUCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUAGAUUGUCAGAUCUACGGGG
CCUGUUACUCCAUUGAGCCACUUGACCUACCUCAGAUCAUUCAACGACUCCAUGGCCUUAGCG 
 
>RNA_5B.2a*_JFH1_267 nts 
GGGAAACAGUUAGACACUCCCCUAUCAAUUCAUGGCUGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGU
CCUAAUGACACACUUCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACCUCAACUUUGAGAUGUAUGGAUCAGUA
UACUCCGUGAAUCCUUUGGACCUUCCAGCCAUAAUUGAGAGGUUACACGGGCUUGACGCCUUUUCUAUGCACACAUACUCUC
ACCACGAACUGACGCGGGUGG 
 
>RNA_5B.2b_Con1_148_nts 
GGGUGCGUGGGAGACAGCUAGACACACUCCAGUCAAUUCCUGGCUAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCA
AGGAUGAUCCUGAUGACUCAUUUCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUA 
 
>RNA_5B.2b*_JFH1_291_nts 
GGGAAACAGUUAGACACUCCCCUAUCAAUUCAUGGCUGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGU
CCUAAUGACACACUUCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACCUCAACUUUGAGAUGUAUGGAUCAGUA
UACUCCGUGAAUCCUUUGGACCUUCCAGCCAUAAUUGAGAGGUUACACGGGCUUGACGCCUUUUCUAUGCACACAUACUCUC
ACCACGAACUGACGCGGGUGGCUUCAGCCCUCAGAAAACUUGGGG 
 
>RNA_5B.2c_Con1_152_nts 
GGGCGUGGGAGACAGCUAGACACACUCCAGUCAAUUCCUGGCUAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAG
GAUGAUCCUGAUGACUCAUUUCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUAGAUUGU 
 
>RNA_5B.2d_JFH1_160_nts 
GGGCCACUCGCCCGGGCUGCCUGGGAAACAGUUAGACACUCCCCUAUCAAUUCAUGGCUGGGAAACAUCAUCCAGUAUGCUC
CAACCAUAUGGGUUCGCAUGGUCCUAAUGACACACUUCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACC 
 
>RNA_5B.3a_Con1_226_nts 
GGGGGCUACUGUCCCAGGGGGGGAGGGCUGCCACUUGUGGCAAGUACCUCUUCAACUGGGCAGUAAGGACCAAGCUCAAACU
CACUCCAAUCCCGGCUGCGUCCCAGUUGGAUUUAUCCAGCUGGUUCGUUGCUGGUUACAGCGGGGGAGACAUAUAUCACAGC
CUGUCUCGUGCCCGACCCCGCUGGUUCAUGUGGUGCCUACUCCUACUUUCUGUAGGGGUAGG 
 
>RNA_5B.3a*_JFH1_200_nts 
GGGCGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCAGUUGGUUCACCGUCGGCGC
CGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGACCC 
 
>RNA_5B.3b_JFH1_196_nts 
GGGCGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCAGUUGGUUCACCGUCGGCGC
CGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGACCCCGCUCAUUACUCUUCGGCCUACUCCUACUUUUCGUAGGG
GUAGGCCUCUUCCUACUCCCCGCUCGGUAGAG 
 
>RNA_5B.3c_JFH1_224_nts 
GGGUCAUCUCCCGUGGAGGGAAAGCGGCCGUUUGCGGCCGAUAUCUCUUCAAUUGGGCGGUGAAGACCAAGCUCAAACUCAC
UCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCAGUUGGUUCACCGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUG
UCGCGCGCCCGACCCCGCUCAUUACUCUUCGGCCUACUCCUACUUUUCGUAGGGGUAGGC 
 
>RNA_S3a_Con1_250_nts 
GGGCCGAUGAACGGGGAGCUAAACACUCCAGGCCAAUAGGCCAUCCUGUUUUUUUCCCUUUUUUUUUUUCUUUUUUUUUUUU
UUUUUUUUUUUUUUUUUUUUUUCUCCUUUUUUUUUCCUCUUUUUUUCCUUUUCUUUCCUUUGGUGGCUCCAUCUUAGCCCUA
GUCACGGCUAGCUGUGAAAGGUCCGUGAGCCGCUUGACUGCAGAGAGUGCUGAUACUGGCCUCUCUGCAGAUCAAGUACUAC
UAGU 
 
>RNA_S3b_JFH1_252_nts 
GGGUCCCCGCUCGGUAGAGCGGCACACACUAGGUACACUCCAUAGCUAACUGUUCCUUUUUUUUUUUUUUUUUUUUUUUUUU
UUUUUUUUUUUUUUUUUCUUUUUUUUUUUUUUCCCUCUUUCUUCCCUUCUCAUCUUAUUCUACUUUCUUUCUUGGUGGCUCC
AUCUUAGCCCUAGUCACGGCUAGCUGUGAAAGGUCCGUGAGCCGCAUGACUGCAGAGAGUGCCGUAACUGGUCUCUCUGCAG
AUCAUG 
 



> RNA_S3b*_Con1_153_nts 
GGGCAGCGGGGGAGACAUAUAUCACAGCCUGUCUCGUGCCCGACCCCGCUGGUUCAUGUGGUGCCUACUCCUACUUUCUGUA
GGGGUAGGCAUCUAUCUACUCCCCAACCGAUGAACGGGGAGCUAAACACUCCAGGCCAAUAGGCCAUCCUG 
 
>RNA_S3c_JFH1_149_nts 
GGGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGACCCCGCUCAUUACUCUUCGGCCUACUCCUACU
UUUCGUAGGGGUAGGCCUCUUCCUACUCCCCGCUCGGUAGAGCGGCACACACUAGGUACACUCCAUA 
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Supplementary Figure S7, related to Figure 3

Predicted target RNA minimum free energy (MFE) structures. Primers for transcription

template production, RNA sequences and Vienna dot bracket outputs are shown in

Supplementary Figure S6. Base pair probability (bpp) values were loaded into VARNAv3-92

(Darty et al. 2009) from the Vienna dot plot EPS file output (Gruber et al. 2008; Lorenz et al.

2011), and the bpp color code was set to Vienna style. The Vienna MFE output returns bpp

values for bases predicted to pair, but single strand probabilities (ssp = 1 – bpp) for bases

predicted to be unpaired.
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Supplementary Figure S8, related to Figure 3

Predicted target RNA minimum free energy (MFE) structures. Primers for transcription

template production, RNA sequences and Vienna dot bracket outputs are shown in

Supplementary Figure S6. Base pair probability (bpp) values were loaded into VARNAv3-92

(Darty et al. 2009) from the Vienna dot plot EPS file output (Gruber et al. 2008; Lorenz et al.

2011), and the bpp color code was set to Vienna style. The Vienna MFE output returns bpp

values for bases predicted to pair, but single strand probabilities (ssp = 1 – bpp) for bases

predicted to be unpaired.
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Supplementary Figure S9, related to Figure 3

Predicted target RNA minimum free energy (MFE) structures. Primers for transcription

template production, RNA sequences and Vienna dot bracket outputs are shown in

Supplementary Figure S6. Base pair probability (bpp) values were loaded into VARNAv3-92

(Darty et al. 2009) from the Vienna dot plot EPS file output (Gruber et al. 2008; Lorenz et al.

2011), and the bpp color code was set to Vienna style. The Vienna MFE output returns bpp

values for bases predicted to pair, but single strand probabilities (ssp = 1 – bpp) for bases

predicted to be unpaired.
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Supplementary Figure S10, related to Figure 4

Predicted target RNA minimum free energy (MFE) structures. Primers for transcription

template production, RNA sequences and Vienna dot bracket outputs are shown in

Supplementary Figure S6. Base pair probability (bpp) values were loaded into VARNAv3-92

(Darty et al. 2009) from the Vienna dot plot EPS file output (Gruber et al. 2008; Lorenz et al.

2011), and the bpp color code was set to Vienna style. The Vienna MFE output returns bpp

values for bases predicted to pair, but single strand probabilities (ssp = 1 – bpp) for bases

predicted to be unpaired.
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Supplementary Figure S11, related to Figure 4

Predicted target RNA minimum free energy (MFE) structures. Primers for transcription

template production, RNA sequences and Vienna dot bracket outputs are shown in

Supplementary Figure S6. Base pair probability (bpp) values were loaded into VARNAv3-92

(Darty et al. 2009) from the Vienna dot plot EPS file output (Gruber et al. 2008; Lorenz et al.

2011), and the bpp color code was set to Vienna style. The Vienna MFE output returns bpp

values for bases predicted to pair, but single strand probabilities (ssp = 1 – bpp) for bases

predicted to be unpaired.
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Supplementary Figure S12, related to Figure 4

Predicted target RNA minimum free energy (MFE) structures. Primers for transcription

template production, RNA sequences and Vienna dot bracket outputs are shown in

Supplementary Figure S6. Base pair probability (bpp) values were loaded into VARNAv3-92

(Darty et al. 2009) from the Vienna dot plot EPS file output (Gruber et al. 2008; Lorenz et al.

2011), and the bpp color code was set to Vienna style. The Vienna MFE output returns bpp

values for bases predicted to pair, but single strand probabilities (ssp = 1 – bpp) for bases

predicted to be unpaired.
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Supplementary Figure S13, related to Figure 5

Predicted target RNA minimum free energy (MFE) structures. Primers for transcription

template production, RNA sequences and Vienna dot bracket outputs are shown in

Supplementary Figure S6. Base pair probability (bpp) values were loaded into VARNAv3-92

(Darty et al. 2009) from the Vienna dot plot EPS file output (Gruber et al. 2008; Lorenz et al.

2011), and the bpp color code was set to Vienna style. The Vienna MFE output returns bpp

values for bases predicted to pair, but single strand probabilities (ssp = 1 – bpp) for bases

predicted to be unpaired.
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Supplementary Figure S14, related to Figure 5

Predicted target RNA minimum free energy (MFE) structures. Primers for transcription

template production, RNA sequences and Vienna dot bracket outputs are shown in

Supplementary Figure S6. Base pair probability (bpp) values were loaded into VARNAv3-92

(Darty et al. 2009) from the Vienna dot plot EPS file output (Gruber et al. 2008; Lorenz et al.

2011), and the bpp color code was set to Vienna style. The Vienna MFE output returns bpp

values for bases predicted to pair, but single strand probabilities (ssp = 1 – bpp) for bases

predicted to be unpaired.
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Supplementary Figure S15, related to Figure 5

Predicted target RNA minimum free energy (MFE) structures. Primers for transcription

template production, RNA sequences and Vienna dot bracket outputs are shown in

Supplementary Figure S6. Base pair probability (bpp) values were loaded into VARNAv3-92

(Darty et al. 2009) from the Vienna dot plot EPS file output (Gruber et al. 2008; Lorenz et al.

2011), and the bpp color code was set to Vienna style. The Vienna MFE output returns bpp

values for bases predicted to pair, but single strand probabilities (ssp = 1 – bpp) for bases

predicted to be unpaired.
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Supplementary Figure S16, related to Figures 3 - 5

The intensity of miR-122/Ago2 complex binding to NS5B target sites plotted against target

site accessibility. The intensity of miR-122/Ago2 complex binding to each target site was

calculated from the phosphorimager scans (examples shown in Figures 2, 3 and 4) and several

additional experiments using all RNAs listed in Supplementary Figure 6. Binding strength

was plotted against single strand probability (ssp) values (calculated as described in Materials

and Method). Error bars indicate standard deviations. "R" values are correlation coefficients

for regression curves. Panels show plots against average single strand probabilities of the

complete target site and separately for seed sequence, nucleotides opposite nucleotides 2 – 5

of the miRNA ("CUCC") and for the supplementary site as indicated. The A residue was

additionally included in the calculations in plots labeled "+A".
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Supplementary Figure S17, related to Figures 3 - 5

The intensity of miR-122/Ago2 complex binding to 3´UTR S3 target sit plotted against target

site accessibility. The intensity of miR-122/Ago2 complex binding to each target site was

calculated from the phosphorimager scans (examples shown in Figures 2, 3 and 4) and several

additional experiments using all RNAs listed in Supplementary Figure 6. Binding strength

was plotted against single strand probability (ssp) values (calculated as described in Materials

and Method). Error bars indicate standard deviations. "R" values are correlation coefficients

for regression curves. Panels show plots against average single strand probabilities of the

complete target site and separately for seed sequence, nucleotides opposite nucleotides 2 – 5

of the miRNA ("CUCC") and for the supplementary site as indicated. The A residue was

additionally included in the calculations in plots labeled "+A".
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