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Table S1. Primers sequences for making the different constructs.

Target (vector)

tca-iab-4 (pAC5.1)

tca-iab-8 (pAC5.1)

Primers’

FP-KpnI;5'-TTTGGGTACCCATACTGCTCCCGAGGGAACGAGGGATTACTTTTAT-3"
RP-EcoRI;5'-CAGGGAATTCCATTGTTAAAAAGCGTCAAGACTTAGCTGGAGT-3"

FP-KpnI;5'-TTTGGGTACCCGTTGAGTGTGTTTTACATCGATTAACTGATAT-3"'
RP-EcoRI;5'-CAGGGAATTCCATACTGCTCCCGAGGGAACGAGGGATTACTTTTAT-3"'

tca-Ubx-3'UTR (psicheck?2)

tca-abda-3'UTR (psicheck?2)

FP-XhoI;5'-CCCCTCGAGGGATTACTTCGGTGCTGTTGGCGGATCAGCATAA-3'
RP-NotI;5'-GGGGCGGCCGCCCGAAAAACCATTAGCCACGTTACACTCCCAAA-3"

FP-XhoI;5'-TCCTCGAGCGAGTGACTTGACCTTTTGTTTTATAC-3"
RP-NotI;5'-TAAGGCGGCCGCTGGCGTATACGTATTCATTTTCTTTAC-3"

tca-Scr-3'UTR (psicheck?2) FP-XhoI;5'-ACCTCGAGGACGTGTTTATGTGATTCCATTAGA-3"
RP-NotI;5'-AAGCGGCCGCCTAAATTGTACGTCTTTCACACACAC-3"
tca-abdb-3'UTR (psicheck?2) FP-XhoI;5'-ACCTCGAGCAGTGCCAAAGAGTTATTTAGGAAA-3"

tca-Antp/ptl-3'UTR (psicheck2)

dme-iab4-S (pAC5.1)

RP-NotI;5'-AAGCGGCCGCGTTAAAGACCGCGTTAACTATTCTGT-3"'

FP-XhoI;5'-GTTCCTCGAGACTCCTCGTCACGATAACCATGTACCTAATT-3"
RP-NotI;5'-TAAGGCGGCCGCGGTAATTTGTCCGAAATTAAGTGTCGGCCAAACT-3"'

FP-KpnI;5'-TTGGTACCCATCTTTACATCTGGATATGGTTTCATCT-3"
RP-EcoRI;5'-TGGAATTCAAGTGTAAGACCATATAACAAAGTGCTACGT-3"

dme-iab4-AS (iab-8) (pAC5.1)

dme-Ubx-3'UTR (psicheck2)

dme-abda-3'UTR (psicheck?2)

FP-EcoRI; 5'-TTGGAATTCCATCTTTACATCTGGATATGGTTTCATCT-3"
RP-KpnI;5'-TTGGTACCAAGTGTAAGACCATATAACAAAGTGCTACGT-3"

FP-XhoI; 5’ -ACCCTCGAGGTTGAATGCGAGCAAAATTCTGTTGATA-3"
RP-NotI;5'-ATTTAAAAGGCGGCCGCTTCACTCTAGTCGTTTGGGCGAGAA-3’

FP-XhoI;5'-TCCTCGAGGATAGCAAGCAGAAGATAAACTCGAT-3'
RP-NotI;5'-TTGCGGCCGCAACAGAAGTTTTAGCAGTAGGGTTCA-3"'

dme-Antp-3'UTR (psicheck?2)

FP-XhoI;5'-TGTCCTCGAGGATCGACGGAGTCTACCCACTTAAATGAA-3"
RP-NotI;5'-ATAGGCGGCCGCTTCCGCTTTGCAGCCCTTTCACTGCATTCT-3"

iab-4-5p perfect complementary (psicheck2) FP; 5’ -GGTTCCCTCGAGTCAGGATACATTCAGTATACGTCCCGGGAATTCGTTTAAACC -3’
RP; 5’ -TATACGGTCCCCATGGAGC -3’

iab-4-3p perfect complementary (psicheck2) FP; 5’ -GGTTCCCTCGAGTTACGTATACTGAAGGTATACCGCCCGGGAATTCGTTTAAACC-3'
RP; 5’ -TATACGGTCCCCATGGAGC-3"

iab-8-5p perfect complementary (psicheck2) FP;5’ -GGTTCCCTCGAGGGTATACCTTCAGTATACGTAACCCGGGAATTCGTTTAAACC-3"
RP; 5’ -TATACGGTCCCCATGGAGC-3’

iab-8-3p perfect complementary (psicheck2) FP; 5" -GGTTCCCTCGAGTAAACGTATACTGAATGTATCCCCCGGGAATTCGTTTAAACC-3’

RP; 5’ -TATACGGTCCCCATGGAGC-3"

" FP: forward primer; RP: reverse primer. Added restriction site is also indicated.




Table S2. Primers used in mutagenesis of 3'UTRs.

Target Primers (changes are shown in bold)

tca-antp/ptl-3'UTR tca-antp-M-FP;5'-CGTAACGCTGCTACAAATCGAGTATCGCTAACTAATTATTTTAAT-3"
tca-antp-M-RP; ATTAAAATAATTAGTTAGCGATACTCGATTTGTAGCAGCGTTACG-3'

tca-Ubx-3'UTR tca-ubx-M1;5'-GCGATCGCAACTATATAACCAATTGGGTTTATGTGCC-3"'
tca-ubx-MC; 5'-GGCACATAAACCCAATTGGTTATATAGTTGCGATCGC-3"

tca-ubx-M2;5'-GGAAACTTAACGATATAACCAAATTATAATCCTAGTA-3"
tca-ubx-M2C; 5'-TACTAGGATTATAATTTGGTTATATCGTTAAGTTTCC-3"

tca-ubx-M3;5'-GTACAAGAAATGTAATACCAAATGTACTAATTATA-3"
tca-ubx-M3C; 5'-TATAATTAGTACATTTGGTTATACATTTCTTGTAC-3"

tca-abd-A-3'UTR tca-abdA-M1;5'-CTCTTAGTACTCTTATCGCTAATTTGGTGTCAGGGTAG-3"
tca-abdA-M1C;5'-CTACCCTGACACCAAATTAGCGATAAGAGTACTAAGAG-3'

tca-abdA-M2;5'-GCCTTCTCCACATTTAGATCGCTAAAATTGTACAATATTTTC-3"
tca-abdA-M2C; 5'-GAAAATATTGTACAATTTTAGCGATCTAAATGTGGAGAAGGC-3"

tca-abdA-M3; 5'-GTAAAGAAAATGAATCGCTATCGCCCAGCGGCCGCTGGCCGLC-3"
tca-abdA-M3C;5'-GCGGCCAGCGGCCGCTGGGCGATAGCGATTCATTTTCTTTAC-3"'



Table S3. Target overlap between iab-4 and iab-8. P-values for randomization tests.
See main text for details. RAND and SIMUL account for two different ways of

calculating the null distribution as described in Marco et al. (2012) Silence 3:8

Canonical seeds — RAND

iab-4 §' iab-4 3' iab-8 §' iab-8 3'
iab-4 5' * * * *
iab-4 3' 0.067 * * *
iab-8 5' 0.014 0.248 * *
iab-8 3' 0.273 0.159 0.456 *
Canonical seeds — SIMUL

iab-4 §' iab-4 3' iab-8 §' iab-8 3'
iab-4 §' * * * *
iab-4 3' 0.089 * * *
iab-8 §' 0.030 0.305 * *
iab-8 3' 0.396 0.220 0.689 *
miRanda — RAND

iab-4 §' iab-4 3' iab-8 §' iab-8 3'
iab-4 §' * * * *
iab-4 3' 0.694 * * *
iab-8 §' 0.553 0.823 * *
iab-8 3' 0.932 0.932 0.907 *
miRanda — SIMUL

iab-4 5' iab-4 3' iab-8 §' iab-8 3'
iab-4 5' * * * *
iab-4 3' 0.719 * * *
iab-8 §' 0.630 0.794 * *
iab-8 3' 0.899 0.901 0.880 *




Table S4. Target overlap between mir-307a and mir-307b. P-values for randomization
tests. See main text for details. RAND and SIMUL account for two different ways of

calculating the null distribution as described in Marco et al. (2012) Silence 3:8

Canonical seeds — RAND

mir-307a 5' mir-307a 3' mir-307b 5' mir-307b 3'
mir-307a 5' * * * *
mir-307a 3' 0.294 * * *
mir-307b 5' 0.060 0.344 * *
mir-307b 3' 0.710 0.928 0.629 *
Canonical seeds — SIMUL
mir-307a §' mir-307a 3' mir-307b §' mir-307b 3'
mir-307a §' * * * *
mir-307a 3' 0.261 * * *
mir-307b §' 0.030 0.261 * *
mir-307b 3' 0.648 0.891 0.535 *
miRanda — RAND
mir-307a §' mir-307a 3' mir-307b 5' mir-307b 3'
mir-307a 5' * * * *
mir-307a 3' 0.253 * * *
mir-307b §' 0.246 0.293 * *
mir-307b 3' 0.184 0.185 0.309 *
miRanda — SIMUL
mir-307a §' mir-307a 3' mir-307b 5' mir-307b 3'
mir-307a 5§' * * * *
mir-307a 3' 0.309 * * *
mir-307b 5' 0.308 0.380 * *
mir-307b 3' 0.263 0.268 0.387 *
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