P. papatasi dsx gene model

Scaffold7_Length=1359615

GGGTCACAAACGCTACTGCAAGTACCGTTACTGCAACTGCGAAAA

994630 EXON1

|
SATGGTGTCGGAGCACAATAC GAC 'GTCCAATTCGGACCTCACAGACTCGAAAAACGAGTTGTGCGGAGGAGCCTCGAGCTCCAGCGGCAACTCATTGAGCCCGAGGACGCCACCAAATTGCGCCCGCTGCCGCAATCACGGCCTCA, CCTTAA
‘M-V-S-E-H-N-T-W-'S-D-V-M-S-N-§-D-L-T-D-S-K-N-E-L-C-G-G-AS-S-S-S-G-N-S*L-*S-P-R-T-P-P-N-C-A-R-C-R-N-H~G-L-K-TI ALK

GTCTAACGGCCGAACGTCAGC 'CTTGCAGACGGCCCTAAGACGTGCTCAGGCTCAGGACGAGGCACGTCAGATCTCCGCGGATGAGGTGCCACCGACGCCACCGCCAGCCCCGTCCATTTGCACCCTTGCCACTCCTAAGAGTCAGTGCGATAGCGAACCACCGGCACCCATTACGGTGCC

-.G-'H-'K-'R-'Y-C-K-Y R Y CN-C-E-"K--C-R-"L--T--A-E-R-Q-R-V-M-A-L--Q-T-A-L-R-R-A--Q-A~-Q-D-E-A~R--Q-I-S-A-D-E--V-P+-P--T+P-P-P-AP-+§-+I--C--T-L-A-T-P-K-S-Q-C-D--S§-E-P-P--AP--I T VP

995176
|

0.91 actgcaaGTaagtac

CACACCGGCACGTTCCC! 'CTGCCACTCATCATCGGCCACACCCTGTTCTGCTTCCH \GAACCCATCTCCGTGCCATCCAGCCGCAAATTGGCCCCAGTCAATCCAACCATCAGAAATCCAACTGCAAGT =) 1 1aa icgtatatgg 1ca g 1 1tgg icataca 1aaaaaaaatataag 1
.r-p-A RS L-E-G-SC-HS*S§S-A-T-P-C-S-A*S-GE-P-T-S-V-P-S-S-R-K-L-A-P-V-N-P-T-T-R-N-P-T- A~

====/11/----
1114154 EXON2 1114294
| |
0.90 ttcctcttgtcacgetttcAGgtcaaagctccgaagtette 0.90 gaagaagGTgagatg
2gGTCAAAGCTCCGAAGTCTTCTTTGACAATTGCCAGAAATTGCTGGACAAATTCAATTATCCTTGGGAACTGATGCCCCTA. 'CTTGGAAAATGCCCCGGAC! AGCGGCACGGAGAATTGAAGAAGY a0 a ) ) 1tagaaa 1aaaata )

s QS-S E-V--F-F-D-N-C--Q-K-L-L-D-K-F-N-Y-P-W~E-L-M-P-L-M--Y-V--I-L-E-N-A-P-D-V-R-E--A~A-R-R-IE-E-"

-===/11/----
1118126 EXON F
|
0.76 atttaccacttcacgatctAGgtcaatgcgttgtgaatgag
2gGTCAATGCGT! 'TCGAATGCATAATCTCA CGA. TCCACCCGGCAATGCGGAIENERN tt ta ttag aaacgtTCATCAATCAACAttgagataatatgcaaatgtt

G Q- C-V-V-N-E--Y+T--R-M--H-N-"L-N-M--Y--D--G--A-E--L-R-G--S-T+R--Q:-C--Gr%- k-

gt taag: ta ttaagct ttgattagatttactaattaattgtagatgtaca: tatgagta cattctttttatatatttagtaattaatategtt tcttggag g aaa
gaatatttgtggataattattattttaaatgattatttatgattg tagtggctattggtgttaaagtgatTCTTCAATCAACAtttTCTTCAATCAACALtTCTTCAATCAACACCTTCAATCAACAaatcty: g tat ttataatgatg

1118868
|

0.70 tcacaatgtgagaaa

tttgga tcca gt y jtaag tg

te

|
TACAAGTCCCTTCCTATATAACTTCTATAACGAGACAGTACTGTCGCCGCATTTGCACAGCAAGTACCTCAATTCGGAAAGTACTCCTGCGGTACGGA. 'GGAATCTCCGTC MI:‘"I""A"'TCALl,1l,1l;(.l.ACTTCCTGCCGCTCTACAAATTACTCGTCTGATACCAACGAATAGCTTATCTGGTGCATCGACG- J
..p--§-P-F-L-Y-N-F-Y N-E-T-V-L-S-P-H-L-H--S-K-Y-L-N-S-E-*S-T-P--A-V-R-N-I-S-E--S-P--S--A~Y S-S L-P-L-P--A--A--L-+Q--T-T-R-L-T-P-T-N--S-L--S--G--A--S--T~*-

—===/ 11/~

1141155 EXON M
|
0.57 atcaggatgtttattttgcagctgcgagtataataaaatgt
y J ;cagCTGCGAGTATAATAAAATGTCGATATGGACATGGACTCCCAATCCCAGCACACCAGTACTACACATACCTATCTACGGCGGCAGC AGACGTCGATATCCATATCCTTCGTACTACTACACATACTGGGCAGCCGGTA
A-A-SI-I-K-C-R Y G:H G- L-P-I+P--A-H-Q-“Y+-Y+-T-Y+L-§-T--A--A-A-E-C-R-R-R--Y-P--Y+P-§--Y+Y--Y--T--¥Y-W--A-A--GS

1141498

Figure S21. Manually-curated P. papatasi doublesex gene model. Exonic sequences are indicated by black cases; black upper cases indicate coding sequences. Intronic sequences are
indicated by gray lower cases. Start and stop codons are highlighted in green and red, respectively. In yellow boxes, putative TRA/TRA-2 binding sites. Exon start/end positions in the
scaffold/s are indicated. Intron boundaries were predicted using transcripts vs genome alignments and confirmed by de novo prediction with Berkeley BDGP Splice Site Prediction Tool
with default parameters (http://www.fruitfly.org/seq_tools/splice.html); prediction scores are indicated in red.
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L. longipalpis dsx gene model

Scaffold136_Length=197883 60489 EXON1

|
JATGTCCAATTCGGACCTCACAGACTCGAAGAATGAGTTGTGCGGGGGAGCCTCGAGCTCCAGCGGCAACTCATTGAGCCCGAGGACGCCGCCAAATTGCGCCCGCTGCCGCAATCACGGCCTC 'CC ACAAGCGTT
M-S-N-§-D-L-T DS K N EL-C- GG -AS-S-S-S-G NS L-S-P-R-T-P-P-N-C-AR-C-R-N-HG-L-K-T-AL-K-G-HK-R-+

ACTGCAAATTTCGCTACTGCAACTGCGAAAAGTGCCGCCTCACGGCCGAACGACAGC! 'CCTACAGACGGCCCTAAGACGTGCTCAGGCTCAGGACGAGGCGCGTCAAATCTCCGC! ‘CACCGACACCACCGCCACTTACTGGTCAAATTGCAACAACGCCCAAAAGTCAGTGCGACGGTGAACTACCGCGATCGAATACAGTGCCAACTCCGGCACGTTCCC
.Y -C-K-F-R-Y--C-N-C-E-K-C-R-L-T-A-E-R-Q-R-V-M--A--L--Q-T-A--L-R-R-A-Q-A--Q-D-E-A-R-Q-I--S-A-D-E-V-P-P-T-P-P-P-L-T-G--Q-I A T-T-P-K-S-Q-C-D-GE-L-P-R--S-N-T-V--P--T-P-A--R-§--

60999
|
0.94 gcagcaaGTaagttt
TCGAGGGCTCCTGCCACTCATCTTCGGCAACACCATGCTCCGCTTC ACCCATCACCGTGCCATTAAGCCGTAAGCCTCCAGCAGTTAATCCAACCGTTAGAAGCCCAGCAGCAAG L

+3fr: L-°E*G*'S*C'*H S 'S**S ‘A~“T"'P--C'S'A" 'S G 'E~P'IT VP LS R K PP AV N P T VRS PR A"

Scaffold377_Length=75672
40065 EXON2 39922
| |
0.97 tttcttttcatgtactttcAGgtcaaagctccgaggtgtte 0.24 gaggaagGTttgtcg
' TCAAAGCTCCGAGGTGTTCTTTGACAATTGTCAGAAGTTACTGGATAAATTCAATTACCC, g CCCTAATGTATGTGATCTTAGAAAATGCCAACGTAGATATGCAGGAAGCAGCACGAAGGATTGAGGAAGO T ot
S Q-S“S-E-V-F-F-D-N-C--Q-K-L-L-D-K-F-N-Y-P-H-E-L-M-P-L-M--Y-V-I-L-E-N-A~N--V-D--M--Q-E-A-A-R-R-I-E-E--

-===/11/----
37672 EXON F
0.51 aaatttAGgtcaatgtgttgtgaatgaa

2gGTCA; ATGAATACACCCGAATGCACAATCTCA. CGAACTGC AACGAGACA. .,-ra tg actttaattaaaaat cacctaagttca. taataacttatccaaga
G Q- C-V-V--N-"E--Y¥+-T-R-M:-H-N-L-N-M--Y-D-GA-E--L--R- -G-8+ -T--R--Q--C--Grrk-%-

acaattta: ttattttg gaaat g ttttctttgaattattaaaatgtgtgtagtg ataaagc: a ct ttcatcg taattaa tgtg t tgttcaagtg ttttgg

37014
|

0.74 atcaactGTgagtta
DNA: a ttattg ttatttatgattggatttgecat ttggtgt: tgatTCTTCAATCGAAA te 'TTCAATCAGCAttTCATCAATCAACACTCTTCAATCAAGAttgTCTTCAATCAACT t gaqt jattcttt ] J

DNA:

—===/ 11/~

19946 EXON M

|
0.89 gtaagtaaatattttttacAGcaatgggagagtgcagacgt
y y 2gCAATGGGAGAGTGCAGACGTCGATATCCATATCCTTCGTACTACTACACATACTGGGCAGCC CCTACCTGTTCAATTACAACATCCTCTCGTCGCAATTGCAAAATAAGAGCTTTAGCTGTGAC: TTCATCAACACGTGGCATCTCAGAGGCACCATCGTCCTACCCCTCAA
A-M--G-E-C-R-R-“R-*Y-P-Y-P-S--Y--Y--Y-T--¥Y--W-AA--G-*S-S-P--Y-L-F-N--¥Y-N--I-L-S-S-Q-L--Q-N-K-§-F-+S--C-D-S-*I-S-§-T+-R--G-LI--S-E--A*P--§--S--Y-P--S--

19690

|
TATCACTACCTGCCGCCGCCCTACAAATCAGACGTCT uATACCAACTGGTAACCTAGCCGGTGCATCGAC('
. IS L-P-A-A-A-L-Q I-R-R--L-I PTG -N-L-A--G--A--S--T-%-

Figure S22. Manually-curated L. longipalpis doublesex gene model. Exonic sequences are indicated by black cases; black upper cases indicate coding sequences. Intronic sequences
are indicated by gray lower cases. Start and stop codons are highlighted in green and red, respectively. In yellow boxes, putative TRA/TRA-2 binding sites. Exon start/end positions in the
scaffolds are indicated. Intron boundaries were predicted using transcripts vs genome alignments and confirmed by de novo prediction with Berkeley BDGP Splice Site Prediction Tool
with default parameters (http://www.fruitfly.org/seq_tools/splice.html); prediction scores are indicated in red.
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P. papatasi fru gene model

A)

Scaffold43920_Length=20651
1050 EXON S2

827 EXON s1 |
0.95 cacctagGTaggttc
DNA: gcatagaj 'TACTCCGGACATCTTCGGCAGCCCCTTTCCGCCH AGCCGTTGGCTGTACTTCCACCAC! 'CGCCAATGCCGGCACTTGACCTCAAACGCTATCCCAGCAC! TCCTCCGGCATCAACAACACCTGTCCGTTTACCTGAACGTGAAATGCCGATGCCGCACCTGCGTCCATCT J.Ll:{:LACAAACACCACCTAGg-gt tct
2fr: M-M--T-T-P-D--IF-G-S-P-F-P-P-Y R--C-Q-P-L-AV-L-P-P-R-D-D-§-P-P-M-P-A-L-D-L-K-R-YP-S-T-E-V--P-P-A ST T-P-V-R-L-P-E-R-E-M-P-M-P-H-L-R-P-S-S-A--Q--T--P--P-R-%-
DNA: 3 3 1aa 3 1ca 3 1gaa2agTCTGCAATCAACT

2?2 0.76 caaggtgG
DNA: caaggtgg

Tgaggct ???
DNA: tgaggct

??? 0.75 cattttgGTcagtaa ???
DNA: cattttggtcagtaa

Figure S23A. Manually-curated P. papatasi fruitless gene model. The genomic region regulated by sex-specific alternative splicing, which includes the two sex-specific exons S1 and
S2, is reported. Exonic sequences are indicated by black cases. Black upper cases indicate coding sequences. Intronic sequences are indicated by gray lower cases. Start codons are
highlighted in green. In yellow boxes, putative TRA/TRA-2 binding sites. Exon start/end positions in the scaffolds are indicated. Intron boundaries were predicted using transcripts vs
genome alignments and confirmed by de novo prediction with Berkeley BDGP Splice Site Prediction Tool with default parameters (http://www.fruitfly.org/seq_tools/splice.html);
prediction scores are indicated in red. Red question marks indicate putative predicted female-specific donor splice sites. The absence of the expected TRA/TRA-2 binding site cluster in
the proximity of female-specific donor splicing site in Scaffold 43920 indicates a possible incorrect assembly of this genomic region.



http://www.fruitfly.org/seq_tools/splice.html

P. papatasi fru gene model

B)

Scaffold601_Length=61961

9244 EXON C1 9394 9865 EXON C2
| | |
0.99 cttattgtctatttctcgtAGatacaccactgaccaaggca 0.12 tgtcaagGTattgaa 0.93 cttttccttcaccattttcAGgcacatcagaccatce
DNA: 1ttty 4t agATACACCACTGACCAAGGCA. CAGCAGTTCTGTCTTCGCTGGAATAATCATCCGACCAACTTGACTGGCGTGCTGACTTCTTTGCTCC CCTC 'GTTACATTGGCATGCGATGGTGGTGAAATTGTCAAGG  { gaasagasaatgcaa gtaa y agGCACATCAGACCATC
2fr: -Y-T--T-D--Q--G-N-M-D--Q-Q-F-C-L-R-W-N--N-H-P-T-N--L-T-G-V--L-T-S-L-L--Q-R-E-A-L-C-D-V--T-L-A--C-D-G-G--E-I-V-K- A-H--Q-T-I-
10065
|
10119
ctgte 0.59 tttacagGTaataca
DNA: CTGTCAGCATGCAGTCCATATTTTGAAAGCATTTTCCTGCAGAACTCTCATCCGCATCCAATA. T A 'TCi ‘GCTCACTCCTTGATTTCATGTACA. 'GAACGTTGGCCAAAGATCGTTACCGACATTTCTAAAGACAGCCGAAAGTTTACAGgtaatacaagtyg g ata attttt ataattctg gcat

+1fr: ‘L-'S*A-*C~*§ P-Y 'F-E-'S~IF~ L 'Q NS~ H P~H P~ I I Y LK DV R Y S E MRS L LD F M 'Y K G E VN VG Q RS L P T F~ L K T A E S L Q"

Scaffold49240_Length=2362

626 EXON €3
|
0.59 ttttgtattqtqccgqtchthacchgtttgaccgacaa
DNA: tgat tgatgagtattgttgat tgggatttttttett - cagGTACGCGGTTTGACCGACAACAACAATATCAACTACCGACC GAC; CGCGATTCAGAAACGAATGCGAGTGGTGCTATGAAACATTATGATAAAACAGAACGGGAC GCGACCGGGAGCGGCTGGACCGCGATC ATTC AR
ofr: V-R-G-L--T-D-N-N-N-I-N-Y¥-R-P-E-S-D-R-D-R-D-S-E--T--N-A-S--G+A-M-K--H-Y-D:K-T-E-R-D-R-D-R-D-R-E-R--L-D-R-D-R-E-E-N-*S-E-S+ K-
941

|
0.99 ttctcagGTgagttt
DNA: GACCGC ACC! 'CACCTGAGCAGCAGCAGCAGGAGCAGCAAGCGGAAACGTGAAAATTCATTAAAC ATTCAATGCGTGGCGCCAGTGTCCAAGAAAGGCATTATTCTCAGGATTCTCAG g ! ! ta ! tatagaca aa 1caaa tct
+2fr: ‘D-*R*-D-'R*‘E-“TP-V-D-H L-'S-'S-*S§-*§-'R*'S-*S-"K-"R*"'K"R-E-N-*S-'L-N--C-D-'N-*S-M-"R**G**A-*S§-V-'Q E-R-"H- 'Y 'S--Q-D-'S--Q"

Scaffold549_Length=69023

63495 EXON C4 63316
| |
0.91 tttaacgcccatgttctchGqcatcgthcatagtaqtta 0.97 acttccgGTgagtta

DNA: cac t tgtatttc tctgcagGCATCGTCGCATAGTAGTTATAAATCCAGTCCATTGCCAAAATTAAATCCCCTGGAAGGAGAAGACACACGCCGARATTCACCAGCGTTAAATGCCAGCGGCGCCAATCAATCAGTTAGCATTAAACAAGAATTACCTGATATGGGCCATCATCCTGGTTTACCACCAGAATTACTTCCG L tat
-3fr: ‘A-'S*°'S"*H-'S*'S*'Y-'K*'S*'S*'P'L'P'K-'LN“"*P-'L-‘E-*G-*E-D"'T-*R*R*N"*S-'P-A-'L-'N-‘A**S-G-A"N-"Q-'S**V-*S-'I''K""Q'E-'L"*P-'DM"*G-*H-*H"'P "G 'L"'P P 'E*'L"'L- P-

-===/11/----

52387 EXON C5 52265
| |
0.79 tgtttgtcggcctttttgcAGeccacttcaatgtecctgea 0.98 atcgatgGTgagtgt

DNA: agCCCACTTCAATGTCCCTGCATCC AAGTCTACTTCCGGCTCATGGACTACAAGTGGAGACCTCGGAAAATGACTCGCAGCATCCTCAAATGGACCACAGTGATAATATCGATGgt 3 3 3 3 3 3 1gacaaata 3
-2fr: ‘P--T-S*M-'S*'L-H'P-E--D'M- TS L-'L-P-A~H G L-"Q-V 'E-T-S§E-"N-D-*S-°Q-'H-P--Q-M-D-'H-§D-"N--I-D-"

====/11/----

28030 EXON 8
|
0.91 tggtgtgcttgttggttgcAGggccgggggggcategteca
DNA: ccccattgtaaaccacacacaaaaaaaagaaaaaaaaatccctttgecttcettetgttgtettetacegggetgataggecactggtgtget tgttggt tgcAGGGCCGGGGGGGCATCGTCCACCTCCACCACTTCCACCGCCGCCACACCTCCATCATCATGGACAGCACAGC: AAAGCATCCACTGGTGCCAAGTCGATCGC! GATGGCGGCAG
-3fr: G'P G G'H"'R""P-P-P- P 'L-P-P-PP-H L-"HH H GQH S S G DG E~S 'K 'H P~ L V-P'S-R-"S-'R"'C-*G-D"'G"'G""S
DNA: CAGTCGCGCCAGTCCCATCATGGGCGTCGTCGCCGCTGCCCTCCAGCACCATCAGCACCACCAGCATC CTACCACA. TCGCCCAC TGGCCGGCACC GATGTCGAACGTGCGGC. ACCAAC; 'GGCATCACTTCCATTCGCACACAGCCCAACGGAGCATGTGCCCCTACTGCCCGGCCACTTACAGTCGCATCGACACACT
-3fr: -'S-'R-'A--S-P-I-M GV -V-A A A L--Q--H-H--Q-H-H- Q-H-Q-M-S--Y-HN-M--F-S-P-T-R-E-"L-A~-G-T-M-W-R-C-R-T-C-G-K-E-V--T-N-R-W--H-H-F-H-S--H--T-A--Q-R-'S-M--C-P--Y-C-P-A~T-¥Y-§--R--I-D-T-L
27686

|
DNA: ACGCTCCCACCTCAGAGTAAAGCATCCCGATCGTCTGATCAAGAAC-gacatqaqgagctacacqgtgcattcaqtqcccatagtcagqacacatcccaaqactchccgtgaathaatacacacacccaaattgtgatcacacttgatcatcccqgacacacqathachatccc
-3fr: **R**S-*H*'L**R-*V-*K**H-*P*'D**R"*L-'I'K"'N-

Figure S23B. Manually-curated P. papatasi fruitless gene model. The genomic region which includes common exons 1-5 and the terminal exon, encoding for the Zinc Finger domain
of type C, is reported. Exonic sequences are indicated by black cases. Black upper cases indicate coding sequences. Intronic sequences are indicated by gray lower cases. Start and stop
codons are highlighted in green and red, respectively. In yellow boxes, putative TRA/TRA-2 binding sites. Exon start/end positions in the scaffolds are indicated. Intron boundaries were
predicted using transcripts vs genome alignments and confirmed by de novo prediction with Berkeley BDGP Splice Site Prediction Tool with default
parameters (http://www.fruitfly.org/seq_tools/splice.html); prediction scores are indicated in red. Red question marks indicate putative predicted female-specific donor splice sites. The
absence of the expected TRA/TRA-2 binding site cluster in the proximity of female-specific donor splicing site in Scaffold 43920 indicates a possible incorrect assembly of this genomic
region.
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L. longipalpis fru partial gene model

Scaffold79_Length=216850

184287 EXON S1
|
DNA: ] tg ] ] ACCACCGAATATGTA CCTTTCAACCGTATCGGGGACAACCACACTCGTTGGTGTCCCCGCGCGAAGACAGCCCACCGACTTCGGTTTTAAACCTCAAGCGCTACACCACCAAT
“1fr: ‘M-M-'S*P-P-N-M-Y*G "GP "F-Q-"P-Y-"R**G-'Q**P-"H**S+"L**V+:S§*P+*R-*E+-D**S++P-P+-T-*S+-V- L*'N-"L*"K-"R*-Y- T+ T+ N~
184043 EXON S2

|
0.98 cacagagGTaagtga
DNA: GACCCTCCATCATCGCCGACCATACCTGTATCTGCGCATCATCACCTGCATCACACACGTGAGCAGGAGACATCGATGGCACATCAGCGACCGCTGTCAGCTCAGTCTCCACAGAGMlllgtgaageta t ttagtcgtcaaaaatgaataataattTCTTCAATCAACTaTCTTCAATCAATAtgcaagacgttaty
Cifr: DB+ PS8BT T+ P-V--S-AH H-H- L-H-H T R E-Q-E-T-S M- A H-Q-R-PLS-A-Qr-SBrQrRr¥r

ttttgctgectcte tgg agtaca tggagc ccaca tgtatgaaagctacaaccaacca attaaaacctaaaa taataagcatgcatcattctgttttcatctg
atatacaaga ttacag tcttttecta tata: tatagtgag tatgcatagcgatgatataaag tatataagg
DNA: aaaaatgtag: tatagtcaagtagaatg tttagatagaatgccgtcataaaacgtagacatgcttcaatgctagtagaacatt. tagctgcagt ta T AATCAACA ttatatcaattacata ttaaaaatacaga att. t
183027

|
0.45 caaccagGTacagtc
DNA: attaattaaaataaaataaaaaataattctttaaacgacaatattaaaatcaagtgaatatggaaaaggaaagtcttcaattaaattatctatccatatca CTTCAATCAACTca AACAATCAACAtTCTTCAATCAACTtTCTTCAATCAACCagytaca

Scaffold1563_Length=29077
6718 EXON C1

|
0.72 gtgctctatgtctgtctgtAGatacaccactgaccaaggca

DNA: agATACACCACTGACCAAGGCA. CAGCAGTTCTGTCTTCGCTGGAATAATCATCCGACCAACTTGACTGGCGTGCTGACTTCCTTGCTCCAGNGG CCTC! TGTCACACTGGCGTGC ]
3fr: ..Y-T-T-D--Q-G--N-M-D--Q--Q-F--C-L-R-W-N-N-H-P-T-N--L-T-G-V--L-T-S-L-L--Q-X-E-RA-L--C-D-V--T--L--A--C--5
6345
|
0.96 tttacagGTaggtaa
DNA: CGCTCCCTCCTTGATTTTAT A 'GAACGTTGGCCAAAGATCGTTACCGACATTTCTAAAGACAGCCGAAAGTTTACAGy ta tatat t tg
“1fr: ‘RS “L-'L-D-F-M-Y-K-G-E-V-N-V+--G--Q- RS- L+ P--T-F-L-K-T+-A-E--S-L--Q-

DNA:

DNA: 3 3 aa 3 3 aa 3 3 3 3 aa

DNA:
4926 EXON C2
DNA: Jy y jcg Jy y y 99 y y ! taaaaa agéTACGCGGTTTGACCGACAACAACAACATCAACTTCCGTGCAGAGA
.W-R-G-L-T-D-N-N-N-I-N-F-R-A-E--
DNA: GCGACAGGGATCGAGATTCCGATACAAATGCGAGTGGTGCTACAAAACACTATGATAAAATGAACCGGGAGCGACTGGAGCGCGATC ATTC. AAAGACC. ACC' 'CAGCTGAGCAGCAGCAGCAGAACCAAGAGGAAACGTACAGATTCATTAAAC! ATTCAATGCATGGCGCCAGTGTCCAGGAAAGGC: TCTC

-3fr: S-D-*R-DR-D**S-D-*T-N-A--S-G--A-T-K-“H-Y-D-K-M"N-R-E-R*L-E-R-DR-E-“E-'N-S-‘E-*S-K-D--Q"“G-D**R-E-*T+P-V-D--Q-L-"S**S-*S-*S§-"R**T-"K*R-"K-*R-*T*D-*S**L-N-“C-D-N--S-M--H-"G--A-S*-V--Q--E-"R*H-"Y*'§- -

4516
|
0.99 ttctcagGTgagtgc
A: AGGATTCTCAGG®
i QDS Q-

Figure S24. Manually-curated L. longipalpis fruitless partial gene model. The genomic region regulated by sex-specific alternative splicing is included. Exonic sequences are indicated
by black cases. Black upper cases indicate coding sequences. Intronic sequences are indicated by gray lower cases. Start and stop codons are highlighted in green and red, respectively. In
yellow boxes, putative TRA/TRA-2 binding sites. Exon start/end positions in the scaffolds are indicated. Intron boundaries were predicted using transcripts vs genome alignment and
confirmed by de novo prediction with Berkeley BDGP Splice Site Prediction Tool with default parameters (http://www.fruitfly.org/seq_tools/splice.html); prediction scores are indicated
in red.
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Figure S25. Comparison of genomic structures of diptera dsx genes. Green boxes represent the OD1 and OD2 domains encoding common exons. Black boxes represent
exons encoding protein regions conserved in mosquitoes but not in fruit flies and sand flies. Alternative male-specific and female-specific exons are represented as blue boxes
and pink boxes, respectively. Asterisks indicate the position of stop codons. In Drosophila, the dsx gene encompasses a 45 Kb-long region on chromosome 3R and is organized
into 6 exons and 5 introns, with three common exons followed by a female-specific and two male-specific exons. DmDSXF translation initiates at the ATG within exon 2 and
terminates within the female-specific exon 4, while in the case of DmDSXM, translation begins at the same ATG and terminates within the first male-specific exon 5.
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Figure S26. Comparison of genomic structures of diptera fru genes. Fru S1 common (but encoding the male-specific N-terminus) and S2 female-specific exons are
represented as blue and pink boxes, respectively. Green boxes represent the non-sex-specific C1 and C2 exons, encoding the BTB domain. Black boxes represent the non-sex-
specific C3-C5 exons encoding the Connector region of FRU proteins. The terminal grey boxes represent the ZnF-C domain encoding exons. The Drosophila fru gene

encompasses a 98 Kb-long region and is organized in 7 exons and 6 introns with 6 common exons preceded by the sex-specific regulated region, with a common exon and a
female-specific exon.



