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CLUSTAL O(1.2.4) multiple sequence alignment

SPlP14518 | BROMZ ANACO |ttt 0

tr0237991023799 ANACO MAWKVQVVFLFLFLCVMWASPSAASADEPSDPMMKRFEEWMVEYGRVYKDNDEKMRREFQI 60
tr|0810841081084 ANACO MAWKVQLVFLFLFLCVMWASPSAASADEPSDPMMKRFEEWMVEYGRVYKDNDEKMRREFQI 60
tr|023800/023800_ANACO MASKVQLVFLFLFLCVMWASPSAASRDEPSDPMMKRFEEWMAEYGRVYKDNDEKMRRFQI 60
tr|F1KD58 |F1KD58 ANACO MASKVQLVFLFLFLCVMWASPSAASRDEPSDPMMKRFEEWMAEYGRVYKDNDEKMRRFQTI 60
tr|Q7DNA3|Q7DNA3 ANACO =  —-—=--=---—---—-~--—~--—~---~------——-————————-— MAEYGRVYKDNDEKMRRFQTI 20
tr|024641|024641 ANACO MASKVQLVFLFLFLCVMWASPSAASRDEPSDPMMKRFEEWMAEYGRVYKDNDEKMRREFQI 60
sp|023791 | BROM1_ANACO MASKVQLVFLFLFLCAMWASPSAASRDEPNDPMMKRFEEWMAEYGRVYKDDDEKMRREQT 60
tr|023801/023801 ANACO —=—=—=——=——=--—--—-—-——-———-—- EPNDPMMKRFEEWMAEYGRIYKDNDEKMRREFQI 33
tr|F8UNO2|F8UNO2 ANACO MASKVQLVFLFLFLCVMWASPSAASRDEPSDPMMKRFEEWMAEYGRVYKDNDEKMRREFQT 60
L LUK | LUK Z 2 AN A GO i 0

sp|P80884 | ANAN ANACO MTSKVQLVFLFLFLCVMWASPSAASCDEPSDPMMKQFEEWMAEYGRVYKDNDEKMLREFQT 60
tr|S5VRY7|S5VRY7_ ANACO MASKVQLVFLFLFLCVMWASPSAASRDEPSDPMMKRFEEWMAEYGRVYKDNDEKMRREFQI 60
tr|081085/081085 ANACO MASKVQLVFLFLFLCVMWASPSAASRDEPSDPMMKRFEEWMAEYGRVYKDNDEKMRRFQTI 60

SP | Pl45 18 | BROMZ AN ACO 0

tr0237991023799 ANACO FKNNVNHIETFNSRNENSYTLGINQFTDMTNNEFIAQYTGGISRPLNIEREPVVSEFDDVD 120
tr|081084|081084_ ANACO FKNNVNHIETFNSRNKDSYTLGINQFTDMTNNEFVAQYTGGISRPLNIEREPVVSEFDDVD 120
tr|023800|023800_ANACO FKNNVNHIETFNNRNGNSYTLGINKFTDMTNNEFVTQYTG-VSLPLNFKREPVVSFDDVN 119
tr|F1KD58 | F1KD58 ANACO FKNNVNHIETFNNRNGNSYTLGINKFTDMTNNEFVAQYTGGISRPLNIEKEPVVSEFDDVN 120
tr|Q7DNA3|Q7DNA3 ANACO FKNNVNHIETENNRNGNSYTLGINKFTDMTNNEFVAQYTGGISRPLNIEKEPVVSFDDVN 80

tr|024641|024641 ANACO FKNNVNHIETENNRNGNSYTLGINKFTDMTNNEFVAQYTGGISRPLNIEKEPVVSFDDVN 120
sp|023791 | BROM1 ANACO FKNNVKHIETENSRNENSYTLGINQFTDMTKSEFVAQYTG-VSLPLNIEREPVVSFDDVN 119
tr|0238011023801 ANACO FKNNVKHIETFNSRNGNSYTLGINQFTDMTKSEFVAQYTG-VSLPLNIEREPVVSFDDVN 92
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Figure S1. Multiple sequence alignment of the 14 sequences reported in the Allergome database as
Ana c 2. The sequences used for this alignment are those provided by UniProt, which include the
signal and propart regions. The sequence regions removed in the mature proteins are highlighted
with a grey background. A glycosylation site (N-X-S) is observed in the first three aligned sequences
and it is highlighted in dark green. The three residues involved in the catalytic activity have been
highlighted in yellow. The asterisks, colons, and dots indicate the identical amino acid residues,

conserved substitutions, and semiconserved substitutions, respectively.
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Table S1. Amino acid sequence identity (%) between different isoforms of Ana c 2. The accession
number of each isoform is reported. The identity values were calculated with the Clustal O
algorithm on the UniProt website, using the amino acid sequences aligned in Figure S1.
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Table S2. Immunological and clinical data of the 133 patients with specific IgE towards the seven
papain-like cysteine proteases analyzed in this study. In addition, the Table shows some details of
two patients reporting allergy symptoms after exposure to fig, but they were IgE negative to Fic ¢
Ficin. Patients were selected from a random population of 341 individuals reporting allergy symp-
toms and subjected to IgE detection with the FABER test.

Patient details FABER 244 (FIU)" Allergy reaction
Actd | Anac | Carip | Carip | Derp | Derf Ficc HDM
Sex Years Kiwi Ananas | Papaya Fig
1 2 2 Pap?® 1 1 Fic® c
1 15.8 1.10 0.67 0 0 0 0 0 0 0 0 0 0
2 6.3 0.66 0.44 0 0 0 0 0 0 0 0 0 0
3 F 10.2 0.92 2.88 0 0.62 0 0 0 1 0 0 0 0
4 F 28.7 0 24.05 26.32 0 0 0 0 0 0 0 0 0
5 M 22.2 0 1.47 13.94 3.18 0 0 0 0 0 0 0 0
6 M 6.6 0 0.65 0.43 19.15 9.64 11.13 0 0 0 0 0 0
7 M 48.5 0 5.24 2.48 0 1.24 0 0 0 0 0 1 0
8 M 3.6 0 1.38 0.92 0 3.21 8.50 0 0 0 0 1 0
9 M 30.0 0 0 6.25 0 0 0 0 0 0 0 0 0
10 M 49.7 0 0 7.30 0 0 0 0 0 0 0 0 0
11 M 37.8 0 0 0.75 0 0 0 0 0 0 0 0 0
12 F 33.1 0 0 2.24 0 0 0 0 0 0 0 0 0
13 F 37.7 0 1.20 0 0 0.72 0 0 0 0 0 1 0
14 F 55.1 0 0 0 3.52 1.54 0.91 0 0 0 0 1 0
15 F 67.8 0 0 0 0.72 0 0 2.14 0 0 0 0 0
16 F 41.5 0 1.52 0 0 0 0 3.82 0 0 0 0 0
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1

2 Cari p Papain; ® Fic c Ficin callergy symptoms towards House Dust Mite (HDM) on the basis of the

clinical history. * FIU, FABER International Units, positive value FIU>0.01.



