
Supplemental Table1

experiment Target sequence

siRNA for 

knock down

Ago1 5’-gagaagaggugcucaagaauu-3’

Ago2 5’-gcaggacaaagauguauuauu-3’

DROSHA 5’-aaccgaagaucaccaucucuguu-3'

Quantitative 

PCR

miR-21 forward: 5’-tagcttatcagactgatgttg-3’

miR-155 forward: 5’-ttaatgctaatcgtgataggggt-3’

RNU6 forward: 5’-cgcaaggatgacacgcaaattc-3’

ASR1 forward: 5’-gagaaagctcacaagaactgc-3’

ASR2 forward: 5’-ccccccactgctaaatttgac-3’

ASR3 forward: 5’-tcccactgcttcacttgacta-3’

ASR4 forward: 5’-cccccactgctaaatttgact-3’

ASR5 forward: 5’-aagcagggtcgggcctggtta-3’

GAPDH
forward: 5’-ccactcctccacctttgac-3’

reverse: 5’-accctgttgctgtagcca-3’

Ago1
forward: 5’-tagcaaattgatgcgaagtg-3’

reverse: 5’-caccaaagatctgaggcttg-3’

Ago2
forward: 5’-tagcaaattgatgcgaagtg-3’

reverse: 5’-gcaatagctttattcctgcc-3’

DROSHA
forward: 5’-tcaccatctctggaaaggtc-3’

reverse: 5’-caaccgataaaccgtaactc-3’

INTS5
forward: 5’-aggggacgtagccttttcttg-3’

reverse: 5’-agcgctctttagaccaaggac-3’

EIF2AK3
forward: 5’-ctgactacatatggactcagtgc-3’

reverse: 5’- ctgtagaagcaggatgtcttcc-3’

MEF2B
forward: 5’- aaatccagatctcccgcatcc-3’

reverse: 5’- tggcgctgttgaagatgatg-3’

siRNA for 

dual luciferase 

assay

ASR2 5’-cccccacugcuaaauuugacug(dTdT) -3’

ASR4 5’-ucccccacugcuaaauuugacugg(dTdT)-3’

Mutant 5’-agggggacuaaauuugacgg(dTdT)-3’

Control 5’-ccuacgccaccaauuucgu(dTdT)-3’



Supplemental Table 2

Incorporation change of ASR-1-4 and mir-21 into Ago2 in Ago1 knocked down cell

(-) : unchanged   (↑) : up regulated

ASR1

ASR2

ASR3

ASR4

miR-21  



Supplemental figure 1

Expressions of ASR3 in L591 cells were confirmed by Northern blotting. Arrowhead indicates 

the mature ASR3.  Serially diluted total RNAs (5.0, 0.5, 0.05, and 0.005 µg) were applied for 

Northern blotting.
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It is each sequences of the consensus motif (Figure 4c). The motif indicated significantly low E-value (1.9e-218).

The consensus motif was analysed with following options: -dna -time 18000 -maxsize 60000 -mod zoops -nmotifs 3 -

minw 6 -maxw 50 –revcomp.

Supplemental figure 2
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Supplemental figure 3

Control siRNA (Ctrl.) or siRNA targeting Ago2 (siAgo2) were transfected into L591 cells by NeonTM transfection system. 

Expression of Ago2 was determined 3 days after the transfection. Relative expression of miR-21, ASR1, 2, 3, and 4 were 

evaluated by real-time PCR 6, days after the transfection. Data were normalized with GAPDH (for Ago2) or RNU6 (for miR-

21 and ASRs). Error bars indicate SD. *: p-value < 0.05



Supplemental figure 4

Representativ

e targetgenes
Functional annotation

SCN5A Voltage-gated sodium channel activity

MEF2B
Sequence-specific DNA binding, transcription factor 

activity

FAM22G unknown

FCGBP Protein binding

BRPF3 Protein binding, metal ion binding, zinc ion binding

ZNF853 Nucleicacid binding, metal ion binding

TOLLIP

Signal transduction (through IL1R, Toll-Like Receptor 

Pathway, Toll-like receptor signaling pathway),innate 

immunit

TTBK1
ATP binding, nucleotide binding, protein 

serine/threoninekinaseactivity, transferaseactivity

ELFN2
Protein phosphataseinhibitor activity, phosphatase

binding

INTS5 Protein binding, snRNAprocessing

GBP1 GTP binding, GTPaseactivity, nucleotide binding

EIF2AK3

Activation of caspaseactivity, ATP binding, nucleotide 

binding, protein serine/threoninekinaseactivity, 

transferaseactivity
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Representative predicted target genes of ASR2 and ASR4 by miLANDAare shown in the table. (left)

Microarray data represents that among the target genes, MEF2B and FAM22 are highly upregulated in Ago1 -knockdown 

condition compared with control in L591 cells. (* indicates p < 0.05)(right)


