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Figure 81 Frequency of residues at individual triad positions, (a) residue 380, (b) residue 428 and

(c) residue 478, for each phylum inspected.
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Figure S2 Protein purification. (a) Overlay of Superdex 75 size exclusion chromatogram of fusion

proteins of each variant. (b) Final SDS-PAGE analysis of cleaved proteins used in this study.
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Figure S3 Additional structural details of myoc-OLFN*2P4785 (green), myoc-OLFN*28PP478H (teq])

FN428E/D478K

or myoc-OL (magenta). (a) Superposition of three structures newly solved in this

manuscript. (b) Superposition of both monomers of myoc-OLFN*8PP48H iy agymmetric unit (¢
p perp Yy Y

FN428E/D478S

Superposition of both monomers of myoc-OL in asymmetric unit. (d) Zoom into far-N

terminus of myoc-QLFN42P/DA78H,
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Figure S4 Representative electron density maps. (a) Left, 2Fo-Fc (1 o, blue mesh) for final model
of myoc-OLFN*2EP478S quperimposed with Fo-Fe (36 green mesh) calculated using the final
polypeptide chain (central non-covalent metal ions and waters were removed). Right, anomalous
difference map (4o gold mesh) from separate dataset, showing anomalous signal for methionines but
not a central Ca®". (b) Final 2Fo-Fc (1 &, blue mesh) map for myoc-OLFN*2¥PP4781 (¢) Final 2Fo-Fc
(1 o, blue mesh) and Fo-Fc (+3c green/red mesh) maps for myoc-OLFN¥P478K view presented is

the environs of the central cavity and triads of interest. Maps generated in Coot.
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Figure S5 LPHN3 conformations. (a) Superposition of PDB code 4RML (red) and 4RMK
(yellow) showing altered top loop. (b) Zoom into metal site of 4RML showing coordinated Mg*" ion.

(c) Zoom into metal site of 4RMK showing coordinated Ca*".

Table S1  Primers used in this study.

Mutation Primer
N428E Fwd 5’GTAAGCAGTCAGTCGCCGAAGCCTTCATCATCTGTGG

Rev 5’CCACAGATGATGAAGGCTTCGGCGACTGACTGCTTAC
N428D Fwd 5’CGTAAGCAGTCAGTCGCCGATGCCTTCATCATCTGTG

Rev 5’>CACAGATGATGAAGGCATCGGCGACTGACTGCTTACG
D478K Fwd 5’CAGCAGCATGATTAAATACAACCCCCTGG

Rev 5’CCAGGGGGTTGTATTTAATCATGCTGCTG
D478H Fwd 5’CAGCAGCATGATTCATTACAACCCCCTGG

Rev 5’CCAGGGGGTTGTAATGAATCATGCTGCTG
D478S Fwd 5’CCGCTATAAGTACAGCAGCATGATTAGCTACAACCCCCTG

Rev 5’CCAGGGGGTTGTAGCTAATCATGCTGCTGTACTTATAGCGG




