35 Site | Site II 71 75
bZP4 (1-100) 1-MWLLLQLVWLCFLLSLGLN SWHOSIVPEYPDELR@GLRSFOFT INPLSQETETPPVLVAWDNH GLPHSLONDSD@GTWVSEGPGSSLVGEASYSG@YVTE 100

pZP4(1-99) 1—MWL-WLCF|LIL|L-K-L|§G.SFIFIINILSOIT'TPPlLVIWD.G.HILONDSI@GTWV.GPGSS.EASY'G@YVTE—99
20 34 69 73 94
hzP4(1-98) 1-iL L RGVEEL oVSL s AVSERAKPEAPD Y SSYL icePils- or AVNENGEA ESPPvL JAwoNGGLEHEL aNDsDic TWIRKGPaS SEVEEATYSEOYVTE-98

Site III 130 136 164 169 170 179 184 189

bZP4(101-198) I01—WESYYIMTVGIERAGVSGSGAFlETKLFK@PVNL—PIVPNAGL.DSVPVWDRLP@APSPITOGDIKOLG@YNSEEVIS@YYGNIVTSH@TODGHFSIA—]QS
165 170 171 180 187 190

pZP4(100-199) I00—W|S|Y|I.G|E|A.G-ETKLFK@PV_VP.GLID'VPVWDRLP@AP'P[TOG.KQLG@YNSEEVlS@YYGNTVlSI@TODGHFS[A—199

9 170 186

hzP4(99-198)  99- w|s|Y1w|vG|E|AG-E|KL|K@P|L-P-§DS|P.DRLP@APSP1len-L@Y|SEEv|s@YYGNTle@T|GHFsIA 198

Figure S1. Amino acid sequence alignment of ZP4 among bovines, pigs and humans. Amino acid
sequences from translational initiation Met (as number 1) to the N-terminal part of ZP module are
aligned among bovine (b)ZP4 (1-199), porcine (p)ZP4(1-198) and human (h)ZP4(1-198). N-terminal
residues of ZP4 following N-terminal tags derived from pBACgus transfer vector and C-terminal
residues of the recombinant fragments expressed in this study are shown in red: Lys-25 and Thr-184
in bovine fragment; GIn-22 and Thr-187 in porcine counterpart; GIn-20 and Thr-186 in human
counterpart. N-glycosylation site, Asn-71 in bovine fragment and the corresponding residues in its
porcine and human counterparts are highlighted in cyan. The beginning of trefoil domain, Asp-136
in bovine fragment and the corresponding residues in its porcine and human counterparts are
highlighted in green. Cys residues in the mature polypeptides are all conserved and highlighted by
boxes. The amino acid residues in porcine and human sequences not identical to the corresponding
residues in bovine sequence are highlighted in gold. Sperm-binding sites (site I, site II and site III) in
bovine fragment identified in this study are highlighted in yellow.



