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-Oownloads.:impling usingSRA 
-FASTQC 
-De-novoassembly,Trinityv2.2 

Trimmomaticoption 
-BUSCOvS.3.1 

Metazoa_odblOlineagedataset 
-TransDecoder v55.0 

Minimum seq length of SO amino acids 
-Blast+2.B.1(e-value 0.001) 

-Tox-prot animal venom database. keywords ("Cnidaria"), downloaded 2021 

-NCBI Protein database, keywords"(Cnidaria AND ((Toxin) OR (Venom))" 

-HMMER3.1b2 

-Using all Cnidarian venom protein classes from VenomZone. 

-SignalPVS.0(70%>) 
·https://services.healthte<:h.dtu.dk/service.php?SignalP-5.0 

-CD·HIT v.4.6.B(culoff0.95) 
-https:J/sitcs.googlt".com/view/cd-hit 

-R eciprocal blastsearch against a concatenatedtranscriptome 

-Blastp 
-Tmc-ProtAnimal venom databc1s.e(e-value1e-5) 
-NCBI non-redundant protein database (NR DB) 

- Hmmsearch PFAM (e-value le-5) 
- Manual cul"t"ation to cnsurca!l resultsmatchcd 
-Asslgncd vcnom catcgorics bascdon unlprot/prior rcseach 
·Create aligmeotof select toxins 

Supplementary figure  s1. Annotation p1pehne for pro,ect. 
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Supplementary figure s2. Alignment shows both NaTx1 (aqua) and NaTx2 (orange) across sea anemone species. All species show a 
conserved cysteine pattern across both NaTx types. NaTx2 shows distinction with havening a conserved region across amino acids 39-4 4. 

Supplementary figure s3. Alignment showing Sea anemone short type 3 toxins. Mature region shows a rich cysteine composition (CC·C-C ·C-CC ·C). 
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Supplementary figure s 4 .  Alignment showing the insulin like toxin Venom protein 302 across all known species. Alignment shows conserved 
and rich cystine region {CXS-CC-CX4). 

1. Ha. hemprichli [TRINITY_DN346_cO_g1_12.p1] 
2. N. vectensis [PODQR6] 

1. Ha. hemprichii [TRINITY_DN346_cO_g1_i2.p1] 
2. N. vectensis [PODQR6] 
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Supplementary figure ss. Alignment showing Shk-like-1 mature toxin. Alignment shows 7 conserved cystines across both samples. 


