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Figure S1. Homologs of tra2 do not control sex determination in A. gambiae. Related to
Figure 1. RT-PCR analysis of dsx splicing in the A. gambiae Sua5.1 cells transfected with in the
vitro—synthesized dsRNA of A. gambiae tra2a (AGAP029421) (A), tra2b (AGAP006798) (B), and
fle (AGAP013051) (C), as compared to the control cells. No difference in dsx splicing pattern
between the dsRNA-transfected and the control cell samples in A or B indicates that neither of
the tra2 paralogs is involved in the A. gambiae sex determination pathway. In contrast, fle
dsRNA-transfected cells produce fewer female-specific dsx transcripts, which coincides with a
clear production of male dsx transcript forms (C). Cropped elements of the gel image presented
in C, with two poor quality RNA control sample lanes omitted, are shown in the main body of the
paper as Fig. 1A. M and F, male and female pupae; (-), negative control.
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Name Accession  Description Interval E-value
RRM_1 pfam00076  RNA recognition motif. (a.k.a. RRM, RBD, or RNP domain) 293-363  2.88e-15
SR-25 cl26281 Nuclear RNA-splicing-associated protein; SR-25, also known as ADP-  367-419  9.25e-06
superfamily ribosylation factor-like factor 6-interacting protein 4
RRM_SF cl17169 RNA recognition motif (RRM) superfamily; RRM, also known as RBD 123-185  6.34e-05
(RNA binding domain) or RNP (ribonucleoprotein domain)
RRM_SF cl17169 RNA recognition motif (RRM) superfamily; RRM, also known as RBD 38-93 5.89e-04
(RNA binding domain) or RNP (ribonucleoprotein domain)
B nuer?;aq;‘.?I‘Hv‘s‘Hlﬁﬁ‘H‘u‘s””w‘HI:}SH.Z‘n
Specific hits i [ ]
Superfamilies SR-25

63— Lucilia cuprina Tra2
c Musca domestica Tra2 D
Ceratitis capitata Tra2 T CIR T I z gt . PPN :
Lucilia cuprina_Tra2 EK L C SVYTTQLKIREIFS ERIQVVIDAQT SCFIYYEN!A-DAK:/CDNCCCUEE| AYSITER HT T
Drosophila melanogaster Tra2 Musca domestica_Tra2 EK S C© SVHTTQOQTRETFSKYG" IERIQVVVDAQT! CFIYYKHI A<D/ EVARDQUCEQEVD AYSITER HS'T
Sciara ocellaris Tra2 Ceratitis capitata_Tra2 EK VN SVYTTQQKIRDIFS ERIQVVIDAQT 1 YYDD A-D/ KA KDACSCVE DD DYSTTQR HT T
x Drosophilamelanogaster_Tra2 ~ EH Q'S NINTSQHK/RE! "NKYG 1ER1QVVDAQTQ CFIYFEKLS-DARAAKDSCSGIEVD DESITQRAHT T
Bombyx mori Tra2 Sciara ocellaris_Tra2 EK RKS SVYTTKDQIVQIFSKYG IERVQUVVDAAT CEVYFDRID-DATVARDHCTGHEIDNRRIRVDYS ITLR HE T
Apis mellifera Tra2 Bombyx mori_Tra2 EN TS SLYTTEQQTNHIFSKYG VDKVQUVIDAKT! CFVYFEDVE-DAKT AKNECTGHETD DYSITQRAHT T
z Apis mellifera_Tra2 EN S S STFTTEQQVHRTFSKYG VERTQVVIDAKTGHSKGYCFVYFESLE-DAKVAKEQCAGHETD DYSTTQRAHT T
Nasonia vitripennis Tra2 Nasonia vitripennis_Tra2 DN TS SICTSEQSLYHIFSKYG VERVVVVIDAKTKI CFVYFESLE-DAKVAKEQUSGHATD DYSITERAHT T
Tribolium castaneum Tra2 Tribolium castaneum_Tra2 DN K S SVYTTEDELYHIFSKYG LERVQVVIDAKT SFVYFENTD-DAKVAKDQCSGMKINGKNTRVDYSTTERAHT T
Armadillidium vulgare_Tra2 EA R N SLYTTERQINHIFSKYGDIDKVQVVLDAKT AFVYYESVD-DATE KNS SCUE D DYSITER HT T
Amadillidium vulgare Tra2 Daphnia pulex_Tra2 DN E T YG ' LEKVQUVKDAKT! AFVYFESLE-DAKLAKEQCTGLETD DYSTTQR HT'T
Daphnia pulex Tra2 Anopheles gambiae_Tra2b DS E S EKSV/YD/KTRLS YIKSQA-ES /AN NGLOH DYSITDQ H' ''T
Anophel Tra2 Aedes albopictus_Tra2b VD KST YCT DKM /YD KTKA: ¥7QEQS-§/ TEKLQ-NGVE  HERT RVDYSUTER HT T
nopheles gambiae Tra2b Anopheles gambiae_Tra2a STSCKVVIAVSN! SUYTTEAEL ¥DTFS RKTTVVLDAKTGRS YFESAE-DAK/AHDQANG E1CD DESATNK HD'T
Aedes albopictus Tra2o Aedes albopictus_Tra2a EYDESKA!/ AVFNI NI YTTDAE YD A KKATTVIDAKTGRS: YESTE-DRVHTE!NC1E ! CD: DYSATEK HD'T
Aedes albopictus_Tra2g EYDKSKE'/ ' AV N/ ST YTTESE YD S RKATVVIDAKTGRS ¥FESTE-D/KE HEQ'NC E’ (D DFSATEK HD'T
qq | Anopheles gambiae Tra2a Tropilaelaps mercedesae_Trazb-like DR E S SKYCRVEDVQVVYDAQTGRS YYESED-D/NE KEK/NCIE D DESTTRRAHT T
Aedes albopictus Tra2a Trichinella pseudospiralis_Tra2-like EN TS SKYGKVDDIQLVYDH SGRS YFDTVE-DAVI ARERAAGSEIDGHRIRIDFS TTKR HT T ==
. Brugia malayi_Traza PEE S SQYGDIDNVQLVFDH TGRS YFRKTE-DAIEAKERVAGTETDGHKTRIDYSTTR - HT T
Aedes albopictus Tra2g Homo sapiens_Tra2b AN D NC SKYG' 1ADVSIVYDQQSRRSRGFAFVYFENVD-DAKEAKERANGVELD DESITKR HT'T
Tropilaelaps mercedesae Tra2b-like Danio rerio_Tra2a AN D NT. SRYCSTAGUNVVYDQRTGRSRE AN VY ER T D-D/ KB/ MER NCVELD DYSITKR HT T
Trichinell Jis Tra2-like Homo sapiens_Tra2a AN D NT SRYC |SCUNVUYDQRTCRSRCIAS Y ER ' D-DSKE MER NC/EL D DYSITKRAHT T
rionie: aDSEUdOSD!IaIS fazlike Aedes aegypti_Nix KK LYNES DIQKIT. D-VVONSKQY! YYKKRT-S'N ‘VI'DCEN/ ECNKIS/Ri -/ EK---KV KN
Brugia malayi Tra2a Anopheles gambiae_Fle SNEEN. N DTTEKT MK!SRYCHVKD K. YDCKTNVSRCYS: | Y:KHS-D/RR"QRKI NCTM! E DSRS-K HE RiDR
H Tra2b Anopheles gambiae_AGAP001643 NTKHQKHTF'/-N/NSKMSERE ED’ *ARYCR!EN/DIRR---=-~ ReCEVYNYSNRDHA"KALE/NN/K'M SINSE-K HRECYT
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Figure S2. A. gambiae Fle is an RRM protein with putative binding sites in doublesex and
fruitless, and is not closely related to TRA2. Related to Figure 1. (A) Conserved domains in
the A. gambiae Fle protein identified through a search against the Pfam v.31.0 database. (B)
Jpred4-based secondary structure prediction of the putative RRM regions in Fle. a-helices are
marked in red and B-sheets in green. The truncated first putative RRM lacks the B, sheet. (C) The
maximum likelihood phylogenetic tree of Fle, representative Tra2, and other RRM proteins inferred
with MEGA v. 7.0.26 using the JTT matrix-based model and a discrete Gamma distribution to
model evolutionary rate differences among sites. The tree is drawn to scale, with branch lengths
measured in the number of substitutions per site.The analysed data set consisted of amino acid
sequences aligned using ClustalX2. All gapped alignment positions were eliminated prior to
analysis; there were 82 positions in the final data set, covering RRM (C-terminus proximal in case
of Fle) and its immediate flanks (see D). The tree was rooted with the D. melanogaster SR family
splicing factor SC35. Numbers above or below branches representing bootstrap support >50% are
based on 500 ML bootstrap replications. (D) An alignment of the amino acid region used for the
phylogenetic reconstruction. Identical/similar positions are marked above, and the location of the
RRM (thin line) and RNP sequence elements below, the alignment.



A A. gambiae
A arabiensis
A. quadriannulatus
A. melas
A merus
A epioticus
A dius

MGDTLWS - PAMNEPSTS-QPQLPRFTENDQ! L LENTVYVGNLPKQIMLTDLIELFKYAGRIERVAWYGEHRTDINTKV
MGDILWS - PAMNEPSTS-QPQLPRFTENDQLFDELLENTVYVGNLPKQIMLTDLIELFKYAGRIERVANYGEHRTDINTKY
MGDTLWS - PAMNEPSTS-

MGDILWS-PAMNEPS

MGDTLWS - PAMNEPSTS-
PPMNEPS
MGDTLWP-AAMSEPST:

A farauti MGDILWP-ARMNDES
A culcifacies  MGDILWPAAAMNEPSTS-
A. minimus \AAMNEPSTS-QPQGPRL TENDU
A funestus MGDILWP-AAMNEPSTS-QPOGPRLTENDQLEDDLLENTVYVGNLEQTIMLTDLIELFKYAGRTERVARYGEHRTDINTKY
A maculatus MGDILWQ-PVMNEPS LENTVYVGNLPKNIMLTDLIELFKYAGRIERVAWYGEHRTDINTKY
A stephensi MGDTPHQ-PTHNEPSTS- ELLENTVYVGNLPKNIVLTDLIELFKYAGRIERVAWYGEHRTDINTKV
Aatopavus  MCD-PHP-ARMSEPS LEHIVYVGNLEMNTALIDLTELFKYAGRIERVAWYGDHRTDINTKY
A sinensis MCD-PRP-AALTAPSTS-HPQLPPLTENDHLFEELVEH T VYVGNLPKETVLTDLI ELFKYAGRTERVAWYGEHRTDINTRY
A. albimanus 5-QL ooya TENDQLFEELHGHIVYVGNLPKSTLLTELIELFKEAGRI INTKT
A. dariingi LiHGH TVYVGNLPKS TLLTEL TELFKFAGRIBRVAWY GEHRTDINTKT
A. gambiae AFIRFRHSRHAKEAAKWDRIRYQDSILIVMQIFKDQWEDM: '”‘IMVRNIRDDTTDWQLYEAFRRFGKIYGILIPTHGTAYV
A. arabiensis KWDRIRYQDSILIVMQIFKDQWFDMSVS IMVRNIRDDT RFGKIYGILIPTHGTAYV
A AFIRF IRYQDSILIVMQIFKDQWEDM:
A. melas AFIRFI
A. merus AFIRFRHSRHAKEARKWDRIRYQDSILIVMQIFKDQWEDM:
A. epiroticus AFIRFI KWDRIRYHDSILIVMQIFKDQWEFDMSVS IMVRNIRDDTSDWOLYEAFRRFGKIYGILIPTHGTAYV
A.dius AFT AKWDRIRYHDSILIVMQIFKDQWE DMTVS IMVRNVRDDTTDWQLYEAFRREGKIYGILIPTHGTAYY
A. farauti AFIRFI KWDRIRYHDSILIVMQIFKDQWEFDMSVSIMVRNIRDDTTDWOLYEAFRRFGKIYGILIPTHGTAYV
A culiciacies  AF AKWDRIRYHDSILIVMQIFKDQWE DMSVSIMVRNIRDDTTDWQLYEAFRREGKIYGILIPTHGTAYY
A. minimus AFVRF KWDRIRYHDSILIVMQIFKDQWEFDMSVS IMVRNIRDDTTDWOLYEAFRRFGKIYGILIPTHGTAYV
A funestus AF AKWDRIRYHDSILIVMQIFKDQWE DMSVSIMVRNIRDDTTDWQLYEAFRREGKIYGILIPTHGTAYY
A. maculatus AFVRF KWDRIRYHDSILIVMQIFKDQWEFDMSVS IMVRNIRDDTTDWOLYEAFRRFGKIYGILIPTHGTAYV
A. stephensi AF AKWDRIRYHDSILIVMQIFKDQWE DMSV S IMVRNIRDDTSDWOLYEAFRREGKIYGILIPTHGTAYY
A. atroparvus AFIRFI AKWDRVRYHDSVLIVMQIIKDQWEDMSVS IIVRNIRDDTTDI AFRRFGKIYGILIPTHGTAYV
A sinensis AFIRFREARHAKEAAKWDRVRYHDS MSVS TIVRNIRDDTTDWQLYEAFRREGKIYGILIPTHGTAYV
A. albimanus AFIRFI AKWDRVRYFDSVLIVMQIFKDQWEDMSVS IIVRNIRDDTTDWOLYEAFRRFGKIYGILIPTHGTAYV
A. darlingi AFIRFRTARHAKEAAKWDRVRYFDSVLIVMQI FKDQWE DMSVS LIVRNIRDDTTDWOLYEAFRREGKIYGILIPTHGTAYY
A. gambiae GFYYEAETQCALEMNNNMFNGNRMRVEMLRRNLPLQQIDIFDITKNEVRLLRDMLLEVDEKLEQFYSAYDEAFNYSSKDYR
A arabiensis GFYYEAETQCALEMNNNMENGNRMRVEMLRRNLPLOOT DI FDI TKNEVRLLRDMLLEVDEKLEQFY SAYDEAFNYSSKDYR
A GFYYEAETQC! NLPLQQIDIFDITKNEVRLLRDMLLEVDEKLEQFYSAYDEAFNYSSKDYR
A. melas GFYYEAETQCALEMNNNMENGNRMRVEMLRRNLPLOOT DI FDI TKNEVRLLRDMLLEVDEKLEQFY SAYDEAFNYSSKDYR
merus GFYYEAETQCALEMNNNMFNGNRMRVEMLRRNLPLQQIDIFDITKNEVRLLRDMLLEVDEKLEQFYSAYDEAFNYSSKDYR

A epioticus
A dius

N-terminal similarity region

Fle DILWSPAMN] QPQLPRFTENDOLFDELLEN IVYVGNL T
DPNE ISNT: AEL IAFV

A maculatus

A. albimanus ISNI! L IAFV

IRYQDSILIVMOI 1 GEYY
AGAP001643 FQSHRLSVLLSNDDRKFLAGETTS FAE
A maculatus LAGYTT GESE
A. albimanus FQNHRLSVLL AGFTIA. PINFYAFVGFTE
Fle EAETQCAL --NLPLQQIDIFDI LEVDEKLEQFYSAYDEAENYSS
AGAP001643 DEDVRVRL QY FDNOQPSRGNNONNRMNQD-
A. Maculatus FGNQE: QSMMDDHD
A. albimanus I DEDMRVRL CDDEQYDRYDMGNPEEEGDD

C-terminal similarity region

Fle IFGMNPDTTEKTLMKLFSRYGHVKDIKL IYDGKTNVSRGY S

TYFKHAS-DARRAQRKLNGTMLEGRKVRVDFSRSKP

RRNLPLQOIDIFDVSKNEVRLLRDMLLEVDEKLEQFYSAYDEAFNYSSKDYF
GFYYETETQCALEMNNNMENGNRMRVEMLRRNLPLOQI DI FDI TKNEVRLLRDMLLEVDEKLEQFYSAYDEAFNYSSKDYR

A farauti GFYYEGETQCALEMNNNMENGNRMRVEMLRRNLPLOQT DI FDI TKNEVRLLRDMLLEVDEKLEQFY SAYDEAFNYSSKDYR
A. culicifacies GFYYETETQCALI RNLPLQQIDIFDMSRNEVRLLRDMLLEVDEKLEQFYSAYDEAFNYSSKDYR
A. minimus RRNLPLQOI DIFDMSRNEVRLLRD!

A. funestus GFYYEAETQCALI RRNLPLQQIDIFDMSRNEVRLLRDMLLEV]

A. maculatus GFYYEGETQCALEMNNNMENGNRMRVEMLRRNLPLOQT DI FDI TKNEVRLLRDMLLEVDEKLEQFY SAYDEAFNYSSKDYR
A. stephensi GFYYEGETQCALEMNNNMFNGNRMRVEMLRRNLP L Q.}T DIFDITKNEVRLLRDMLLEVDEKLEQFYSAYDEAFNYSSKDYR
A atroparvus RRNLPLQQI DIFDTAKNGVRLLRDMLLEVDEKLEQFYTAYDDAFNYSSKDYR
A. sinensis GFYYEEETQRALEMDNNMFNGNRMRVAMLRRN] J QQIDIHDTAKNEVRLLRDMLLEVDEKLEQFYTAYDDAFNYSSKEYR
A. albimanus RRNLPLQQI DIFDTARNDVRLLRDMLLEVDEKLEQFYSAYDEAFNYSSKEYR
A. darfingi GFYYEEETQRALEMDNNMENGNRMRVAMLRRNLPLQQIDIFDTARNDVRLLRDMLLEVDEKLEQFYSAYDEAFNYSSKEYR
A. gambiae RWKRKRRRVTPLLSDSS— NPDTTEKTLMKLFSRYGH

A. arabiensis RWKRKRRRVTPLLSDSS— SNR! SNEENS NPDTTEKTLMKLFSRYGH

A RNKRKRRRVIPLLS NPDTTEKTLMKLFSRYGH

A. melas NP TLMKLFSRYGH

A merus NP TLMKLFSR

A epiroticus TLMKLFSRYGH
A.dius S5 TTEKTIMKLESR

A farauti RWKRKRRRVIPLLSDSS— T

A.culiciacies  RWKRKRRRVIPLLSDSS-SSS NPDTTEKTLL

A. minimus RWKRKRRRVIPLLSDSS— SEL $ T

A funestus RWKRKRRRVIPLLSDSS-SSS NPDTTEKTLL

A maculatus RWKRKRRRVIPLLSDSS= SSSVSEMS! $ T

A. stephensi RWKRKRRRVIPLLSDSS-SSS TLMK

Aatopavus  KWKRKRRRVTPLLSESSDSSS] RSVIEVKRIMCGSNEEN R KL

A. sinensis KWKRKRRRVTPLLSESS svs S KL

A albimanus w\ww“mﬂssmfsm ASTVSVISNRSVIDVRRILCASNEEN g TL

A. darlingi ESSASTVSVISNRSVTDVRRI

A ganibiae

A. arabiensis

A, quadriannuatus
A. melas

A merus

A. epioticus

A.dius

A faraut

A culicifacies
A. minimus

A funestus

A. maculatus

A daringi

A. gambias
A arabiensis

8RS KPHEPRADRRKRVS T
SKPHEPRADRRKRVSPT
8RS KPHEPRADRRKRVS T
PHEPRADRRKRVSPT

RCCHRRHG:
RCCHRRHG

THHKKRKKRRVCYSSSDSE
KRKKRRVCYSSSDSE

Pl
A. merus

A epirticus
A. dirus

A faraut

A. culicifacies
A minimus
A. funestus
A maculatus

A albimanus
A. darlingi

Figure

RCCHRRHG:
RCCHRRHG
RCCHRRHG:

VCYSSSDSE
{HKKRKKRRVCY SSSDSE
THHKKRKKRRVCYSSSDSE
THHKKRKKRRVCYSSSDSE
DSE
RCCHRRHG-STHHKKRKKRRVCYSSSDSE
RCCHRRHGSSTHHKKRKKRRVCYSSSDSE
RCCHRRHG-STHHKKRKKRRVCYSSSDSE
RCCHRRHG: RRVC DSE
RCCHRRHG-STHHKKRKKRRVCYSSSDSE
RCCHRRHGSATHHKKRKKRRVCYSSSDSD

RCCHHRHG-ATHHKKRKKRRVCYSSTDSE
RCCHHGRG--THHKKRKK SSDSE
RCCHHRHG-GAHHKKRKKRRTHHSSSDSE

RCCHHRHG-ARHHKKRKKRRTHH;

EDIFARYGRLENVDFARRI
RETEEMFARFGRLSNKDFVRLKR-~
VGNIDGQVTAEELNHVEMRYGPIDEIDFQRFER-

EVYFNYSNRDHAFKALEMNNVKIMGRRLRVSFNSE
YGEVYFDYANREHAFKALEMNNV LRVAFNSDKP
YREVYIDYREREDAFRALDANDLKLADRRLRVAENGEK P

VGl
A maculatus  VGNVSKO!
A. albimanus

\GRR

S3. A highly conserved fle may have originated by gene duplication in the recent
common ancestor of Anopheles. Related to Figure 1. (A) Amino acid sequence alignment of the
fle orthologs from Anopheles species. The RRM region showing similarity to Tra2 RRM is shaded
black, with the RPN-2 and RPN-1 elements in yellow font. Two other putative RRM regions are
shaded grey. (B) A comparison of the Fle and AGAP001643 protein structures. Boundaries of a
similarity region (BLASTp e-value = 4e-20) are marked by red lines. (C) Amino acid alignment of the
N-terminal and C-terminal part of Fle and AGAP001643, respectively, with the similarity region
marked in red, the RRMs shaded green, and the codon interrupted by an intron shaded bright
green. Note a higher sequence similarity within the N-terminal region. AGAP001643 orthologs from
A. maculatus and A. albimanus that split from A. gambiae approximately 36-70 Mya and 100 Mya,
respectively, are also shown. The phylogenetic tree shown in Figure S2C has been inferred using a
slightly extended C-terminal region (cf. Figure S2D) than that presented in (C).



Line pBAC  Flanking genomic sequence Fragment % ldentity to Chromosomal integration
arm length genome position
3M L TTAATAGGCACGTGCCTTCG 171 99 3R: 15803701
R CCTGCCTGCTCGAGCTTTAA 3R: 15803704
4M2B Lonly TTAAAGGCTGTGGTACACTT 294 1002 UNK NW_161049: 12
4M3 L TTAAGGGTCTGCGCCAGGGG 224 89°b Undetermined
R AGGCTTTTTGCTACCATTAA 248 g1b Undetermined
4M4B L TTAAATCACCTTGTAACGAT 262 99 2R: 21049616
R TTGATTCTTGTTAGCTTTAA 304 98 2R: 21049618
4M4C L TTAAACTCAACGATGGCAAT 120 98, 95° 3R: 28923242
R TGTCAGGCGGTGGCATTTAA 180 98 3R: 28923245
4M6 L TTAAAAGAGGTGAGCCCAGA 459 99 3L: 40448623
R ATAATCCATCAACTGTTTAA 169 99 3L: 40448620

Table S1. Transgene integration sites in the A. gambiae lines generated in this study.

Related to Figure 2.

2 Integration site within the retrotransposon zanzibar fragment of unknown chromosomal

location; maximum 93% identity within the mapped An. gambiae PEST scaffolds.

®Hit to a highly variable repetitive region differing between the A. gambiae strains; 94% identity

to the A. colluzzii strain M genome.

¢ The sequence of a fragment isolated adjacent to the pBac L arm yielded a gapped BLAST
result, due to the presence of a Tsessebe transposon insertion in the corresponding region
within the A. gambiae PEST genome. Ungapped alignments, indicating absence of the
Tsessebe insertion, were obtained with four other A. gambiae genome assemblies available
in the NCBI whole genome shotgun contigs database.



Target/Name

Name/sequence (5’ - 3’)

A. gambiae fle
(AGAP013051)

A. stephensi fle
(ASTE008781)

tra2a
(AGAP006798)

tra2b
(AGAP029421)

dsx
(AGAP004050)

fru
(AGAP000080)

rpS7
(AGAP010592)

bla

A. gambiae fle
RT_g-PCR

rpS7
RT_g-PCR

Inverse PCR
pBac right arm

Mir6.1_5'EcoRI/
Bsal/Bglll

Mir6.1_3'Notl/Fs
el/BamHI

AGAP013051_
miR-1-1
AGAP013051_
miR-1-2

AGAP013051_
miR-2-1

AGAP013051_
miR-2-2

AGAP013051_
miR-3-1

AGAP013051_
miR-3-2

PCR primers

T7-fle-F2
TAATACGACTCACTATAGGGTGCGCACTGG
AAATGAACAA

T7-fle-F2

Sequence as above

Aste_fleT7F
TAATACGACTCACTATAGGGATATACGGCAT
CCTGATACC

T7_Ag6798-F
TAATACGACTCACTATAGGGTGCAGTGAAGT
GTTGTTATTTTG

T7_Agtra2b-F
TAATACGACTCACTATAGGGTCCAGCAGCCA
TTGTGTCTA

dsxF2 CCAGAACCTGTAAATCTCCTAC

Aga_fruF GGCAGCATCGGACTTGTTCA

S7F TGCTGCAAACTTCGGCTAT

blaF_T7
TAATACGACTCACTATAGGGAACTTTATCCG
CCTCCATCC

JK1051 CGGATACGCTACCAAGACTCAATAC

JK1053
CAACAACAAGAAGGCGATCATCATC

ITRR1F TACGCATGATTATCTTTAACGTA

T7-fle-R2
TAATACGACTCACTATAGGGGTTCGTTTTGCCG
TCGTAGA

T7-fle-R3

TAATACGACTCACTATAGGGACAGCGGTTCTCC
TCGTTC

Aste_fleT7R
TAATACGACTCACTATAGGGGCTTAAAGTAGAT
GAACGAG

T7_Ag6798-R
TAATACGACTCACTATAGGGCTTTCGCAGTGGA
CCAAACT

T7_Agtra2b-R
TAATACGACTCACTATAGGGACTACCGACTTTTC
CACCGT

dsxR5m GATGACTTCACCACCGCTTC

Aga_fruR ACGTCGCACAGTTTCTCATC

S7R CGCTATGGTGTTCGGTTCC

blaR_T7
TAATACGACTCACTATAGGGGCTATGTGGCGCG
GTATTAT

JK1052 GTCGGTTGTATCGTCGCGT

JK1054 GCGCTCGGCAATGAACAC

InpBacR2R TTGCTACTGACATTATGGCT

Oligonucleotides for microRNA cistron construction

GGCGAATTCATGGTCTCTTATGAGATCTTTTAAAGTCCACAACTCATCAAGGAAAATGAAAGTCAAA

GTTGGCAGCTTACTTAAACTTA

GGCCGCGGCCGCTATGGCCGGCCGGATCCAAAACGGCATGGTTATTCGTGTGCCAAAAAAAAAAA

AAATTAAATAATGATGTTAGGCAC

GGCAGCTTACTTAAACTTAATCACAGCCTTTAATGTGCATCGTACAGACATCAACACGTAAGTTAAT

ATACCATATC

AATAATGATGTTAGGCACTTTAGGTACGCATCGTACAGACATCAACACGTAGATATGGTATATTAAC

TTACGTG

GGCAGCTTACTTAAACTTAATCACAGCCTTTAATGTGGATACGCTACCAAGACTCAATTAAGTTAATA

TACCATATC

AATAATGATGTTAGGCACTTTAGGTACGGATACGCTACCAAGACTCAATTAGATATGGTATATTAAC

TTAATTG

GGCAGCTTACTTAAACTTAATCACAGCCTTTAATGTAAAGACATCAAGCTAATCTACGTAAGTTAATA

TACCATATC

AATAATGATGTTAGGCACTTTAGGTACAAAGACATCAAGCTAATCTACGTAGATATGGTATATTAACT

TACGTA

Table S2. Oligonucleotides used in the study. Related to STAR Methods.
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