A Sperm competition: Defense assay

FO _?_ Reference female(White-eye) g" Experimental male (White-eye, for 1 mating)
wlll8\y1118 4[4 .4 [+ X MIiRNA™ w18+ /+:+/+

X e Reference male (Red-eye, for 2"? mating )
w118 p{w[+mC]=UAS-GFP}/ P{w[+mC]=UAS-GFP} ;+/+

|

F1 _?_o,y White-eye progeny (Sired by the experimental male)
MIRNA™ ,wil18/yw1118 4 /4.4 [+ (X)

_?_oq Red-eye progeny (Sired by the reference male)
wl118w1118piw[+mC]=UAS-GFP}/+;+/+ (Y)

Defense score: X/(X+y) (N=~40)
B Sperm competition: Offense assay

FO _?_ Reference female(White-eye) X Reference male (Red-eye, for 1t mating)
wlIEWIl18 4 [yt [+ g wll1& P{w[+mC]=UAS-GFP}/ P{w[+mC]=UAS-GFP} ;+/+

X Experimental male (White-eye, for 2" mating )
J MIiRNA™ , w18+ /+;+/+

1

F1 25 White-eye progeny (Sired by the experimental male)
MIRNA™ , w1 wili8s st/ (X)

F Red-eye progeny (Sired by the reference male)
wl118/w1118p{w[+mC]=UAS-GFP}/+;+/+ (V)

Offense score: x/(x+y) (N=~40)

Fig. S5. Experimental procedure for the sperm competition assays.
Similar crosses are set up for miRNA KO and control lines. For convenience, we use the

miRNA KO flies to represent the experimental flies in the cross schemes.

(A) Experimental procedures for the defense assays.

(B) Experimental procedures for the offense assays.



