Supplemental Tablel

experiment Target sequence
Agol 5’-gagaagaggugcucaagaauu-3’
SRNAfor 10002 |5 geaggacaaagauguauuauu-3’
knock down g ...................... g ..... gg ............ gg .............................................
DROSHA | 5’-aaccgaagaucaccaucucuguu-3'
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' : 55' -ccaitctcttciaictttgacs-?
Quantitative | |/ ARSI i ST
PCR forward: 5’-tagcaaattgatgcgaagtg-3’
Agol , ,
reverse: 5’-caccaaagatctgaggcttg-3
02 forward: 5’-tagcaaattgatgcgaagtg-3’
g reverse: 5’-gcaatagctttattcctgec-3’
DROSHA forward: 5, -tcaccatctctggaaaggtc-3'
reverse: 5’-caaccgataaaccgtaactc-3
forward: 5’-aggggacgtagccttttcttg-3’
INTS5 , ,
reverse: 5’-agcgctctttagaccaaggac-3
EIF2AK3 forward: 5, -ctgactacatatggactcagtgc-?
reverse: 5’- ctgtagaagcaggatgtcttcc-3
MEF2B forward: 5, - aaatccagatctcccgcatcc-'3
reverse: 5’- tggcgctgttgaagatgatg-3
ASR2 5’-cccccacugcuaaauuugacug(dTdT) -3’
siRNAfor | ASR4 5’-ucccccacugcuaaauuugacugg(dTdT)-3
dual |uciferase ...........................................................................................................
assay Mutant | 5’-agggggacuaaauuugacgg(dTdT)-3’
Control | 5’-ccuacgccaccaauuucgu(dTdT)-3’




Supplemental Table 2

L591 L591kd
Ago2 IP (Ct) | Ago2 incorporation
ASR1 undetected undetected
ASR2 23.07 —
ASR3 29.81 T
ASR4 24.43 —
miR-21 19.91 1

Incorporationchange of ASR-1-4 and mir-21 into Ago2 in Ago1 knocked down cell
(9):unchanged (1):upregulated
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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 pg) were applied for
Northern blotting.
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Name StrandStart p-value Sites 7]
chr20.fa_R_16651312 = 1 2.32e-13 CCCACU CUUCACUU-ACUA UCU
chri6.fa_R_489323 - 1 2.32e-13 CCCACUSCUUCACUUCACUAS CCA
chr7.fa_F_148680922 - 1 2.32e-13 CCCACU-CUUCACUU-ACUA CCU
chr9.fa_R_21160261 -+ 2 2.32e-13 U CCCACUCCUUCACUUCACUAC AU
chr20.fa_R_16651313 = 2 2.32e-13 U CCCACUSCUUCACUUCACUAC UC
chr9.fa_R_21160263 -+ < 2.32e-13 ACU CCCACUSCUUCACUUACUA
chr9.fa_R_21160262 = 3 2.32e-13 CU CCCACU-CUUCACUU-ACUAC A
chr20.fa_R_16651314 = 3 2.32e-13 CU CCCACUCCUUCACUUCACUAC U
chr7.fa_F_148680820 - 3 2.32e-13 CU CCCACU-CUUCACUUCACUA C
chr7.fa_F_148680921 = 2 2.32e-13 U CCCACUCCUUCACUUCACUAC CC
chr19.fa_R_65729%4 - 2 1.35e-12 U CCCACU-CUUCACUU-ACUAU CC
chr19.fa_R_6572995 - 3 1.35e-12 CU CCCACUSCUUCACUUCACUAU C
chr19.fa_R_6572996 = 4 1.35e-12 ACU CCCACU-CUUCACUUCACUAU
chr3.fa_R_38546599 - 3 2.06e-12 CUCCCACUSCUUCACUUCACULG C
chr3.fa_R_38547000 - 4  2.06e-12 ACU CCCACUSCUUCACUUCACU
chr5.fa_R_78466084 - 2 3.22e-12 U CCCACUCCUUCACUUCACURA CC
chr5.fa_R_78466085 - 3 3.22e-12 CU CCCACUCCUUCACUU-ACUAA C
chr5.fa_R_78466086 -+ 4 3.22e-12 ACU CCCACUSCUUCACUU-ACUARA
chr7.fa_R_148684254 = 1 8.91e-12 CUCACUACUCCACUUCACUAC UCU
chr7.fa_R_148684255 = 2 8.91e-12 U CUCACUACUCACUUCACUAC UC
chr7.fa_R_148684257 - < 8.91e-12 CUU CUCACUACUSCACUUCACUAC
chr5.fa_R_17117713 =+ 3 8.91e-12 UU CUCACUACUSCACUUCACUAS C
chri.fa_R_156453918 - 3 8.91e-12 UU CUCACUACUGCACUUCACUAS G
chr7.fa_R_148684256 = 3 8.91e-12 UU CUCACUACUCCACUUCACUAC U
chr4.fa_R_79553455 - 3 2.05e-10 UU CUCACUACUGCACUUCACUCA U
chr4.fa_R_79553456 -+ < 2.05e-10 CUU CUCACUACUCCACUUCACUCA
chr7.fa_F_148660476 - 1 2.56e-10 CCCACUCCUAAAUUUCACUCS CUU
chr7.fa_F_148660475 - 2 2.56e-10  C CCCACUSCUAAAUUUCACUSG CU
chr7.fa_F_148660474 = 3 2.56e-10 CC CCCACUCCUARAUUUCACUCC C
chr7.fa_F_148660473 = 4 2.56e-10 CCC CCCACU - CUAAAUUUCACU.
chr7.fa_F_148638630 = 3 1.60e-09 CC CCCACAACCCCCCUUCACUAC C
chr7.fa_F_148638629 = 4 1.60e-09 CCC CCCACAACCCCCCUUCACUA
ChrlB.fa_R_50482799 + 4 2.10e-09 CCC CCCACUSCUAAAUUUCAAU
chrg.fa_R_70602371 = 1 1.25e-08 ACCCUCUUCACCUUCACUCU AGU
chr8.fa_R_70602373 =+ 3 1.25e-08 AA CACCCUSUUCACCUUCACUCU A
chri.fa_F_237766555 =+ 4 1.25e-08 GAA CACCCUCUUCACCUUCACUCU
chri.fa_F_237766557 - 2 1.25e2-08 A CACCCUSUU -ACCUU-ACUCU AG

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.
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Control siRNA (Ctrl.) or siRNA targeting Ago2 (siAgo2) were transfected into L591 cells by Neon™ 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
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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)



