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ATGGAAATGGAGACCATTGAAGAGCAATCGAAGTGCGAGATGTCCATAAC
AACGCTGCCCACGCGCATCTGCCTGGTGGGAGGCGTTGGCCAGGATGCGG
ACACGCTGCAGGCAGCCGAATCCTTTGGCCTGCCCATCGTTACGTCGGAC
ACGGGTCTGGACATTCTCGGAGAGTCGTCGGACTGGCGGACATTCTACGT
GCTGGATGACTTCGAGGGTGCCAGCTTCGAGGCGATACACAAGCAAAAGG
AATGCATTCTGGGACCGCCGGCTTTGAAGTACGCGGCCGAGATGAAACAG
ACACTGGGCCAGAACTCGCGGCCCATTTACAATTACGCGATGCGCGGCGT
GGTCACTTGTTTTACAGGCATACGCAAGAAGGATGAGCTGACAAAGCTGG
TCAATCTCATTCACTCGATGGGTGGCTGCATCAAGAAGGACCTGAACACG
AAGACCACGCATTTGATTTGCAACCACAGTGGCGGCGAAAAGTACCAGTA
CGCCAAAACCTTTCGGTTGACCGTGGTTCGTCCTGCTTGGGTGTTTGCCG
CTTGGGCGGATCGTAATTCGCTGGAGTTCGATGCCACGCAAGAGAATTTC
ACCAAGACGCATCGCCTGAAGGCATTCGAGGGTCAAAAGATTTGCTTCTT
TGGATTCCCTGTGGAGGAGCATCAGCATATGGTGGATGTACTTTTAGAAA
ACGGAGGCGTTTGCGCCGAGCTCGATGATCCGGAGTGCTCGCATGTCGTG
GTTGACGAGCACACGACTTTGACGAAGCCGGAGCCGAAGAATAATCACAC
TCATATCCTGAAATCAGACTGGTTCTGGTATACCATACAGAATGGCTATG
CCAATGAGATGGACTATCTGTTTGGCGACTATTTGGATAGCATCACGAAT
ACACCGAACACAGATCGTCGGGATTCATTGCCCATTAGCTTTAACAAAAG
GAAACGCAAGCGTTTTTCGCAACGCATCCAGCTGGAGGGTACTCCGTTGG
GTTCTGGTAAACGACGCTCCTCCGTTTCGGATGCCGGTCTATTGTCTGTC
TCAAATAGTTTATTCGATTGTACCACCAGTCCGGATAAACTGGAGTCGGA



CAAGCTGTTGCATGCCGAGCCGGAGGCGAGCGATGCCACTCCAGCCAAGA
AATCGATGCGCTTTAATCACTTTATGGACTTTTATACCACAGAGTCCAAC
TACGTGGGCATATTGGACACCATACTGAATCTTTTTAAAAACAAGTTGGA
AGAGTTGGCTGAAACCAATGATCCGCTGCTTAATAAGTCGGAGATCAAGA
CGATCTTTGGCAACTTCCTGCCTATCCACGAGGTACACCAAAGCATGCTG
GAGCATCTGCGGAAATTGCATGCTAACTGGCGGGAGGATTGTCTTATTGG
AGACATTATCATTCAACATCGCGACGAGCTGATAAAGGCGTATCCACCAT
ACGTCAACTTCTTCGAGCAGATGAAGGAGCAACTGCAGTACTGCGATCGG
GAATATCCGCGTTTCCACGCCTTTCTGAAGATTAATCAAACGAAACCGGA
GTGCGGACGCCAAGGTCTACAAGATCTGATGATCCGTCCAGTTCAGCGAT
TGCCCAGTATCAGTCTGCTGCTAAATGATATATTGAAACATACGACAAGT
GGCAATGCGGACCACGGACGTTTGGAGGAGGCTCTGAAGGCCATCAAGCA
GGTGACACTGCACATCAACGAGGATAAAAGGCGGACCGAATCGCGCATGG
CCATCTTCGATATATTCAACGATATCGAAGGATGTCCGGCGCATTTAGTG
AGTTCCAACCGCAGCTTTATTTTGAAGTGTGAGGTGAACGAGCTCTCCGA
TTCGCTGAGCGGTCGTGGTGATAGCCTGGTCCTGTACCTGTTCTCCGATT
CCATTGAGCTATGCAAGCGGCGTTCTAAAGGATTCAACACTGCAAAATCG
CCAAGCACGGCCAAGACGCATAAGCATCTCAAGCTGATATCTTTGAATAC
GATCCGGTTAGTGATTGACATCTCGGATAGTCCAAGAGCTTTTGGTTTGC
TCTTGCGGGGCGATAAGGAGAAGCTCTATACGTTTACGATCAGTGATGAG
GAGACAGATAAGTCGGTCTACGTAAAGAAATTGTGCAACCAGATTGCAGC
CCACACCTGCCGTACTGATGCGGACAAACTTTTGATTTGTCGCACCTCCC
AGGAACTGGAGGTGGACATAAGTGATGTGAATGTCAGCACGCTCAGCAAA
GCCTTTAAACTGGCGGCCAAAACGCGACTCAAGGTGGGTCGTGCTTTCTC
CTTTAACAAAACGCCCAACAAACTGAAACGGGCCGTATCCACGATGATGA
CTTCGCCGTTTGGCAGCACCAACTCTCTAACACCTGCCTCTCAATTGGCC
CAGATGCGTTTGGCCAGCTGCACGAATATAAATGAGGTTGATGATGAGGA
CTGTGCAAGCATGCGAAGCAGTTCGCCGTCAACACAATCCGAGATGCTAG
TGGTACCGCCACTTTCGGTGCAACCCACGCGGAAAAACAAGGCCGTTGTG
GGCCGCATTTAG
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GAATTCCATGAAAATGGAAGCTAGACAGAAACAGAACAGETTCACTAGTAAAATGCAAAAAA
TCGTGAATCATCGGGCGTTTACGTTTACGGTGATCGCGTTAATTCTTTTTAATGCCCTTATC
GTTGGAATCGAAACCTATCCACGTATTTATGCTGATCATAAATGGTTATTCTATCGAATAGA
TCTTGTTCTTCTCTGGATCTTCACGATTGAAATTGCGATGCGCTTTTTAGCTTCGAATCCGA
AATCAGCTTTTTTTCGAAGTTCATGGAATTGGTTTGATTTCTTAATTGTAGCCGCAGGTCAT
ATATTTGCAGGTGCTCAATTTGTGACGGTTCTCCGTATTTTACGGGTTCTCAGGGTACTACG
GGCCATCTCAGTTGTTCCATCGTTGCGCAGGTTAGTTGATGCGTTGGTGATGACGATCCCGG
CGTTAGGAAACATCTTAATCTTGATGAGCATTTTCTTCTATATTTTTGCCGTTATCGGGACG
ATGTTATTTCAGCATGTGTCGCCTGAATATTTCGGTAATTTACAGCTTAGTTTGTTAACATT
GTTCCAAGTGGTCACGCTAGAGTCATGGGCGAGCGGCGTCATGCGACCAATTTTTGCCGAAG
TTCCGTGGTCTTGGCTTTATTTTGTCAGCTTTGTCTTAATCGGTACGTTTATCATCTTTAAC
TTGTTTATCGGTGTAATCGTCAATAACGTTGAAAAAGCAGAGTTAACGGACAATGAGGAAGA
TGGTGAAGCCGATGGGTTAAAACAAGAAATCTCAGCCTTAAGAAAAGACGTAGCCGAGCTAA
AAAGCTTGCTTAAACAATTGAAATGATGATACAAAAGAGGTTCTTAGTCAAATGTTGGGTCT
AGA
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w; da-Gal4; UAST-ego-1 x  w; +; UAS-syt.eGFP

4 w; da-Gal4/+; UAST-ego-1/ UAS-syt.eGFP + x 2 w; If/CyO; MKRS/TM6B

!
Y4 of the progeny should be: w; da-Gal4 /CyO; UAS-syt.eGFP /TM6B

i.e. da-Gal4>> UAS-syt.eGFP, up to 100 1% or 2" instar larvae were checked,
however none of them were GFP fluorescent, indicating that silencing by EGO-1 is
irreversible.
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Three parallel crosses were set up as follow to test if RRF-1 and EGO-1 can independently
silence hairpin pbIRNAi G-

A:w; da-Gald; + x  w; pbIRNAj *BG: +

All progeny were killed at the pupae stage

B: w; da-Gal4; UAST-rrf-1 x  w; pbIRNAj “8GD: +

All progeny were killed at the pupae stage

C:w; da-Gal4; UAST-ego-1 x  w; pbIRNAj “CGD; +

All progeny developed to the adult stage, indicating that ego-1 rescued flies by
directly silencing hairpin pbIRNAj 2@
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Number of
progenies  with
. . ebble ene
Cross | Cross in Genotype Nymber of Progenies with or gilenced ongthe
without CyO phenotype :
posterior
compartment  of
the wing disc
’ ’ en-Gal4>> pbIRNAI
4BED) 4 YAST-rrf-1 10 10
’ ’ en-Gal4>> pbIRNAI
48B1) 4 YASP-ego-1 8 8
147 0
c* w; en-Gal4/CyO; UAST-ego-1 CyO
w; pbIRNAj 48D + en-Gal4>> pbIRNAI
83D + UAST-ego-1 200 0
S10

eGFP DNA probe
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~700 bp eGFP fragment —— —»
Hpall ~7bp depending on
I:paIl U ~320 hpl ~80bp \ ~60 bp . 520 bp | ~a ppintearation location .
I T T T T 1
~700 bp eGFP fragment —»
~?bp depending on
Hhal <410 bp ~290 bp ~35 bp ~320 bp ~70 bp Integration location
1 1 1 1 1
1 1 ' 1
579 bp
Hpall ~1470 bp
Hpall 370 bp ~30 bp ~270 bp Hpall ~170 bp Hpall 130 bp
1 1 I } Ego-1
I T 1 T
~a0 bp I
Syt-eGFP
579 bp
Hhal Hhal Hhat ~1050 bp
Hhal ~300 bp ~400 bp ~20bp j00bp ~30 bp
1 PR 1 Ego-1
| L | T I
~320 bp
Syt-eGFP
UAST promoter region (387)

CTCCGAGCGGAGTACTGTCCTCCGAGCGGAGTACTGTCCTCCGAGCGGAG

seq29

(212)

TTCCGAGCGGAGTACTGTCCTCCGAGCGGAGTACTGTCCTCCGAGCGGAG

Consensus

(401)

TCCGAGCGGAGTACTGTCCTCCGAGCGGAGTACTGTCCTCCGAGCGGAG

500

UAST promoter region

(437)

TACTGTCCTCCGAGCGGAGACTCTAGCGAGCGCCGGAGTATAAATAGAGG

seqg29

(262)

TACTGTCCTCCGAGCGGAGACTCTAGTGAGCGCCGGAGTACAAATAGAGG



Consensus (451)

TACTGTCCTCCGAGCGGAGACTCTAG GAGCGCCGGAGTA AAATAGAGG

550

UAST promoter region (487)
CGCTTCGTCTACGGAGCGACAATTCAATTCAAACAAGCAAAGTGAACACG

seqg29 (312)
CGCTTCGTCTACGGAGCGACAATTCAATTCAAACAAGCAAAGTGAACACG

Consensus (501)
CGCTTCGTCTACGGAGCGACAATTCAATTCAAACAAGCAAAGTGAACACG

600

UAST promoter region (537)
TCGCTAAGCGAAAGCTAAGCAAATAAACAAGCGCAGCTGAACAAGCTAAA

seq29 (362)
TCGCTAAGCGAAAGTTAAGTAAATAAATAAGTGTAGTTGAATAAGTTAAA

Consensus (551)

TCGCTAAGCGAAAG TAAG AAATAAA AAG G AG TGAA AAG TAAA

650

UAST promoter region (587)
CAATCTGCAGTAAAGTGCAAGTTAAAGTGAATCAATTAAAAGTAACCAGC

seq29 (412)
TAATTTGTAGTAAAGTGTAAGTTAAAGTGAATTAATTAAAAGTAATTAGT

Consensus (601)

AAT TG AGTAAAGTG AAGTTAAAGTGAAT AATTAAAAGTAA AG

700

UAST promoter region (637)
AACCAAGTAAATCAACTGCAACTACTGAAATCTGCCAAGAAGTAATTATT

seq29 (462)
AATTAAGTAAATTAATTGTAATTATTGAAATTTGTTAAGAAGTAATTAT-

Consensus (651)

AA AAGTAAAT AA TG AA TA TGAAAT TG AAGAAGTAATTAT






