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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.
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miR-122 3'-GU ‘AACAG U-5'
UUGU, UGUGAGG

8776 UCGCGCGGGCCGCGUGGGAGACAGCAAGACACACUCC - - AGUCAAUUCCUGGCUAGGCAACA
8776 UCGCGAGAGCCGCGUGGGAGACAGCAAGACACACUCC - - AGUCAAUUCCUGGCUAGGCAACA
8773 JUGCGCGGGCUGCGUGGGAGACAGCUAGACACACUCC - - AGUCAAUUCCUGGCUAGGCAACA
8776 UCGCGCGGGCUGCGUGGGAGACAGCUAGGCACACUCC - - AGUCAACUCCUGGCUAGGCAACA
8776 JCGCGCGUGCCGCUUGGGAGACAGCAAGACACACUCC - - AGUGAACUCCUGGCUAGGCAACA
8776 UCGCGCGUGCCGCUUGGGAAACAGCAAGACACACUCC - - AGUGAACUCCUGGCUAGGCAACA
8787 UCGCGCGCGCUGCGUGGGAAACAGCUAGACACACUCC - - AAUCAACUCCUGGCUUGGCAACA
8760 UCGCGCGCGCUGCGUGGGAAACAGCUAGACACACUCC - - UGUUAACUCCUGGCUUGGCAACA
8779 UCGCGCGAGCCGCGUGGGAAACAGCAAGACACACUCC - - AGUGAACUCCUGGCUGGGCAACA
8779 UCGCGCGAGCCGCGUGGGAAACAGCAAGACACACUCC- - AGUAAACUCCUGGCUAGGCAACA
8795 UCGCGCGAGCCGCGUGGGAGACAGCAAGACACACUCC - - AGUUAACUCCUGGCUAGGCAACA
8841 JCGCCCGGGCUGCCUGGGAAACAGUUAG - - ACACUCCCCUGUCAAUUCAUGGCUGGGAAACA
8841 JCGCCCGGGCUGCCUGGGAAACAGUUAG - - ACACUCCCCUAUCAAUUCAUGGCUGGGAAACA
8842 JCACCCGAGCUGCUUGGGAAACAGUAAG - - ACACUCCCCUGUCAAUUCUUGGCUGGGCAACA
8842 UCACCCGAGCUGCUUGGGAAACAGUAAG - - ACACUCCCCUGUCAAUUCUUGGCUGGGCAACA
8853 UCGCCAGGGCUGCCUGGGAGACAGCAAG - - ACACUCCCCUGUCAAUUCAUGGCUGGGAAACA
8764 UCGCCAGGGCAGCCUGGGAGACAGCAAG- - ACACUCCCCUGUCAAUUCAUGGUUGGGCAACA
8841 JCGCCAGGGCCGCCUGGGAGACAGCACG - - ACACUCCCCUGUCAAUUCAUGGCUGGGAAACA
9057 UCGCCAGGGCUGCCUGGGAAACAGUGAA - - GCACUCCCCUGUCAAUUCAUGGCUGGGAAACA

8806 UGGCCCGGGCUGCUUGGEG. CUCGACACACUCC - - AGUCAAUUCCUGGUUGGGCAACA
8806 UAGCCCGGGCUGCUUGGG, CUCGACACACUCC - - CGUGAAUUCCUGGUUGGGCAACA
8811 UCGCCAGGGCUGCCUGGGA! CAAG - - ACACUCCCCUGUCAAUUCAUGGCUGGGAAACA
8841 JUGCCAGAGCAGCCUGGGA. CAAA - - GCACUCCCCCGUCAAUUCAUGGUUGGGAAAUA
8761 UCGCCAGAGCAGCCUGGG. {UAAA - - GCACUCCCCUGUCAAUUCAUGGCUGGGAAACA

8842 UCGCCAGGGCUGCCUGGGAGACAGCUAG - - ACACUCCCCUGUCAAUUCAUGGCUGGGAAACA
8841 JUGCCAGGGCUGCCUGGGAAACAGUCAG - - ACACUCUCCUGUCAAUUCAUGGCUUGGGAACA
8844 UAGCCAGGGCUGCCUGGGAAACAGCUAG - - ACACUCCCCUGUCAAUUCAUGGUUGGGAAACA
8766 JUGCCAGGGCUGCCUGGGAAACAGCUAG - - ACACUCCCCCGUCAAUUCAUGGUUGGGAAAUA
8814 UCGCCAGGGCUGCCUGGGAGACAGUCAG - - ACACUCCCCUGUCAAUUCAUGGCUGGGAAACA
8814 UCGCCAGGGCUGCCUGGGAGACAGUCAG - - ACACUCCCCUGUCAAUUCAUGGCUGGGAAACA
8804 UGGCCCGUGCGGCUUGGGAAACAGCUCGUCACACUCC - - AGUUAACUCCUGGUUGGGCAACA
8804 UGGCCCGCGCGGCUUGGGAAACAGCUCGUCACACUCC - - AGUUAACUCCUGGUUGGGUAACA
8810 JAGCCCGUGCGGCUUGGGA! CUCGCCACACUCC - - AGUUAACUCCUGGUUGGGAAAUA
8813 UGGCCCGAGCUGCUUGGG. CACGCCACACUCC - - AGUUAACUCCUGGUUGGGUAACA
8732 UGGCCCGUGCGGCUUGGGAAACAGCACGUCACACUCC- - AGUUAACUCCUGGUUGGGAAACA
8798 UUGCCCGUGCUGCGUGGGAAACAGCUAGACACACUCC - - GGUGAAUUCCUGGCUUGGCAACA
8804 UCGCCCGCGCGGCGUGGGA! CCAGACACACACC - - AGUCAACUCUUGGUUGGGCAACA
8805 UCGCCCGUGCGGCCUGGGA! CUCGCCACACUCC - - GGUAAACUCCUGGUUGGGGAACA
8805 UGGCCCGUGCGGCUUGGGA! CUCGCCACACUCC - - GGUAAACUCCUGGUUGGGGAACA
8798 UGGCCCGCGCGGCCUGGGA! CCCGCCACACUCC - - AGUUAACUCCUGGUUGGGAAAUA
8798 UAGCCCGCGCGGCCUGGGA! CUCGCCACACUCC - - AGUUAACUCCUGGUUGGGAAAUA
8767 UGGCGCGAGCCGCAUGGGAGACAGUCCGACACACUCC - - AGUCAAUUCCUGGUUGGGAAACA
8705 UGGCGCGAGCUGUAUGGGAGACAGUCCGACACACUCC - - AGUCAAUUCCUGGUUGGGAAACA
8625 UGGCUAGAGCCGCGUGGGAGACAGUCCGACACACUCC - - AGUGAACUCCUGGUUGGGGAACA
8775 UCGCGCGGGCUGCUUGGGAAACAGUACGACACACUCC - - GGUUAACUCCUGGCUGGGUAACA
8808 UGGCGCGAGCUGCGUGGGAGACAGUCCGACACACUCC- - AGUCAAUUCCUGGUUGGGAAACA
8699 UGGCACGGGCUGCCUGGGAGACAGCUCGACACACUCC - - AGUCAACUCCUGGCUUGGGAACA
8760 UGGCACGGGCUGCCUGGGAGACAGCUCGACACACUCC - - AGUCAACUCUUGGCUUGGGAACA
8704 UCGCCAGAGCUGCGUGGGAGACAGCCAGACACACUCC- - AGUCAACUCCUGGUUGGGAAACA
8706 UCGCCAGAGCCGCGUGGGAAACAGCCAGACACACUCC- - AGUCAACUCCUGGUUGGGAAACA
8767 UGGCACGAGCCGCCUGGGAAACAGCUCGACACACUCC- - AGUCAAUUCCUGGUUGGGCAACA
8686 UGGCACGAGCCGCCUGGGAARGUGUCCGACACACUCC - - AGUUAAUUCCUGGUUGGGCAACA
8776 UGGCACGAGCCGCCUGGGAAACAGUGCGACACACUCC - - AGUCAACUCCUGGUUGGGAAAUA
8698 UGGCACGAGCCGCCUGGGAAACAGUGCGACACACUCC- - AGUCAACUCCUGGUUGGGAAAUA
8689 UGGCACGGGCUGCUUGGGAGACAGUCAGACACACUCC - - GGUAAAUUCCUGGCUAGGGAACA
8760 UGGCACGGGCCGCUUGGGAGACAGUCAGACACACUCC - - GGUAAAUUCCUGGCUAGGGAACA
8682 UGGCACGUGCUGCCUGGGAGACAGUUCGCCACACUCC - - AGUCAAUUCUUGGCUAGGGAACA
8761 UGGCACGUGCUGCCUGGGAGACAGUUCGCCACACUCC - - AGUCAAUUCUUGGCUAGGGAACA
8685 UGGCACGAGCAGCCUGGGAGACAGUCCGACACACUCC - - AGUCAAUUCCUGGUUGGGUAAUA
8766 UGGCUCGAGCAGCCUGGGAGACAGUCCGACACACUCC- - AGUCAACUCCUGGUUGGGUAACA
8758 UGGCACGAGCUGCCUGGGAAACAGUCCGACACACUCC- - AGUCAACUCCUGGUUGGGCAACA
8668 UGGCACGAGCUGCCUGGGAAACAGUCCGACACACUCC- - GGUCAAUUCCUGGUUGGGCAACA
8773 UGGCACGUGCUGCCUGGGAGACAGCUCGACACACUCC - - AGUCAACUCCUGGUUAGGGAACA
8763 UGGCGAGAGCCGCGUGGGAGACAGCCCGCCACACUCC - - AGUGAAUUCCUGGCUAGGGAACA
8763 UGGCGAGAGCCGCAUGGGAGACAGCCCGACACACUCC- - AGUAAACUCCUGGCUGGGGAACA
8775 UGGCCAGAGCCGCCUGGGAGACAGCUCGACACACUCC- - AGUCAAUUCCUGGUUGGGUAACA
8700 UGGCCAGAGCUGCCUGGGAGACAGCUCGACACACUCC- - AGUCAAUUCCUGGUUGGGGAACA
8696 UGGCUCGCGCUGCCUGGGAAACAGUCCGACACACUCC - - AGUUAAUUCUUGGCUAGGGAACA
8682 UGGCUCGCGCCGCUUGGGAAACAGUUCGACACACUCC - - AGUUAAUUCUUGGCUAGGGAACA
8723 UUGCGAAGGCUGCGUGGGA?.CCAA' -ACACUCCCCGGUUAAUUCCUGGCUAGGGAACA
Al

8690 UUGCGAGGGCCGCGUGGG. CUAA - - ACACUCCCCAGUUAACUCCUGGUUGGGGAACA
8754 UUGCGCGGGCCGCUUGGGAGACAGCCCGCCACACUCC - - AGUCAAUUCGUGGUUGGGCAACA
8760 UAGCGCGGGCCGCCUGGGAGACAGCCCGCCACACUCC - - AGUCAAUUCGUGGCUGGGCAACA
8801 JUGCGCGAGCUGCUUGGGAGACAGCUCGCCAUACCCC - - UGUCAAUUCGUGGUUGGGCAACA
8801 UUGCGCGAGCUGCUUGGGAGACAGCUCGCCAUACCCC- - UGUCAAUUCGUGGUUGGGCAACA
8786 UCUCACGAGCUGCUUGGGAAACAGCUCGCCACACUCC- - AGUUAACUCAUGGUUGGGCAACA
8779 UGUCUCGGGCUGCCUGGGAAACAGCCCGACACACUCC- - CGUUAACUCAUGGCUGGGCAACA
8806 UUUCUCGAGCGGCCUGGG, CCCGACACACUCC - - GGUGAAUUCCUGGUUGGGUAACA

A"I:.CCCGACACACUCC- - GGUGAAUUCCUGGUUGGGCAAUA

8806 JUUCUCGGGCGGCCUGGGA.
8794 UGACGCGAGCAGCUUGGGAAACAGCCCGCCACACUCC- - AGUGAAUUCAUGGCUGGGCAACA
8794 UGUCGCGAGCAGCCUGGGAAACAGCCCGCCACACUCC- - AGUGAAUUCAUGGCUGGGCAACA

8785 UGGCGAGGGCGGCGUGGGA! CUCGUCACACUCC - - UGUGAAUUCAUGGUUAGGGAACA
8788 UUGCCAGAGCAGCUUGGGA! CCCGGCACACUCC - - AGUCAACUCGUGGCUGGGAAACA
8788 UJUGCCAGAGCAGCCUGGGA! CCCGGCACACUCC - - AGUUAACUCGUGGCUGGGGAACA
8788 UUGCUCGAGCAGCUUGGGA! CUCGUCACACUCC - - AGUAAACUCGUGGCUGGGGAACA
8788 UUGCUCGAGCAGCUUGGGA! CUCGGCACACUCC - - AGUAAACUCGUGGCUGGGAAACA
8788 UAUCUCGGGCUGCAUGGGAGACAGCCCGACACACUCC- - AGUCAACUCCUGGUUAGGGAAUA
8788 UGUCACGAGCUGCGUGGGAGACAGCUCGGCACACUCC - - AGUAAAUUCCUGGUUGGGGAACA
8788 UAGCCCGAGCUGCGUGGGAGACAGCUAGGCACACUCC - - AGUGAACUCAUGGUUGGGAAACA
8788 UAGCUCGAGCUGCAUGGGAGACAGCUAGACACACUCC - - AGUGAACUCCUGGUUGGGGAAUA
8788 UAGCCCGCGCAGCAUGGGA! CGCGGCAUACUCC - - AGUCAACUCCUGGUUGGGGAACA
8788 UAGCCCGCGCAGCAUGGGA! CGCGGCACACUCC - - AGUCAACUCCUGGUUGGGGAACA
8785 UGGCACGAGCAGCAUGGGA! CCCGGCACACUCC - - AGUGAAUUCCUGGUUGGGGAACA
8760 UCUCACGGGCUGCUUGGGAAACAGCCCGCCACACUCC - - AGUGAAUUCAUGGUUGGGGAACA
8788 UUUCACGGGCUGCUUGGGAAACAGCCCGUCACACUCC - - AGUGAAUUCAUGGUUGGGAAACA
8788 UUUCACGGGCUGCUUGGGAAACAGCCCGCCACACUCC- - AGUGAACUCAUGGUUGGGAAACA
8789 UGACACGUGCUGCCUGGGAAACAGCACGCCACACUCC- - AGUGAAUUCAUGGUUGGGCAACA
8786 UGGUCCGAGCUGCUUGGGAAACAGCGCGGCAUACUCC - - AGUCAAUUCGUGGUUGGGUAACA
8788 UGACACGAGCAGCUUGGGAAACAGCCCGGCACACUCC - - AGUGAACUCGUGGCUGGGCAACA
8788 UGUCGCGGGCGGCUUGGGAA-CUCGCCACACGCC - - GGUCAAUUCCUGGUUAGGAAACA
8788 UAUCCCGGGCCGCCUGGGAAACGGCCCGGCACACUCC - - AGUAAACUCGUGGUUGGGAAACA
8788 UAUCCCGGGCCGCCUGGGAAACGGCCCGGCACACUCC- - AGUGAACUCGUGGUUGGGAAACA
8766 UCGCCCGGGCGGCCUGGGAA-CCCGACACACUCC - - AGUGAACUCUUGGUUGGGAAACA
8788 UUGCCCGCGCCGCUUGGGAGACGGCCAGGCACUCUCC - - AGUAAACUCAUGGUUGGGUAACA
8788 JUGCCCGCGCCGCUUGGGAGACGGCCAGGCACUCUCC - - AGUAAACUCAUGGUUGGGUAACA
8749 UAUCCAGGGCAGCUUGGGAG-CCCGUCACUCACC - -UGUAAACUCCUGGGUGGGCAACA
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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.
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. Teion
miR-122 3' -Gy, AACAGU U-5
oiifelijelels] GUGAGG
9180 AACUGGGCAGUAA GCUCAAACUCACUCCAAUAGCGGCCGCUGG 9229
9180 AAUUGGGCAGUAA GCUCAAACUCACUCCAAUAGCGGCCGCUAG 9223

9177 AACUGGGCAGUAAGGACCAAGCUCAAACUCACUCCAAUCCCGGCUGCGUC 9226
9180 AACUGGGCAGUAAAGACCAAGCUUAAACUCACUCCAAUUCCAGGUGCGUC 9229
9180 AACUGGGCGGUGAAAACCAAACUCAAACUCAUUCCAUUACCGCUCGCGUC 9229
9180 AACUGGGCGGUGAAAACCAAACUCAAACUCACUCCAUUACCGUCCGCGUC 9229
9191 AACUGGGCAGUGAAGACCAAACUCAAACUCACUCCAUUGCCGGCUGCUGC 9240
9164 AACUGGGCGGUAAAAACCAAGCUCAAACUCACUCCAUUGCCAGCCGCUGC 9213
9183 AACUGGGCAGUAAAAACCAAAAUGAAACUCACUCCAAUUCCAGCUGCUCA 9232
9183 AACUGGGCAGUAAAAACCAAAAUGAAACUCACUCCAAUCCAAGCUGCUCG 9232
9199 AACUGGGCAGUGAG-AAGCUCAGACUCACUCCAAUACCGGGAGCAGC 9248
9245 AAUUGGGCGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAAGCGCG 9294
9245 AAUUGGGCGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCG 9294

9246 AACUGGGCGGUGAA! GCUCAAACUCACUCCAUUGCCCGAGGCGAG 9295
9246 AACUGGGCGGUG. GCUCAAACUCACUCCAUUGCCCGAGGCGAG 9295
9257 AACUGGGCUGUGAG! GCUCAAACUCACUCCAUUGCCGGCGGCACG 9306
9168 AACUGGGCUGUGAA| GCUCAAACUCACUCCAUUGCCGGCGGCGCG 9217
9245 AACUGGGCGGUGAA! AGCUCAAACUCACUCCAUUGCCGGAGGCGCG 9294
9461 AAUUGGGCAGUGAG! GCUCAAACUCACUCCAUUGCCGGAGGCGCG 9510

9210 AACUGGGCCGUAAAAACUAAGCUCAAACUCACUCCAUUGCGCGACGCUCA 9259
9210 AACUGGGCCGUAAAAACUAAGCUCAAACUCACUCCAUUGCGCGACGCUCA 9259

9215 AACUGGGCGGUGA, AAGCUCAAACUCACUCCAUUGCCUGCGGCGCG 9264
9245 AACUGGGCAGUG. AAGCUCAGACUCACUCCAUUGCCGGAGGCAAG 9294
9165 AACUGGGCAGUG. CUCAGACUCACUCCAUUGCCGGAGGCGAG 9214
9246 AACUGGGCGGUGA! GCGCAAACUCACUCCAUUGCCGGCAGCGCG 9295
9245 AACUGGGCGGUG. GCUCAAGCUCACUCCAUUGCCGGAGGCACG 9294

9248 AACUGGGCGGUGAGAACCAAGCUCAAACUCACUCCAUUGCCGCAGGCGCG 9297
9170 AACUGGGCGGUGAAAACCAAGCUCAAACUCACUCCAUUGCCGCAGGCGCG 9219
9218 AACUGGGCGGUGAA| AGCUCAGACUCACUCCAUUGCCGGAGGCACG 9267
9218 AACUGGGCGGUGAA-2AGCUCAAACUCACUCCAUUGCCGGAGGCACG 9267
9208 AACUGGGCAGUACGCACCAAGACCAAACUCACUCCACUGCCAGCCGCUAG 9257
9208 AAUUGGGCGGUACGCACCAAGACCAGACUCACUCCAUUGCCAGCCACUGG 9257
9214 AACUGGGCAGUGCGCACCAAAACCAAACUCACUCCAUUGCCGACUGCGGG 9263
9217 AACUGGGCGGUACGCACCAAAACCAAACUCACUCCAUUGCCGGCUGCAGA 9266
9136 AACUGGGCGGUACGCACCAAAAUAAAACUCACUCCAUUGCCGUCUGCAGE 9185
9202 AACUGGGCUGUACGGACAAAAGCCAAACUCACUCCAUUGUCGGACGCGAG 9251
9208 AAUUGGGCUGUACGCACAAAGGCCAAACUCACUCCAUUGCCGCAAGCGAG 9257
9209 AACUGGGCGGUACGCACCAAAACCAAACUCACUCCAUUACCGGCUGCAGG 9258
9209 AACUGGGCGGUACGCACCAAAACCAAACUCACUCCAUUGCCGGCUGCAGE 9258
9202 AACUGGGCAGUGCGCACAAAGGCAAAACUCACUCCAUUGCCUCAAGCGGG 9251
9202 AAUUGGGCAGUGCGCACAAAGGCAAAACUCACUCCAUUGCCUCAAGCGGG 9251
9171 AACUGGGCAGUAAAAACCAAGCUUAAACUCACUCCAUUGCCUGCCGCUGC 9220
9108 AACUGGGCGGUAAAAACCAAACUCAAACUCACUCCAUUGCCUGCCGCUGC 9158
9029 AACUGGGCGGUAAAAACCAAGCUCAAACUCACUCCAUUGCUCGCUGCUAG 9078
9179 AACUGGGCGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCCGCCGCUAG 9228
9212 AACUGGGCGGUAAAAACCAAACUCAAACUCACUCCAUUGCCUGCCGCUGC 9261
9103 AACUGGGCGGUAAAAACCAAAGCCAAACUCACUCCAUUGCCCGCUGCUGC 9152
9164 AACUGGGCGGUAAAAACCAAAGCCAAACUCACUCCAUUGCCCGCCGCUGC 9213
9108 AACUGGGCGACAAAAACCAAAGCCAGACUCACUCCAUUGCCCGCCGCUGE 9157
9110 AACUGGGCGGUAAAAACCAAAAUUAGACUCACUCCAUUGCCCGCUGCAUC 9159
9171 AACUGGGCGGUUAAAACCAAGCUCAAACUCACUCCAUUGCCUGCUGCUGC 9220
9090 AACUGGGCGGUCAAAACCAAGCUCAAACUCACUCCAUUGCCUGCCGCUGC 9139
9180 AACUGGGCGGUAAAAACCAAGCUCAAACUCACUCCAUUAAGCGCUGCCGC 9229
9102 AACUGGGCGGUAAAGACUAAGCUCAAACUCACUCCAUUAAGCGCCGCCGC 9151
9093 AACUGGGCGGUGAAAACCAAGCUCAAACUCACUCCAUUGCCUGCCGCUGC 9142
916¢ AACUGGGCGGUGAAAACCAAGCUCAAACUCACUCCAUUGCCUGCCGCUGC 9213
9086 AACUGGGCGGUAAAAACCAAACUCAAACUCACUCCAUUGCCUGCCGCUGC 9135
9165 AACUGGGCGGUGAAAACCAAACUCAAACUCACUCCAUUGCCUGCCGCUGC 9214
9089 AACUGGGCGGUGAAAACCAAGCUCAAACUCACUCCAUUGCCGGCUGCUGC 9138
9170 AACUGGGCGGUGAAAACCAAGCUCAAACUCACUCCAUUGCCGGCCGCUGC 9219
9162 AACUGGGCGGUAAAAACCAAGCUCAAACUCACUCCAUUGCCUGCUGCAGC 9211
9072 AAUUGGGCGGUGAAAACCAAGCUCAAACUCACUCCAUUGCCCGCCGCAGC 9121
9177 AACUGGGCGGUGAAAACCAAGCUCAAACUCACUCCAUUGCCCGCUGCUGC 9226
9167 AACUGGGCGGUCAAAACCAAACUUAAACUCACUCCAUUGGCCUCUGCUGC 9216
9167 AACUGGGCGGUGAAAACCAAACUUAAACUCACUCCAUUGGCCUCCGCUGC 9216
9179 AACUGGGCGGUCAAAACCAAGCUCAAACUCACUCCACUGCCCUCUGCCGC 9228
910¢ AACUGGGCAGUCAAAACCAAGCUCAAACUCACUCCACUGCCUUCUGCUGC 9153
9100 AAUUGGGCAGUGAAAACCAAGCUCAAACUCACUCCAUUGCCUGCUGCUGC 9149
9086 AACUGGGCGGUGAAAACCAAGCUCAAACUCACUCCAUUGCCCGCUGCUGC 9135
9127 AACUGGGCGGUGAAGACAAAACGCAAACUCACUCCAUUAGCUGACGCUGA 9176
9094 AACUGGGCGGUGAAAACAAAGCGCAAACUCACUCCAUUAGCUGACGCCGA 9143
9158 AACUGGGCGGUGAAGACCAAACUAAAACUCACUCCAUUGGUCUCCGCGAG 9207
9164 AACUGGGCAGUGAGGACCAAACUAAAACUCACUCCAUUGGCCUCCGCGAG 9213
9205 AACUGGGCAGUGAAGACCAAGCUCAAACUCACUCCAUUGGCUGCGGCAAG 9254
9205 AACUGGGCAGUGAAGACCAAGCUCAAACUCACUCCAUUGGCUGCGGCAAG 9254
9190 AAUUGGGCCGUGAGAACGAAGCUCAAACUCACUCCACUCCGCGGCGCAGC 9239
9183 AAUUGGGCCGUGAGAACUAAGCUCAAACUCACUCCACUGCGCGGCGCAGC 9232
9210 AACUGGGCGGUGAAGACCAAGCUCAAACUCACUCCAAUACCCGGUGCGAG 9259
9210 AACUGGGCGGUGAAGACCAAGCUCAAGCUCACUCCAAUACCCGGUGCGAG 9259
9198 AACUGGGCCGUGA GCUCAAACUCACUCCUCUGCGUGACGCGCA 9247
9198 AACUGGGCCGUGAg.iiGCUCAAACUCACUCCUCUGCGUGACGCGCA 9247
9189 AAUUGGGCGAUAAAGACCAAACUUAGACUCACUCCAUUGCGUGGUGCAUC 9238
9192 AAUUGGGCGGUAAAAACCAACGCUCAAACUCACUCCAUUGCGUGGCGCGUC 9241
9192 AAUUGGGCGGUAAAAACCAAGCUCAAACUCACUCCAUUGCAUGGCGCGUC 9241
9192 AACUGGGCGGUAAAAACCAAACUCAAACUCACUCCAUUGCGUGGCGCGUC 9241
9192 AACUGGGCAGUAAAAACCAAACUCAAACUCACUCCAUUGCGUGGCGCGUC 9241
9192 AACUGGGCGGUGAARACAAAGCUCAAACUCACUCCACUGCCUGGUGCAGC 9241
9192 AACUGGGCAGUAAAGACCAAGCUCAAACUCACUCCAAUACCUGAUGCAGC 9241
9192 AACUGGGCAGUGAGGACUAAGCUCAAACUCACUCCAUUGCGCGAUACAUC 9241
9192 AACUGGGCGGUGAGGACUAAGCUCAAACUCACUCCAUUGCACGAUGCUUC 9241
9192 AACUGGGCAGUUAAGACUAAGCUCAAACUCACUCCACUGCGUGGCGCUUC 9241
9192 AACUGGGCAGUUAAGACUAAGCUCAAACUCACUCCAUUGCGUGGCCCUUC 9241
9189 AACUGGGCGGUAAGAACCAAGCUCAAACUCACUCCAUUGCGUGGCGCGGC 9238
916¢ AACUGGGCUGUG. GCUAAAGCUCACUCCACUGCGUGGCGCGGC 5213
9192 AACUGGGCUGUG. GCUGAAGCUCACUCCACUGCGUGGCGCGGC 9241
9192 AACUGGGCUGUGA GCUGAGGCUCACUCCGCUGCGUGGCGCGGC 9241
9193 AAUUGGGCUGUGA. AAGCUCAAACUCACUCCACUCCGCGAUGCAGC 9242
9190 AAUUGGGCGGUG GCUCAAACUCACUCCACUGCGUGGUGCAGG 9239
9192 AAUUGGGCGGUGA AAGCUCAAACUCACUCCUCUGCGUGACGCACA 9241
9192 AACUGGGCGGUGAGGACUAAGCUCAAACUCACUCCUCUGCCCCGUGCGGG 9241
9192 AAUUGGGCGGUGAGAACCAAGCUCAAACUCACUCCACUGCACGGCGUGGG 9241
9192 AAUUGGGCGGUGAGAACCAAGCUCAAACUCACUCCACUGCACGGCACAGA 9241
9170 AACUGGGCAGUGAGAACUAAGCUCAAACUCACUCCAGUGCCUGGUGCGGC 9219
9192 AACUGGGCUGUUAAGACCAAGCUCAAACUCACUCCAUUGCGUGCCGCUGC 9241
9192 AACUGGGCUGUUAAGACCAAGCUCAAACUCACUCCAUUGCGUGCCGCUGC 9241
9153 AACUGGGCUGUCAGGACCAAGAUCAAACUCACUCCACUUGCAGGCGCUGG 9202




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.
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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.
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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.
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miR-122 3'-GU GGUAACAG U-5'
UUGU UGUGAGG
[ARG T stop |
CUCCUCCCCAACCGAUGAAGGUUGGGGUAA- - - - - ACACUCCGGCCUCUUAGGCC 208
CUCCUCCCCAACCGAUGAAGGUUGGGGUAA- - - - - ACACUCCGGCCUCUUAGGCC se0s
CUACUCCCCAACCGAUGAACGGGGAGCUAA- - - - - ACACUCCAGGCCAAUAGGCC 106
CUGCUCCCCAACCGGUGAACGGGGAGCUAA- - - - - ACACUCCGGCCCACUAGGCC s¢09
CUCCUUCCCAACCGAUAGACGGUUGGGCAA- - - - - CCACUCCAGGCCUUUAGGCC s40s
CUCCUUCCCAACCGGUAGACGGUUGGGCAA- - - - - CCACUCCAGGCCUUUAGGCC s408
CUGCUCCCCAACCGAUAGGUGGGGAGCUAA- - - - - ACACUCCAGCCUCAUAGGCU s420
UUGCUCCCCAACCGAUAGGUGGGGAGUUAA- - - - - ACACUCCAGCCUCAUAGGCU o393
CUGCUCCCCAAUCGAUGAUUGGGGAGCUAA- - - - - ACACUCCGGCCCUUUAGGCC 5412
CUGCUCCCCAAUCGAUGAUUGGGGAGCURAA- - - - - ACACUCCGGCCCUUUAGGCC 5412
UUGCUCCCCAACCGAUGAAGGGGAGCAUAA- - - - - CCACUCCGGCCUCUUAGGCC 5428
CUACUCCCCGCUCGGUAGAGCGGCACACAUUAGCUACACUCCAU- - - - - AGCUAA o474
CUACUCCCCGCUCGGUAGAGCGGCACACACUAGGUACACUCCAU- - - - - AGCUAA o474
UUACUCCCCGCUCGGUAGAGCGGCAAACCCUAGCUACACUCCAU- - - - - AGCUAG 9475
UUACUCCCCGCUCGGUAGAGCGGCAAACCCUAGCUACACUCCAU- - - - - AGCUAG 9475
CUACUCCCCGCUCGGUAGAGCGGCACAU - UUAGCUACACUCCAU- - - - - AGCUAA o485
CUACUCCCCGCUCGGUAGAGCGGC----------- ACACACU- - - - - - - AGCUAC 93¢
UUACUCCCCGCUCGGUAGAGCGGCACACAUUAGCUACACUCCAU- - - - - AGCUAA 9474
UUACUCCCCGCUCGGUAGAGCGGCACACCUUAGCUACACUCCAU- - - - - AGCUAA 9690
UUGCUCCCCGCCCGAUAAACGGGCGGCCUUAAGCAACACUCCAU- - - - - UUCCGC 9439
UUUCUCCCCCCCCGAUAAACGGGCGGCCUCAAGCAACACUCCAU- - - - - UUGCCC 9439
UUACUCCCCGCUCGAUAGAGCGGCACAC - UUAGCUACACUCCAU- - - - - AGCUAA 9473
UUACUCCCCGCUCGGUAGAGCGGCACACCUUAGCUACACUCCAU- - - - - AGCUAA o475
UUACUCCCCGCCCGAUAGAGCGGCACACUAUAGCUACACUCCAU- - - - - AGCUAA o474
UUACUCCCCGCUCGGUAGAGCGGCACAACCUAGCUACACUCCAU- - - - - AGCUAA 9477
UUACUCCCCGCUCGGUAGAGCGGC---------- - ACACACU------ - AGCCUA 9386
UUACUCCCCGCUCGGUAGAGCGGCACACCUUAGCUACACUCCAU- - - - - AGCUAA 9447
CUCCUGCCAGCACGAUAAGCGGGUAGGAUA- - - - - ACACUCCAUUCCUUUUCCCU s437
CUCCUGCCAGCACGAUGAGCUGGUAGGAUA- - - - - ACACUCCAUUUGUUUUUUAU s437
CUCCUACCUGCUCGGUGAGCUGGUAGGUUA- - - - - ACACCCCAACCCUGUGUUUU sua
UUGCUGCCUGCUCGGUAG- - - -GCGGC-UA- - - - - ACACUCCGACCUUAGGGUCC sear
CUCCUGCCAGCUCGGUGAGCUGGUA -AGUUA- - - -ACACCCC-A----------- 9353
UUGCUCCCCGCUCGGUAGACGGGCGGCCU - UAGCAACACUCCAUCGUUCUUUUUU se3s
UUGCUGCCUGCUCGGUAG- - - -GCGGC-UA- - - - - ACACUCCGACCUUAGGGUCC 543
UUACUACCGGCCGAUUAGGCUGGUAGGAUA- - - - - ACACUCCAUUCCUUU- - - - - 9433
UUGCUCCCCGCUCGGUAGACGGGCGGCCU - UAGCAACACUCCAUCGUUCUUUUUY suz
CUGUUACCAGCCCGAUAGGCUGGUAAC-UA- - - - - ACACUCCAUUUUUAACUUAU s430
CUGUUACCAGCUCGAUAGGCUGGUAAU-UU- - - - - ACACUCCAUAUUCUGUUUUU s430
CUGCUGCCUGCUCGGUAG- - - - GCAGCUUA- - - - - ACACUCCGACCUUAGGGUCC 9396
CUGCUGCCUGCUCGGUAG- - - - GCAGCUUA- - - - - ACACUCCGACCUUAGGGUCC 5334
UUACUCCCCGCCCGGUAG- - - - - GGGU- -A--- - - ACACUCCGACCUUAGGGUCA 251
CUGCUGCCCGCCCGGUAG- - - -GCGGGU-A- - - - - ACACUCCGACCUUAGGGUCA se03
CUGCUGCCUGCUCGAUAG- - - - GCAGCUUA- - - - - ACACUCCGACCUUAGGGUCC 5437
CUGCUGCCCGCUCGGUAG- - - - GCAGCUUA- - - - - ACACUCCGACCUUAGGGUCC 38
CUGCUGCCUGCCCGAUAG- - - - GCAGGCUA- - - - - ACACUCCGACCUUAGGGUCA 356
CUGCUGCCUGCUCGAUAG- - - - GCAGCUUA- - - - - ACACUCAGACCCUAGGGUC - o314
UUGCUGCCUGCUCGAUAG- - - - GCAGCUUA- - - - - ACACUCCGACCUUAGGGUCA s05
UUGCUGCCUGCUCGAUAG- - - - GCAGCUUA- - - - - ACACU-----------=--- 9312
CUGCUGCCUGCUCGAUAG- - - - GCAGCUCA- - - - - ACACUCAGACCCUAGGGUC - 9317
CUGCUGCCUGCUCGAUAG- - - - GCAGCUUA- - - - - ACACUCCGACCUUAGGCUC - o386
UUGCUGCCUGCUCGCUAG - - - -GCAGCUUA- - - - - ACACAAAGACCCUAGGGUC- 210
UUGCUGCCUGCUCGGUAG - - - -GCAGCUUA- - - - - ACACUCCGACCUUAGGGUCC 5350
CUGCUGCCUGCUCGAUAG- - - - GCA-GCUUA- - - -ACACUCC------------- 9301
UUGCUGCCUGCCCGAUAG- - - -GCAGCUUA- - - - - ACACUCCGACCUUAGGGUCC 5355
CUGCUGCCUGCACGGUAG- - - - GCAGCUUA- - - - - ACACUCCGACCUUAGGGUCC 5387
UUGCUGCCUGCUCGGUAG- - - -GCA-GCUUA- - - -ACACUCCGA----------- 9286
UUGCUGCCUGCUCGGUAG- - - -GCGGC-UA- - - - - ACACUCCGACCUUAGGGUCC ss01
CUGCUGCCUGCUCGGUAG- - - -GCAGC-CA- - - - - ACACUCCGACCUUAGGGUCU s391
CUGCUUCCCGCUCGGUAG- - - - GCAGGUUA- - - - - ACACUCCGACCUUAGGGUCC 9392
CUGCUGCCUGCUCGGUAG- - - - GCAGUAUA- - - - - ACACUCCGGCCUUAGGCCCU su0a
CUGCUGCCUGCUCGGUAG- - - - GCAGCUUA- - - - - ACACUCCGACCCUAGGGUC - 9326
UUGCUGCCUGCUCGGUAG- - - -GCAGCU-A- - - - - ACACUCAGACCCUAGGGUC - 9323
UUACUCCCCGCUCGGUGAGCUGGGA - GCUAA- - - -ACACUCC-----------~- 9343
UUACUCCCUGCUCGGUAAGCUGGGAGCUAA- - - - - ACACUCCAUAACUCCUGUUU s32
UUACUCCCCGCUCGGUAGACGAGCGGCCCUAAACAACACUCCAU- - - - - AACAUU o434
UUACUCCCCGCUCGGUAGACGAGCGGCCCUAAACAACACUCCAU- - - - - AACAUU o434
UUACUUCCCGCUCGAUAGACGGGGAGCAUAAAGCUACACUCCAU- - - - - UAGGCU s419
UUGCUCCCUGCUCGGUAAGCGGGGAGCUUAAAGCAACACUCCAU- - - - - UAGUUU s412
CUUCUUCCCGCUCGGUAAGCGGGAAGCCCAAAGCUACACUCCAU- - - - - UAAUGU 43
CUUCUUCCCGCUCGGUAAGGGGGAAGCCUAAAGCUACACUCCAU- - - - - UAAUGC 943
CUGCUUCCUGCUCGAUAGACAGGGGGCAUAAA - UAACACUCCAU- - - - - UUUCAU 9426
CUGCUUCCUGCUCGAUAGACAGGGAGCAUAAA - UAACACUCCAU- - - - - UUUUGG 9426
CUGCUCCCAGCCCGGUAGGCUGAGAGCUAAACACUACACUCCGU- - - - - UUUUUU s41s
UUGCUCCCAGCUCGGUAGGCUGAGAGCUUA- - - - - ACACUCCAAACAUCUGUUUU saz1
UUGCUCCCAGCUCGAUAGGCUGAGAGCUUA- - - - - ACACUCCAAACAUCUACUGU siz21
CUGCUCCCAGCCCGGUAGGCUGAGAGCCCC- - - - - ACACUCCACACAAUUUUGCC se21
CUGCUCCCAGCCCGGUAGGCUGAGAGCCCC- - - - - ACACUCCACACAGUUUUUUU szt
UUGCUGCCUACCCGAUAG- - - -GCAGCUUA- - - - - ACACUCCGACCUUAGGGUCC 9417
UUACUACCCGCUCGGUAGACGGGUAGCUUA- - - - - ACACUCCAUUUCUGUUUUUU sa21
UUGCUCCCUGCUCGAUAGGCAGGCAGCAUA- - - - - ACACUCCAUUUCCAUAACUU sz
CUGCUCCCUGCCCGGUAGGCAGGGAGCAUA- - - - - ACACUCCAUUUCCAUAACUU sz
CUACUCCCUGCUCGGUAGACAGGGGGCUUA- - - - - ACACUCCACUUCCAUAGGUU sz
CUGCUCCCUGCUCGGUAGACAGGGGGCUUA- - - - - ACACUCCACUUCCAUAGUUU szt
CUGCUCCCCGCCCGAUAGGCGGGGAGCCUA- - - - - ACACUCCAUAUCUAUAGUUU saze
UUGCUUCCCGCUCGGUAGGCGGGAGGCCCAUAGCAACACUCCAU- - - - - UUCCGC 9421
UUGCUUCCCGCCCGGUAGGCGGGGGGCCCAUAGCAACACUCCAU- - - - - UAGCUU 9421
UUGCUUCCCGCUCGGUAGACGGGAAGCCCACUGCUACACUCCAU- - - - - UAACUG o422
UUGCUCCCUGCUCGGUAGGCAGGGGGCCUAAAGCUACGCUCCAU- - - - - UAGCUU o419
CUGCUCCCUGCCCGAUAGGCGGGGAGGAGAAA -UAACACUCCAC- - - - - UUUUUU s420
UUGCUCCCUAACCGGUGA - GCAAGAAACUAAGGCAACACUCCAC- - - - - UGUUUU 420
CUGCUCCCCGCUCGAUAAGCGAGGAGCCUAACGCAACACUCCAA - - - - - UGAUUU s421
CUGCUUCCCGCUCGGUAAGCGGGAAGCCUAAAGCAACACUCCAA - - - - - UAAUUC 9421
CUGCUUCCAGCCCGAUAGGCUGGAAGCUAA- - - - - ACACUCCAUACCAUUAGGUC sa21
CUGCUUCCAGCCCGAUAGGCUGGAAGCUAA- - - - - ACACUCCAUACCAUUAGGUC saz1
(OO0 (e e ) ) ) ) ) e e
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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_Conl_227_nts
GGGGUGGGAGACAGCUAGACACACUCCAGUCAAUUCCUGGCUAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAGG
AUGAUCCUGAUGACUCAUUUCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUAGAUUGUCAGAUCUACGGGG
CCUGUUACUCCAUUGAGCCACUUGACCUACCUCAGAUCAUUCAACGACUCCAUGGCCUUAGCG

(CCCCCmeaa e iien - 222))) - - ((CCCCCCCCCCCCCCCCCCC----2>22-32) CCCCCC- - -2 ((((C
(- ---- ((-CC------ 2)-3)--330003333333-3222)) - - --)))) - - - - (CCCCCCCC(C- - --3DDDD) - D)D)
D (O (O (N (R P P 23))---33)-33))---3))))

Template: HCV genotype 1b Conl (AJ238799.1)
Primer fwd: 5 -GGGGTGGGAGACAGCTAGACACACTCCAG-3~
Primer rev: 5 -CGCTAAGGCCATGGAGTCGTTGAATGATCTGAGG-3"

RNA_5B.2a* JFH1_267 nts
GGGAAACAGUUAGACACUCCCCUAUCAAUUCAUGGCUGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGU
CCUAAUGACACACUUCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACCUCAACUUUGAGAUGUAUGGAUCAGUA
UACUCCGUGAAUCCUUUGGACCUUCCAGCCAUAAUUGAGAGGUUACACGGGCUUGACGCCUUUUCUAUGCACACAUACUCUC
ACCACGAACUGACGCGGGUGG

(CCCCC- - CCCCC- - - COC- CCC- (- (OOl - - - - - - - - - -«
(CG--CCanine- (CCC- - CCCC-2220020 22299900 - =-DDDDIIIIIID) e eee - - III))---2)))
III)-I)))-ee-- DIEE)>55525525555 15 ) M DD)EDIDDDEEEDDD) ) ) B ((
[((CI(CEPPPTE I

Template: HCV genotype 2a JFH-1 (AB047639.1)
Primer fwd: 5 -GGGAAACAGTTAGACACTCCCC-3~
Primer rev: 5 -CCACCCGCGTCAGTTCGTGGTGAGAGTATGTGTGC-3~

RNA_5B.2b_Conl_148 nts
GGGUGCGUGGGAGACAGCUAGACACACUCCAGUCAAUUCCUGGCUAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCA
AGGAUGAUCCUGAUGACUCAUUUCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUA

(CCCC- CC-CC-- - - - - 2)--32-222)) - - - CCCCCCCCCCCCCCCCCCCC((- - - =333 -3 (CCCCC- - -322)))(
(CCCCC- - - - - (CI(CEETE D)EIEESDIDDDDDD00DE0D))) ) EEEED D)) EEEEEFFFNE

Template: HCV genotype 1b Conl (AJ238799.1)
Primer fwd: 5 -GGGTGCGTGGGAGACAGCTAGAC-3~
Primer rev: 5 -TAGGGCTTTTTCAAGTTGTTCCTGAG-3~

RNA_5B.2b* JFH1 291 nts
GGGAAACAGUUAGACACUCCCCUAUCAAUUCAUGGCUGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGU
CCUAAUGACACACUUCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACCUCAACUUUGAGAUGUAUGGAUCAGUA
UACUCCGUGAAUCCUUUGGACCUUCCAGCCAUAAUUGAGAGGUUACACGGGCUUGACGCCUUUUCUAUGCACACAUACUCUC
ACCACGAACUGACGCGGGUGGCUUCAGCCCUCAGAAAACUUGGGG

---------------- (CCCCCC- CCCCCC- (- - - - (OOl - - - - - - e

(CG--CCnnne- ((CCR (TR0 XEE9I00 DD EEEES ) )ODD)D) D)) EEEEETEEEEEE III))---2)))
I)-I)))een-- 3 NNIMMINNIN...-- (O (O (O
[((CI(CEPPPT DIMN I ))))

Template: HCV genotype 2a JFH-1 (AB047639.1)
Primer fwd: 57 -GGGAAACAGTTAGACACTCCCC-3~
Primer rev: 5 -CCCCAAGTTTTCTGAGGGCTGAAGCCACCC-3~

RNA_5B.2c_Conl_152_nts
GGGCGUGGGAGACAGCUAGACACACUCCAGUCAAUUCCUGGCUAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAG
GAUGAUCCUGAUGACUCAUUUCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUAGAUUGU

----------- (CCCCCCC - - - - - (- (- - - (- ---3222 -2 CCCCC- - -
(- - - - - (- CC------ 2)-33--320033333333-20333)--3))-)) - - - - - - - 233)-))))



Template: HCV genotype 1b Conl (AJ238799.1)
Primer fwd: 5 -GGGCGTGGGAGACAGCTAGACACAC-3~
Primer rev: 5 -ACAATCTAGGGCTTTTTCAAGTTGTTCC-3”

RNA_5B.2d_JFH1_160_nts
GGGCCACUCGCCCGGGCUGCCUGGGAAACAGUUAGACACUCCCCUAUCAAUUCAUGGCUGGGAAACAUCAUCCAGUAUGCUC
CAACCAUAUGGGUUCGCAUGGUCCUAAUGACACACUUCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACC
(@ @@ @@t (e Q- - - - II))-II)))---I))))---I)))
--------- D)) D) I ) )) ) ) FNNIRE R (G (T TES ) ) ) ) ) ) ) ) e

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 Conl_
RNA_5B.2a JFH1
RNA_5B.2b Conl_
RNA 5B.2b JFH1
RNA_5B.2c_Conl_
RNA_5B.2d_JFH1

RNA_5B.2a_Conl_
RNA_5B.2a_JFH1_
RNA_5B.2b_Conil_
RNA_5B.2b_JFH1_
RNA_5B.2c_Conl_
RNA_5B.2d_JFH1_

RNA_5B.2a_Conl_
RNA_5B.2a_JFH1_
RNA_5B.2b_Conil_
RNA_5B.2b_JFH1_
RNA_5B.2c_Conl_
RNA_5B.2d_JFH1_

RNA_5B.2a_Conl_
RNA_5B.2a JFH1
RNA_5B.2b Conl_
RNA 5B.2b JFH1
RNA 5B.2c Conl_
RNA_5B.2d_JFH1__

RNA_5B.2a_Conl_
RNA_5B.2a_JFH1_
RNA_5B.2b_Conl_
RNA_5B.2b_JFH1_
RNA_5B.2c_Conl_
RNA_5B.2d_JFH1_

RNA_5B.2a Conl_
RNA_5B.2a JFH1
RNA 5B.2b Conl
RNA 5B.2b JFH1
RNA_5B.2c_Conl_
RNA_5B.2d_JFH1

————————————————— GGGGUGGGAGACAGCUAGACACACUCC--AGUCAAUUCCUGGC
---------------------- GGGAAACAGUUAG--ACACUCCCCUAUCAAUUCAUGGC
-------------- GGGUGCGUGGGAGACAGCUAGACACACUCC--AGUCAAUUCCUGGC
—————————————————————— GGGAAACAGUUAG--ACACUCCCCUAUCAAUUCAUGGC
———————————————— GGGCGUGGGAGACAGCUAGACACACUCC--AGUCAAUUCCUGGC
GGGCCACUCGCCCGGGCUGCCUGGGAAACAGUUAG--ACACUCCCCUAUCAAUUCAUGGC

*kkk Khkik Fk*k Rk = e *khkkkkikk Fhkik

UAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAGGAUGAUCCUGAUGACUCAUU
UGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGUCCUAAUGACACACU
UAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAGGAUGAUCCUGAUGACUCAUU
UGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGUCCUAAUGACACACU
UAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAGGAUGAUCCUGAUGACUCAUU
UGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGUCCUAAUGACACACU

* KKk KAk AAkkAk *KhAhkkAh Kk Kkhkkhk K Kkkk EE = = S = = S e e S

UCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUAGAUUGUCAGAUCUACG
UCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACCUCAACUUUGAGAUGUAUG
UCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUA-———————————————
UCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACCUCAACUUUGAGAUGUAUG
UCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUAGAUUGU-—==—=———-
UCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACC-—==—=——=—— === ————

RSk = ok o * * **x *x **x **x * *x

GGGCCUGUUACUCCAUUGAGCCACUUGACCUACCUCAGAUCAUUCAACGACUCCAUGGCC
GAUCAGUAUACUCCGUGAAUCCUUUGGACCUUCCAGCCAUAAUUGAGAGGUUACACGGGC

UUAGC G — = = — = m m o oo o
UUGACGCCUUUUCUAUGCACACAUACUCUCACCACGAACUGACGCGGGUGG————————-



RNAs for Site 5B.3 - Secondary structure predictions

RNA_5B.3a_Conl_226_ nts
GGGGGCUACUGUCCCAGGGGGGGAGGGCUGCCACUUGUGGCAAGUACCUCUUCAACUGGGCAGUAAGGACCAAGCUCAAACU
CACUCCAAUCCCGGCUGCGUCCCAGUUGGAUUUAUCCAGCUGGUUCGUUGCUGGUUACAGCGGGGGAGACAUAUAUCACAGC
CUGUCUCGUGCCCGACCCCGCUGGUUCAUGUGGUGCCUACUCCUACUUUCUGUAGGGGUAGG

- ((- - (CCCCC- CCCCC- - CCCCCCCCCCCCC==+2222-233-2232222--00333320) -0 - =)D - - - - - - - - - - -
(CCC- CC- - - CCCCC- CCC- - CCCCCCCCC----2200332) - =332 -00))) - - - CLLCCCCCCCCCC (- - - v eei i -
9))))) EEEEREE DI ----- -2 (CCCCCCCCCC- - - - - IIIIIDDDD))

Template: HCV genotype 1b Conl (AJ238799.1)
Primer fwd: 5 -GGGGGCTACTGTCCCAGGG-3~
Primer rev: 5 -CCTACCCCTACAGAAAGTAGGAGTAGGCAC-3~

RNA_5B.3a* JFH1_200_nts
GGGCGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCAGUUGGUUCACCGUCGGCGC
CGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGACCCCGCUCAUUACUCUUCGGCCUACUCC
UACUUUUCGUAGGGGUAGGCCUCUUCCUACUCCCCGCUCGGUAGAGCGGC

(((((CED)) FD) D) B (CCCCC- (G- - - (- CCCCC----02232)-00) - - 23D -)))))) -
5§§§§§§(((((((( ---------- )))))))--j ----- D)D) ) R (- - - - - )))))

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

(((CCCCEEED)) PEDD)) R Ry (@SOS P ) ) 1)) 1
€€ )22)))) I C G D) ) F - - - - - D)D)
)D)))) ) FEEE I ---.

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

(S (G (TR (CCCCCETEIIDDDD REED ) DD DDDD RN DD IDDDD D EEED ) E e
----- (CCCCC- €G- - - (CC- CCCCCC----22222)-32) - - =33 -3))))) - - (CCCCCCCCCCC((- - - - - - ----D))
D)) EETEEEEE D)D) ) B (- - - - - 23333))000))

Template: HCV genotype 2a JFH-1 (AB047639.1)
Primer fwd: 57 -GGGTCATCTCCCGTGGAGG-3~
Primer rev: 5 -GCCTACCCCTACGAAAAGTAGGAGTAGGCCG-3~



RNAs for Site 5B.3 - Alignment

CLUSTAL format alignment by MAFFT (v7.304b)

RNA_5B.3a_Conl_
RNA_5B.3a_JFH1_
RNA_5B.3b_JFH1_
RNA_5B.3c_JFH1_

RNA_5B.3a_Conl_
RNA_5B.3a_JFH1_
RNA_5B.3b_JFH1_
RNA_5B.3c_JFH1_

RNA_5B.3a_Conl_
RNA_5B.3a_JFH1_
RNA_5B.3b_JFH1_
RNA_5B.3c_JFH1_

RNA _5B.3a_Conl_
RNA_5B.3a_JFH1
RNA_5B.3b_JFH1
RNA 5B.3c_JFH1

RNA_5B.3a_Conl_
RNA_5B.3a_JFH1_
RNA_5B.3b_JFH1_
RNA_5B.3c_JFH1_

GGGGGCUACUGUCCCAGGGGGGGAGGGCUGCCACUUGUGGCAAGUACCUCUUCAACUGGG

---GGGUCAUCUCCCGUGGAGGGAAAGCGGCCGUUUGCGGCCGAUAUCUCUUCAAUUGGG

*x*k

CAGUAAGGACCAAGCUCAAACUCACUCCAAUCCCGGCUGCGUCCCAGUUGGAUUUAUCCA
CGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCA
CGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCA
CGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCA

* Kk K FEhEAIAkAIAkAIAIAkAAAkAAAhkAAkA AkAA KX Khkkk *x*k **x *khk*kk Fhiikikik

GCUGGUUCGUUGCUGGUUACAGCGGGGGAGACAUAUAUCACAGCCUGUCUCGUGCCCGAC
GUUGGUUCACCGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGAC
GUUGGUUCACCGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGAC
GUUGGUUCACCGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGAC

* *hkhkkkk * **x * KEhAAA AKX Khkhkhkk Kk KAhkkhhkkkh Khkhkk Kk KhAkihAk

CCCGCUGGUUCAUGUGGUGCCUACUCCUACUUUCUGUAGGGGUAGG—————=———————-
CCCGCUCAUUACUCUUCGGCCUACUCCUACUUUUCGUAGGGGUAGGCCUCUUCCUACUCC
CCCGCUCAUUACUCUUCGGCCUACUCCUACUUUUCGUAGGGGUAGGCCUCUUCCUACUCC
CCCGCUCAUUACUCUUCGGCCUACUCCUACUUUUCGUAGGGGUAGGC-=—====—=———-

Rk = *x * * R R R R R S R = o

CCGCUCGGUAGAGCGGC
CCGCUCGGUAGAG—---



RNAs for Site S3 - Secondary structure predictions

RNA_S3a_Conl_250 nts
GGGCCGAUGAACGGGGAGCUAAACACUCCAGGCCAAUAGGCCAUCCUGUUUUUUUCCCUUUUUUUUUUUCUUUUUUUUUUUU
UuuuuuuuuuyyuuyuUuuyuucuccuyuuuuuuuccucuuuuUUUCCUUUUCUUUCCUUUGGUGGCUCCAUCUUAGCCCUA
GUCACGGCUAGCUGUGAAAGGUCCGUGAGCCGCUUGACUGCAGAGAGUGCUGAUACUGGCCUCUCUGCAGAUCAAGU

(CCCC- - - CCC- (- - (- - - - - (CCCERES DD EEEED ) ) DEEDDIDDD B ) ) R
----------------------------------------------------------- (CCC-CCCC-------0000)))
ICCCCCCERNID D)D) EEDDD)) EEEEEEE (- CCC-- - - - - I33333300003)-33))) - - - - -

Template: HCV genotype 1b Conl (AJ238799.1)
Primer fwd: 5 -GGGCCGATGAACGGGGAGCTAAACACTCCAGGC-3~
Primer rev: 5 -ACTAGTAGTACTTGATCTGCAGAGAGGCC-3~

RNA_S3b_JFH1_252 nts
GGGUCCCCGCUCGGUAGAGCGGCACACACUAGGUACACUCCAUAGCUAACUGUUCCUUUUUUUUUUUUUUUUUUUULUUUUU
UUUUUUUUUUUUUUUUUCUUUUUUUUUUUUUUCCCUCUUUCUUCCCUUCUCAUCUUAUUCUACUUUCUUUCUUGGUGGCUCC
AUCUUAGCCCUAGUCACGGCUAGCUGUGAAAGGUCCGUGAGCCGCAUGACUGCAGAGAGUGCCGUAACUGGUCUCUCUGCAG
AUCAUG

-------------------------------------------------------------------------- CCCCCC(C-
(§555'((('"'((((((""))))))")))")))))))))(((((((((((((('((((""))))))))))))))
Template: HCV genotype 2a JFH-1 (AB047639.1)

Primer fwd: 5 GGGTCCCCGCTCGGTAGAGCGGCACACACTAGGTACACTCCATAGCTAAC--3~
Primer rev: 5 -CATGATCTGCAGAGAGACCAGTTACGGCAC-3~

RNA_S3b*_Conl_153 nts
GGGCAGCGGGGGAGACAUAUAUCACAGCCUGUCUCGUGCCCGACCCCGCUGGUUCAUGUGGUGCCUACUCCUACUUUCUGUA
GGGGUAGGCAUCUAUCUACUCCCCAACCGAUGAACGGGGAGCUAAACACUCCAGGCCAAUAGGCCAUCCUG

(- (e e )))DD) REEEREEE D) (- - - - - )))
D)= (R D)D) ) B ((CC----22))------

Template: HCV genotype 1b Conl (AJ238799.1)
Primer fwd: 5 -GGGCAGCGGGGGAGACATATATCACAGC-3~
Primer rev: 5 -CAGGATGGCCTATTGGCCTGGAG-3~

RNA_S3c_JFH1_149 nts
GGGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGACCCCGCUCAUUACUCUUCGGCCUACUCCUACU
UUUCGUAGGGGUAGGCCUCUUCCUACUCCCCGCUCGGUAGAGCGGCACACACUAGGUACACUCCAUA

(- -- e e - DI EDDDEDD))DD) R PP (-
9 D)>))))))00) EEEN ((CCERN (((C(E)))) ) EEPErEE D)D) B R

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_Conl_25
RNA_S3b_JFH1_25
RNA_S3b_

RNA_S3c_JFH1_14

RNA_S3a_Conl_25
RNA_S3b_JFH1 25
RNA_S3b_

RNA_S3c_JFH1_14

RNA_S3a_Conl_25
RNA_S3b_JFH1_25
RNA_S3b_

RNA_S3c_JFH1_14

RNA_S3a_Conl_25
RNA_S3b_JFH1_25
RNA_S3b_

RNA S3c_JFH1 14

RNA_S3a_Conl_25
RNA_S3b_JFH1_25
RNA_S3b_

RNA_S3c_JFH1_14

RNA_S3a_Conl_25
RNA_S3b_JFH1 25
RNA_S3b_

RNA_S3c_JFH1_14

GGG-————-- CAGCGGGGGAGACAUAUAUCACAGCCUGUCUCGUGCCCGACCCCGCUGGU
GGGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGACCCCGCUCAU

*kx

------------------------------------------------ UCCCCGCUCGGU
UCAUGUGGUGCCUACUCCUACUUUCUGUAGGGGUAGGCAUCUAUCUACUCCCCAACCGAU
UACUCUUCGGCCUACUCCUACUUUUCGUAGGGGUAGGCCUCUUCCUACUCCCCGCUCGGU

**x *

GAACGGGGAGCUAA-———- ACACUCCAGGCCAAUAGGCCAUCCUGUUUUUUUCCCUUUUU
AGAGCGGCACACACUAGGUACACUCCAUAGCUAACUGUUCCUUUUUUUUUUUUUUUUUUU
GAACGGGGAGCUAA-———~- ACACUCCAGGCCAAUAGGCCAUCCUG-——————————————
AGAGCGGCACACACUAGGUACACUCCAUA————— === —mm oo

* **x * * R R =

UuuuuuCcuuyuuuyyuUuyyUUyuUUyUUUyuUUUuUuUuuuUcuccuuuuyuuuuccucuu
UuuuuuyuUuuUuvUyUUuUyUUyUcuuyuuuUUuuyuUUuCcCcCuCuUUUCUUCCCUUCUCAU

UUUUUCCUUUUCUUUCCUUUGGUGGCUCCAUCUUAGCCCUAGUCACGGCUAGCUGUGAAA
CUUAUUCUACUUUCUUUCUUGGUGGCUCCAUCUUAGCCCUAGUCACGGCUAGCUGUGAAA

GGUCCGUGAGCCGCUUGACUGCAGAGAGUGCUGAUACUGGCCUCUCUGCAGAUCAAGU
GGUCCGUGAGCCGCAUGACUGCAGAGAGUGCCGUAACUGGUCUCUCUGCAGAUCAUG-



FASTA compatible format

>RNA_5B.2a_Conl_227 nts
GGGGUGGGAGACAGCUAGACACACUCCAGUCAAUUCCUGGCUAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAGG
AUGAUCCUGAUGACUCAUUUCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUAGAUUGUCAGAUCUACGGGG
CCUGUUACUCCAUUGAGCCACUUGACCUACCUCAGAUCAUUCAACGACUCCAUGGCCUUAGCG

>RNA_5B.2a* JFH1_267 nts
GGGAAACAGUUAGACACUCCCCUAUCAAUUCAUGGCUGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGU
CCUAAUGACACACUUCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACCUCAACUUUGAGAUGUAUGGAUCAGUA
UACUCCGUGAAUCCUUUGGACCUUCCAGCCAUAAUUGAGAGGUUACACGGGCUUGACGCCUUUUCUAUGCACACAUACUCUC
ACCACGAACUGACGCGGGUGG

>RNA_5B.2b_Conl_148_ nts
GGGUGCGUGGGAGACAGCUAGACACACUCCAGUCAAUUCCUGGCUAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCA
AGGAUGAUCCUGAUGACUCAUUUCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUA

>RNA_5B.2b* JFH1_291 nts
GGGAAACAGUUAGACACUCCCCUAUCAAUUCAUGGCUGGGAAACAUCAUCCAGUAUGCUCCAACCAUAUGGGUUCGCAUGGU
CCUAAUGACACACUUCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACCUCAACUUUGAGAUGUAUGGAUCAGUA
UACUCCGUGAAUCCUUUGGACCUUCCAGCCAUAAUUGAGAGGUUACACGGGCUUGACGCCUUUUCUAUGCACACAUACUCUC
ACCACGAACUGACGCGGGUGGCUUCAGCCCUCAGAAAACUUGGGG

>RNA_5B.2c_Conl_152 nts
GGGCGUGGGAGACAGCUAGACACACUCCAGUCAAUUCCUGGCUAGGCAACAUCAUCAUGUAUGCGCCCACCUUGUGGGCAAG
GAUGAUCCUGAUGACUCAUUUCUUCUCCAUCCUUCUAGCUCAGGAACAACUUGAAAAAGCCCUAGAUUGU

>RNA_5B.2d_JFH1_160_nts
GGGCCACUCGCCCGGGCUGCCUGGGAAACAGUUAGACACUCCCCUAUCAAUUCAUGGCUGGGAAACAUCAUCCAGUAUGCUC
CAACCAUAUGGGUUCGCAUGGUCCUAAUGACACACUUCUUCUCCAUUCUCAUGGUCCAAGACACCCUGGACCAGAACC

>RNA_5B.3a_Conl_226_nts
GGGGGCUACUGUCCCAGGGGGGGAGGGCUGCCACUUGUGGCAAGUACCUCUUCAACUGGGCAGUAAGGACCAAGCUCAAACU
CACUCCAAUCCCGGCUGCGUCCCAGUUGGAUUUAUCCAGCUGGUUCGUUGCUGGUUACAGCGGGGGAGACAUAUAUCACAGC
CUGUCUCGUGCCCGACCCCGCUGGUUCAUGUGGUGCCUACUCCUACUUUCUGUAGGGGUAGG

>RNA_5B.3a* JFH1_200_nts
GGGCGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCAGUUGGUUCACCGUCGGCGC
CGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGACCE

>RNA_5B.3b_JFH1_196_nts
GGGCGGUGAAGACCAAGCUCAAACUCACUCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCAGUUGGUUCACCGUCGGCGC
CGGCGGGGGCGACAUUUUUCACAGCGUGUCGCGCGCCCGACCCCGCUCAUUACUCUUCGGCCUACUCCUACUUUUCGUAGGG
GUAGGCCUCUUCCUACUCCCCGCUCGGUAGAG

>RNA_5B.3c_JFH1_224 nts
GGGUCAUCUCCCGUGGAGGGAAAGCGGCCGUUUGCGGCCGAUAUCUCUUCAAUUGGGCGGUGAAGACCAAGCUCAAACUCAC
UCCAUUGCCGGAGGCGCGCCUACUGGACUUAUCCAGUUGGUUCACCGUCGGCGCCGGCGGGGGCGACAUUUUUCACAGCGUG
UCGCGCGCCCGACCCCGCUCAUUACUCUUCGGCCUACUCCUACUUUUCGUAGGGGUAGGC

>RNA_S3a_Conl_250 nts
GGGCCGAUGAACGGGGAGCUAAACACUCCAGGCCAAUAGGCCAUCCUGUUUUUUUCCCUUUUUUUUUUUCUUUUUUUUUUUY
uyuuuUuuuUyyuUUyyuUUyuuuUCcuccuuuyuuuyuccUCcuUUuuUUCCUUUUCUUUCCUUUGGUGGCUCCAUCUUAGCCCUA
GUCACGGCUAGCUGUGAAAGGUCCGUGAGCCGCUUGACUGCAGAGAGUGCUGAUACUGGCCUCUCUGCAGAUCAAGUACUAC
UAGU

>RNA_S3b_JFH1_252 nts
GGGUCCCCGCUCGGUAGAGCGGCACACACUAGGUACACUCCAUAGCUAACUGUUCCUUUUUUUUUUUUUUUUUUUUUUUUUU
UUUUUUUUUUUUUUUUUCUUUUUUUUUUUUUUCCCUCUUUCUUCCCUUCUCAUCUUAUUCUACUUUCUUUCUUGGUGGCUCC
AUCUUAGCCCUAGUCACGGCUAGCUGUGAAAGGUCCGUGAGCCGCAUGACUGCAGAGAGUGCCGUAACUGGUCUCUCUGCAG
AUCAUG



> RNA_S3b* Conl_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.



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 VARNAvV3-92
(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 VARNAvV3-92
(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.



9]
@)

w
o
I
C
(=
(=
@)

0
9]

0
Q)

@)
0

9]
0

0

[0
\
N
o

>a a0
S
c
DAt

N
=}
|
9]
0

(9]
t"
=

9]
0

()¢
t.‘
(==

()
@)
|
Tl
o

®
]
Cac

L
C G
5—¢
10 —-(O—¢
U C
C == G
UOG - 60
A U
4
D ¢

>
-3

- ©
[ ]
e

~N
o

RNA_5B.3c

0.0 1.0

-
=
[}
|
0
(=
(=
>

(9)
@)

(9)
|
0

OIC
) g >

(9)

U

O a0

9
.‘
c

_.
3
DD /
o
(9

(9)
O a0

>0

>
)

m‘m
@)=

0
o
|
2D{®{e
o [ L [
) g 0)

@)

AaAaAaCalUaCaAaCalaCaCaAal
1
80

Supplementary Figure S12, related to Figure 4
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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.



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 VARNAvV3-92
(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 VARNAvV3-92
(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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