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Figure S1. Amino acid sequences of N1L(AQ);2NR3 domains and motifs.



CmMaSpls 1 ---MTWTTARALSFLVVICSQSLFALCQS--PWQSASMAESFMTYFSEALGQSGAFTKEQIDDIDTIASSIKLGVDKMERSGKTS 80
AtMasp2 1 ---MNWSIRLALLGFVVLSTQTVFSAGQGATPWENSQLAESFISRFLRFIGQSGAFSPNQLDDMSSIGDTLKTAIEKMAQSRKSS 82
EaMaSpl 1 ---MSWTARLALLLLFVAC-QGSSSLASHTTPWINPGLAENFMNSFMQGLSSMPGFTASQLDDMSTIAQSMVQSIQSLAAQGRTS 81
LgMaSpl 1 MIKMNLSTRLAL-IPRVLCTQGLYVLGQANTPWSSKQNADAFISAFMTAPSQSGAFSSDQIDDMSVISNTLMAAMDNMG--GRIT 82
LhMaSpl 1 TITTMTWSTRLALSFLEVLCTQSLYALAQANTPWSSKANADAFINSEFISAASNTGSESQDOMEDMSLIGNTLMAAMDNMG--GRIT 83
LhMaSp2 1 MTTMNWSTRLVLSILVVLCTQSLCALGQANTPWSSKENADAFIGAFMNAASQSGAFSSDQIDDMSVISNTLMAAMDNMG--GRIT 83
NiMaSp2 1 -—-MSWST-LALAITIAVLSTQCIFIAGQANTPWSDTATADAFIQNFLGAVSGSGAFTPDQLDDMSTVGDT IMSAMDKMARSNKSS 81
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CmMaSpls 81 GSRLOAMNIAFASAVARTIATTECCEQTAEVRKTRAVADATAFAFFQTRCGAVNINE INEIRNLISMFAQT--NT 151
AtMaSp2 83 KSKLQALNMAFASSMAEIAVAEQGGLSLEAKTNAIASALSAAFLETTGYVNQQFVNEIKTLIFMIAQASSNE 155
EaMaSpl 82 PNKLQALNMAFASSMAEIAASEEGGGSLSTKTSSIASAMSNAFLQTTGVVNQPFINEITQLVSMFAQAGMND 154
LgMaSpl 83 PTKLQALDMAFASSVAEIARAVE--GONIGVITNAISDALTSAFYQTTGVVNNKFISEIRSLINMFAQASAND 153
LhMaSpl 84 PSKLQALDMAFASSVAEIAASE--GGDLGVITNAIADALTSAFYQTTGVVNSRFISEIRSLIGMFAQASAND 154
LhMaSp2 84 QSKLQALDMAFASSVAEIAVAD--GQONVGAATNAISDALRSAFYQTTGVVNNQFITGISSLIGMFAQVSGNE 154
NiMaSp2 82 KSKLQALNMAFASSMAEIAAVEQGGQSMDVKTNAIANALDSAFYMTTGSTNQQFVNEMRSLINMLSAAAVNE 154
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EB CmMaSpls 1 -RLSSPNAASRISNSVSYLLSNGGPSSSIALSNTINNAVSQISASNPGLSTCDILVQALLELISALIYILRSATIGQVNSSLAGQSASMVGQSVYRAFF 98
AtMaSp2 1 SRLSSPGAASRVSSAVTSLVSSGGPTNSAALSNTISNVVSQISSSNPGLSGCDVLVQALLEIVSALVHILGSANIGQVNSSGVGRSASIVGQSINQAFS 99
LgMaSpl 1 SALAAPATSARISSHALTLLSN-GPTNPASISNVISNAVSQISSSNPGYSSCDILVQALLELVTALLTIIGSSNVNDINYGSSGQYAQMVSQOSVONVEG 98
LhMaSp2 1 SALSSPTTHARISSHASTLLSS-GPTNAAALSNVISNAVSQVSASNPGSSSCDVLVQALLEIITALISILDSSSVGQVNYGSSGQYAQIVGOSMOQAMG 98
LhMaSpl 1 SALAAPATSARISSHASALLSN-GPTNPASISNVISNAVSQISSSNPGASACDVLVQALLELVTALLTIIGSSNIGSVNYDSSGQYAQVVTQSVONAFA 98
NiMaSp2 1 SRLASPDSGARVASAVSNLVSS-GPTSSAALSSVISNAVSQIGASNPGLSGCDVLIQALLEIVSACVTILSSSSIGQVNYGAA-—————————=—==—— 82
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Figure S2. (A) Sequence comparison of MaSp NRN and NRC (B) domains of different spider
species. AtMaSp2: Argiope trifasciata MaSp2 (NRN sequence: DQ059136, NRC sequence:
AF350266), CmMaSpls: Cyrtophora moluccensis MaSpls (AGQ04592), EaMaSpl:
Euprosthenops australis MaSpl (AM259067), LgMaSpl: Latrodectus geometricus MaSpl
(NRN sequence: DQO059133S1, NRC sequence: DQ059133S2), LhMaSpl: Latrodectus
hesperus MaSpl (EF595246), LhMaSp2: L. hesperus MaSp2 (EF595245), NiMaSp2:
Nepenthes inaurata madagascariensis MaSp2 (NRN sequence: DQ059135, NRC sequence:
AF350278). Consensus symbols indicate positions with fully conserved residues (*) and

conservations between groups of strongly similar (:) and weakly similar (.) properties.
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Figure S3. Coomassie stained SDS-gel analysis of eMaSpls (purity >95%, determined using
densitometry), N1L(AQ);2NR3 and a resolved wet-spun blend fiber made of both proteins
(eMaSpls: 42.7 kDa, N1L(AQ)2NR3: 87.7 kDa).
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Figure S4. Sequence and secondary structure prediction of the eMaSpls core domain.
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Prediction based on the method of Chou and Fasman,' typically used for analyzing soluble

proteins.
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