Figure S4. Amino acid alignment of Lep-Caspase-4 sequences. Identical residues are boxed in grey. Critical amino acids involved in substrate-binding are
boxed in purple. Critical amino acids involved in the active site, including the catalytic cysteine residue, are boxed in red. Blue frames indicate putative

cleavage sites.
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Gm-Caspase-4 PRD) DTSTVETEKQEVQQKNVR -~~~
Ha-Caspase-4 SLDAMMNAPP EYAKSEEV MTAELKTLESSLEKLNME--DES--VFTESSEPKMEY
Hv-Caspase-4 VNF--SENRVSLDGMMSAPP RYENSEAV- ITAELKTLENSLDKLHME--EES--VF-ENSEPKMEY
Lm-Caspase-4 ENVYPSGSHVYRDVMVYAPPV IRATPEEEKSLANQEFY: YSSENLGSKGT 1K1 IHGEP IEEQ--ASEETS--—---
Mb-Caspase-4 VFN--DENRVSLDAVMMSVAP - - - —-- EYE-FETKVHVV ENAELP--ESSVDKLNLE--DEAFDT I -ES IDSKRQY
Ms-Caspase-4-1 PSRVETGQRFFSDANNDD--EYYRRKDANLTADNNVN IFTGVSQKTNNVFTTYDGIASSCVTSNEN I TKMEKSS I TRLTSEDVEKL--YPSTSSATETVP
Ms-Caspase-4-2 SSQVKTCEHLFSY[SNNNDPPDYEHLKDENLSADIKNNIV--—--- VQNLVT--DGIPSTCENPSTKVLHDGNKLSTQLSSESDTKL--NRSISSTTKNL I
On-Caspase-4 -GVLASSSTILVLDAQMKKPP VLPLEDKKEDIDYIEYVREE--SLKEHEETH--E
Pd-Caspase-4 AQN-- IDNAII TTDGEVFNPPCY EGEATETKETPIEEKNEIYPNTL-——-——————————
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Se-Caspase-4 ADL--NENRI S 1DAMMSAPP-----— EYEKSQEKVKFV: DNEDLETLESNVDKLQIE--EES--VF-ENEDTK--Y
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Bm-caspase-4 KFYNNRALTKYATTYELEKFEKNALL IFNQEN1YGY-SPRKGTEKDVESLTVTFQKFGFEVVEHKDLTKDEVLNEIKEFSSRDLRDYGCIG IAVLTHEBSS

Ce-Caspase-4 ~IFNQRALSKYATTYELEKFEKNLL I IFNQENIYGY-KPRLGTEQDVRELENTFSRFGFVVEEYKDYTKEE IFQVLDTFKRRDFTDYGCVAIAVL R

Gm-Caspase-4 —---KRKVLSRTALTYELEKFELKILLIFENHIKVINH-EERRGTEEDVKSLKCTFGNFGETVTEYVDLTEKQIKNTLKDFTSKNLSNYGCIAVAVLTHESY
Ha-Caspase-4 VI-NKRALPKEATTYELEKFEKNAL I IFNQEN IEGH-QRRLGTEQDVEALTSTFGSFGFEVTPHKDLTHDELFKELKAFSEKDFTDYGCVAVAVLTHESN
Hv-Caspase-4 VI-NKRALPKEATTYELEKFEKNAL I ILNQEN IDGH-QRRLGTEKDVEALTNTFENFGFEVTPHKDLTHDDLFKELKAFSEKDFTDYGCVAVAVLTHESN
Lm-Caspase-4 LL-NTKALSKFAMTYELEKFQKNALV I FNQENVDGH-QRRLGTERDVESLTKTFENFGFEVVEHKDLTKDEVFKELKTFTDRDFTDYGCVAVAVLTHESN
Mb-Caspase-4 SL-NTRALPKEATTYELETFDKHAL I I FNQKE I DGH-QPRLGTEKDVDAMTKTFKNFGFEVTTHDNLTKDG I FDELKTFSERDFTDYGCVAVT ILTHESN
Ms-Caspase-4-1 QLYNARALPKEAKTYELENFDRNVLIIFNQKDFGTH--QRLGTDQDVKALKKTFEAFNFDVLPYTDRTVAQIKE ILDAISCQDFSDYGCVAIAVL DI
Ms-Caspase-4-2 QLYNPRALPKESETYELEKFDKNKLIIENQIKFGQY--ERLGTEADLKSLKTTFEAFNFEVQDYPDPTVDKIEEILNEISVTDYSDYGCLAIAVLTHEG I
On-Caspase-4 1VYNKRALSKEAPTYELEKFGKHALL IFNQCNIEGYVRPRLGTERDVEELEKTFKSFGFEVETVPDLTKEE IRTKLKEFSSRDFTDYGCVAVAVLTHESR
Pd-Caspase-4 -WRNTRPLSKYATTYELEKFEKNCL I IFNQENV I GY-EPRLGTDKDVK I LSDTFSRFGFD I EKHKDLTKRELFRVLDSFNYRNFSEYGCVAVVVL 1
Px-Caspase-4 GT RVENKLKEFSEKDFTDYGCVAVVVLTHESD
Se-Caspase-4 TLINTRALPKEATTYELEKFTKHAMI | FNQKE I DGH-LPRLGTEKDVEALTRTFSNYGFEVTPHNNLTKDELFKELKTFSERDFTDYGCVAVAILTHESN
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Px-Caspase-4 MGRLKTSDNKV I YEAEIIQYFNNRN-PTLVTKPILFI1 RGTKMSEAILAG-RV-SE----{MTKDADEE---EIVPYTVH MLVLHSSYVGKLSI1
Se-Caspase-4 NGLLRAKDQQ-YSEIEVINHFKDSSKPTLVTKPKITI I RGTKITQGLPVF-HA-GK----{1RKDVDEE---DLEPYILH LLILHSSYVGRASH
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Bm-caspase-4 HEVDGBWF IQSLCSKINELSETHDLES I ITEVKREVAIDRYHKEFNRRTSEYD INKQMPV ITSTLIRKLYLRKY-MDPPVSQCL IKPT--PAISESSKN
Ce-Caspase-4 DE INGSWL 1QTLCHKIKLLSSTHDLEHI I 1DVKREVAIDKYHEEYNRRTLE IDTNKQIPVVTSTL IRKLYFRRFGEENNAVSHTDSNL-~---~ VQSKN
Gm-Caspase-4 D-KGSWFIKTLCEEIDRLAATEDLES I ITVVKRRVAIDY IHEKYDS IKTEYSYNKQMPVSTSTFTRKLYLRRYK
Ha-Caspase-4 INELHGSWF IQALCNKINALSTTHDLES I ITEVKREVAINKQHEEYNRRTFEMD INKQMPVMTSTL IRKLYLKRF-GD I PK---TPTFVDRARRSSDSKN
Hv-Caspase-4 INELHGSWFHQALCNKINALSTTHDLES I I TEVKREVAINKQHEEYNRRTFEMD I TKQMPV ITSTL IRKLYLKRF-GD
Lm-Caspase-4 INELHGIWF 1QALCNKINTLAPTEDLES I ITEVKRDVAINKQHEEYNKKTLQLDINKQMPVTTSTLIRKLFLRKF-GDGSNPQYTLLDTKRESISCESKN
Mb-Caspase-4 INELYGSWF IQTLCKKIDTLS
Ms-Caspase-4-1 HEVDGSWF IQTLCKKINEMGQTDDLET ILTH IKHEVAIDKEHEVYNRVTGEYD INKQMPVVTTTL IRKLYLRRDAAEGTVTSNTSEMPGAIAVDSH---
Ms-Caspase-4-2 HOREGSWF 1QTLCKKINEMASTHDLET ILTHIKREVASDKEK I IVNRVTKEHE INKQMPVVTTTLIRKLYLKRSAAEENAL-NTNGMPTDVAVDSY ---
On-Caspase-4 DELEGSWF IQSLCKKINELASTHDLES IMTEVRREVAIDRVHEELNRRTDEMDV I KQMPVATSTL IRKLYLKNPVGDSPGPSSTLTTD----~ SDQPPR
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