
 
Ago1 M---EAGPSGAAAGAYLPPLQQVFQAPRRPGIGTVGKPIKLLANYFEVDIPKIDVYHYEV  111     
Ago2 M-YSGAGPALAPPAPPPPIQGYAFKPPPRPDFGTSGRTIKLQANFFEMDIPKIDIYHYEL  111 
Ago3 MEIGSAGPAGAQP---------LLMVPRRPGYGTMGKPIKLLANCFQVEIPKIDVYLYEV  111 

*    ***: * .          :  * **. ** *:.*** ** *:::*****:* **:  111 
 

Ago1 DIKPDKCPRRVNREVVEYMVQHFKPQIFGDRKPVYDGKKNIYTVTALPIGNERVDFEVTI  111 
Ago2 DIKPEKCPRRVNREIVEHMVQHFKTQIFGDRKPVFDGRKNLYTAMPLPIGRDKVELEVTL  111 
Ago3 DIKPDKCPRRVNREVVDSMVQHFKVTIFGDRRPVYDGKRSLYTANPLPVATTGVDLDVTL  111 

****:*********:*: ******  *****:**:**::.:**. .**:.   *:::**:  111 
 

Ago1 PGE-GKDRIFKVSIKWLAIVSWRMLHEALVSGQIPVPLE--------SVQALDVAMRHLA  168 
Ago2 PGE-GKDRIFKVSIKWVSCVSLQALHDALSGRLPSVPFE--------TIQALDVVMRHLP  170 
Ago3 PGEGGKDRPFKVSIKFVSRVSWHLLHEVLTGRTLPEPLELDKPISTNPVHAVDVVLRHLP  171 

*** **** ******::: ** : **:.* .   . *:*        .::*:**.:***.  111 
 

 

Supplementary Figure 1: Sequence alignment of the human Ago1, Ago2 and Ago3 N-

termini (amino acids 1-170). Positions of chimeric borders are indicated by amino acid 

numbering according to Ago2. Critical residues of cleavage-competent Ago3 (Mut5) are 

underlined. 
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Ago1 588 PVIFLGADVTHPPAGDGKKPSITAVVGSMDAHPSRYCATVRVQRPRQEIIEDLSYMVREL 111 

Ago2 590 PVIFLGADVTHPPAGDGKKPSIAAVVGSMDAHPNRYCATVRVQQHRQEIIQDLAAMVREL 111 

Ago3 591 PVIFLGADVTHPPAGDGKKPSIAAVVGSMDAHPSRYCATVRVQRPRQEIIQDLASMVREL 111 

         **********************:**********.*********: *****:**: ***** 111 
 

Ago1 111 LIQFYKSTRFKPTRIIFYRDGVPEGQLPQILHYELLAIRDACIKLEKDYQPGITYIVVQK 707 

Ago2 111 LIQFYKSTRFKPTRIIFYRDGVSEGQFQQVLHHELLAIREACIKLEKDYQPGITFIVVQK 709 

Ago3 111 LIQFYKSTRFKPTRIIFYRDGVSEGQFRQVLYYELLAIREACISLEKDYQPGITYIVVQK 710 

111      **********************.***: *:*::******:***.**********:***** 111 

 

Supplementary Figure 2: Alignment of partial PIWI domains of human Ago1, Ago2 and 

Ago3. Catalytic residues are indicated by black triangles. The two Ago1-specific clusters are 

boxed. 
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Supplementary Table 1: Primer sequences. Bold letters indicate Ago2 sequences. 

   

Ago1 fwd 5’-TAAT GCGGCCGC ATGGAAGCGGGACCCTCGGGA-3’ 

rev 5’-CGTA GAATTC TCAAGCGAAGTACATGGTGCGC-3’ 

Ago2 fwd 5’-TAAT GCGGCCGC ATGTACTCGGGAGCCGGCCC-3’ 

rev 5’-CGTA GAATTC TCAAGCAAAGTACATGGTGCGCA-3’ 

Ago3 fwd 5’-TAAT GCGGCCGC ATGGAAATCGGCTCCGCAGGAC-3’ 

rev 5’-CGTA GAATTC TTAAGCGAAGTACATTGTGCGTAAGG-3’ 

Ago3–2 PIWI fwd/rev 5’- ACCTTCTGTGTTCCAGCAACCAGT CATCTTTCTGGGAGCAGACGTCA -3’ 

Ago2–3 PIWI fwd/rev 5’-AGGCCGCCGGTGTTCCAGCAG CCAGTGATCTTTTTGGGAGCCGAT-3’ 

 MutA  rev/fwd  5’-CCTCGCATGTCCCATACTCCATG GACAGGGGTCGCAATAGCTTTATTC-3’ 

 MutB  rev/fwd  5’-GTGGAAGTCTGATTGTCTGTTAGCTT TTTAATACATCTTTGTCCTGCCACAATG-3’ 

 MutC  rev/fwd  5’-CTTCACACATGAACTGAATTACAGGTTG TGCCTTGTAAAACGCTGTTGCTG-3’ 

 MutD  rev/fwd  5’-CAGGTGTGTATTTCATGGAGGGCAG GTGCCTCATGACCACGTCCAGG-3’ 

 Mut1  fwd  5’-AGACCTGGCTATGGCACCATGG-3’ 

 rev  5’-AGGTGGAGGCTTGAAGGCATATCC-3’ 

 Mut2  fwd  5’-CCTGTCCATGCCGTTGATGTGGT-3’ 

 rev  5’-TTCCAGTGGCTCAGGCAAGGTC-3’ 

 Mut3  fwd  5’-CTGCCCAGCGTCCCTTTTGAGACGATCCAG GCCGTTGATGTGGTGCTACGAC-3’ 

 rev  5’-CCGTCCTGTCAGTACTTCATGCAG-3’ 

 Mut4  fwd  5’-CTGCCCAGCGTCCCTTTTGAGACGATCCAG GCCGTTGATGTGGTGCTACGAC-3’ 

 rev  5’-CCGCCCTGAAAGTGCATCGTGTAACGCCTGCAAGCTCACGCA AGAGACAAATTTGATTGACACCTTGAAAGGTC-3’ 

 Mut5  rev/fwd  5’-CCCTGTTCACTCTCCTAGGACACTT CTCTGGCTTGATATCCAATTCATAATGATAG-3’ 

 Mut6  rev/fwd  5’-CACAGGAAGTGGATTGGCGGTGTA TAGATTCTTCCTGCCGTCAAACACG-3’ 

 Ago1 DEDH  fwd  5’-CCTGCCTACTATGCCCACCTGGTGGC-3’ and reverse complement 

 Ago2–1 PIWI  fwd/rev  5’-AGGCCGCCGGTGTTCCAGCAG CCAGTGATATTCCTGGGAGCAGAT-3’ 

 Ago2–1 PIWI DEDH cl1  fwd  5’-ATTCAAGACTTGGCCGCC ATGGTGCGTGAGCTCCTCATCC-3’ 

 rev  5’-GATCTCTTGCCGATGTTG CTGTACCCGCACAGTAGCACAG-3’ 

 Ago(2–)1 PIWI DEDH cl2  fwd  5’-GTGTCTGAAGGCCAG TTCCAGCAGGTACTCCACCAT GAGCTACTGGCCATTC-3’ and reverse complement 

 Ago1 N  rev/fwd  5’-GGGGTGTACCTCATGGATGCCA GGTGCCTCATGACCACGTCCAGG-3’ 

 Ago1 N(1–64)  rev/fwd  5’-CCGGTTGACTCTACGGGGACACTT CTCTGGCTTGATATCCAATTCATAATGATAG-3’ 

construct orientation sequence 
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