Supplementary Material

N

Supplementary Figure S1. Related to Experimental Procedures. A crystal of AfuMep
in the crystallization drop, and mounted in a cryoloop.
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Supplementary Figure S2. Related to Figures 3, 5 and 6. AfuMep 31-634 aminoacid
sequence from the crystal structure is aligned to that of bacterial M4 peptidases. AfuMep
secondary structure elements are shown above the sequence alignment, helices as
squiggles, strands as arrows, and labeled: a, a-helix; B, B-strand; n, 310 helix; TT, B-turn;
TTT, a-turn. Important aminoacid positions are highlighted by a color box or marked
with a sign below, as follows. Grey, residues from loops that were not assigned in the
crystal structure. Magenta, propeptide-catalytic domain boundary. Green, Ser/Pro-rich

region. Yellow, cysteine that forms a disulfide bridge, the corresponding partner is



marked below with an oval sign (cyan/green). Red, white character, strictly identical and
structurally equivalent residue. Blue frame, red character, similar and structurally
equivalent residue. Triangles: magenta, calcium binding; black, Glu245-Ala246 cleavage

point. Stars, zinc binding. Figure prepared with ESPript 1.6 [29].



Supplementary Table S1. Related to Figure 2. Prodomain-catalytic domain hydrogen

bond interactions.

Prodomain-catalytic domain hydrogen bond interactions
Catalytic domain Prodomain Donor-acceptor
(residue ID/atom) | (residue ID/atom) distance (A)
Lys361 NZ Val92 O 2.94
Asn392 N&2 Glu245 Og2 3.22
Phe395 N Ala244 0 2.78
Phe395 0 Ala244 N 2.87
Thr397 N Tyr242 0 2.89
Arg405 NH1 Asp218 0562 2.89
Arg405 NH2 Asp218 051 3.07
Glu430 Ol Glu2450 2.74
Glu430 Oe2 Glu2450 3.07
His433 Ne2 Glu245 0 3.22
Pro443 N Asp89 052 3.28
Ala444 N Asp89 052 2.88
Asn447 N&2 Tyr227 OH 2.90
Asn450 O Arg38 NH1 2.91
Asn450 051 Asp241 0 2.99
Asn450 N&2 Asp241 N 3.01
Glu4d59 Oel Glu245 OXT® 2.96
Glu459 Og2 Glu245 OXT 3.22
Asn517 O Asn35 NG&2 2.77
His520 Ng2 Glu245 OXT 2.85
Lys565 NZ Asp94 051 2.64




Ala572 0O His99 N&1 3.28
Leu573 0 Asn117 061 2.84
Leu573 0 Asn119 N&2 3.02
GIn582 Ng2 Alad3 0 2.80
Asp585 052 Asn47 No2 2.97
Asp589 052 Tyr450H 2.68
Asp589 052 Alad8 N 2.92
Tyr618 OH Ser41 OG 3.27
Notes

®Glu245 is the C-terminal residue of the propeptide, OXT refers

the a-carboxylic acid oxygen atoms

®Selected interactions between O-N atoms, bond distance below

3.2A




Supplementary Table S2. Related to Figure 3. The Zn-binding site.

The Zn-binding site

] ] Atom and distance to Zn**
Protein residue ID o
(A)
His429 Ne2 2.04
His433 Ne2 1.99
Glu459 Oel 1.97
Glu245 OXT? 1.96

Notes

®Glu245 is the C-terminal residue of the
propeptide, OXT indicates the a-carboxylic acid
oxygen atom




