\\

2
Q\’Z Qﬂ Q:Z Q(l
O‘X\ 0“\ O‘X\ 0\&\

#

48 —

35 — | C—

25 —
Anti-GFP antibody

Anti-a-Tublin antibody

Figure S1 Expression of the GFP-tagged SP proteins in flies. A series of the GFP tagged SPs were expressed in eye
imaginal disc using GMR-GALA4. Three 4-day-old female flies were subjected to immunoblot analysis using an
anti-GFP antibody. The GFP-tagged SP proteins (G-SPn, G-SP and G-SPc) or GFP alone (sGFP) were expressed as

immunoreactive products with expected sizes.
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D.mel
D.sim
D.sec
D.yak
D.ere
D.ana
D.pse
D.per
D.wil
D.vir

D.sec
D.yak
D.ere
D.ana

D.pse

Signal Peptides

CCAAGCCCCAATCCTC
PF*GrFPEIN*F*kPrAR

CCAAGCCCCAATCCTC
PF*Gx*Pr*N\**Pr*R

CCAAGCCCCAATCCTC
P**GHk*kPrkN*k*PHrk*R

CCAAGCCCCAATCCTC
CCAAGCCCGAATCCTC
CCTATGACTTCGGCTC
CARACCARCCACAAT
CanACCARCCACAAT
AATCCTGAAAGAGGAG

ACGACCAAATGGCCAC
THR*T R *K**|**P**R

gtaagttgtt
gtaagtctta
gtaagtttta
gtaagttgta
gtaagttttt
gtaactgtct
gtaagtaaat
gtaagtaaat
gtatgtaaac

gtaagtaaac

45 bp

54 bp
45 bp
32 bp
31 bp
42 bp
54 bp
54 bp
41 bp

52 bp

Exon/Intron Boundary

A

WKT-LALFLVLVC—-VLGLV—QA—-WEWPWN---RKPTKFP IPSPNPR--D{QJ[&i{®\| eIZA = C
WKT-LSLFLVLVC--LLGLV—QS—-WEWPWN---RKPTKYP IPSPNPR--D{QJ[&i{®\| eIZA = C
WKT-LSVFLVLVC—-LLGLV-QS—WEWPWN---RQPTRYP IPSPNPR - -D{QJ[®z{®\| €JZA -
WNT-VALLLVLLC—-1VSLV-QS—WTWPWQK--KKP-KFP I PSPNPR--D{\I[®/3{B\| €] C\Ve[elx
WKA-VSLLLVLVC—1VGLV-QS—WTWPWQK—-KPPVKFP I PSPNPR--D{I[®a{B\| [€1C \Ve{elx
WKN-FNILLLVAYAIMVAMV-SS—ERMTWLKTLSPWRPMWRPMTSAR--H{QI[®ia{M\| 15 \Welela
WKVATSAMLLLML—-VEAAVGVPA-WGRMTS---RRPT—-PKQSQAQF - -QINI[e:a{mN FelZ AW ElelNC
WKVATSAMLLLML—-VEAAVGVPA-WGRMTS---RRPT—-PKQSQAQF - -QNl[ea{BmN FelZAWEENC

WOAPISILLLL----VLAIVSQSMA
WQATFSIIFIL----LSILCCSRG

tctttcgtag
tctttcgcag
tctttcgeag
tcttttgcag
tctttcgcag
ttttttcaag
tcgcctacag
tcgccaacag
ccgattcaag

attgccttag

NPNPERGGD KG[Aex{B\| [elxA Y (efelx
EYKTTKWPRY PN QI ®\ Y(el5Y | el

-
C
o C

-
= Cl

—————— GTGATAAGTGGTGCCGT
FADFAKHF|FFCFFRF*

—————— GTGACAAGTGGTGCCGT

—————— GTGACAAGTGGTGCCGT
FrDFFK*H||FXCHFFR*

—————— GTGATAAGTGGTGTCGT
FRDFFKFF|FXRCHAR*

—————— GTGATAAGTGGTGCCGT
FrDHRKKFK||FECHFFRF

—————— GTCACAAGTGGTGCCGA

—————— TTCAGAAATGGTGTAGA
______ **Q**K**W**C**R*
—————— TTCAGAAATGGTGTAGA
______ **Q**K**W**C**R*
GTGATAAAGGCAAATGGTGTCGT
FADFKXK*FAGHRKF || FFCHF*R

GTTATCCCAATAAATGGTGTCGC

Conserved
Domain

Figure S2 Comparison of amino acid sequences and gene structures of SP orthologs. (A) Comparison of amino acid

sequences of SP orthologs. Black and gray boxes indicate highly conserved amino acid residues. A black bar and an

arrow indicate signal sequences and exon/intron boundaries, respectively. Aligned sequences were inspected and

manually adjusted to maximize homology. (B) Schematic presentation of exon/intron boundaries of SP orthologs.

Boxed and unboxed regions indicate exons and introns, respectively. Putative amino acid residues were shown

below DNA sequences. Gray boxes indicated splicing consensus sequences.
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D. simulans D. sechellia

D. yakuba D. erecta

D. ananassae o’ D. melan@gaster D. pseudoobscura

Figure S3 G-SP-binding ability to female reproductive organs of various Drosophila species. Female reproductive

organs from indicated Drosophila species were co-incubated with head homogenates of GMR>G-SP flies.
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Figure S4 Expression levels of SPR orthologs in the female reproductive organs of various Drosophila species. SPR

was highly expressed in the D. melanogaster species group, but not in distant species, except for D. virilis.
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Figure S5 Expression levels of SPR orthologs in whole-body of various Drosophila species. SPR was highly expressed

in both sexes of all of Drosophila species we tested.
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File S1

Visualizing transfer of G-SP from male to female in vivo.

The G-SP-expressing transgenic male (left) was mated with a wild-type female (right).

Available for download as a .mov file at

www.genetics.org/lookup/suppl/doi:10.1534/genetics.115.177550/-/DC1
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