Additional file 2 — Multiple alignments
Domain searches were made using the HMMER package and the local Pfam models. Interesting
domains were cut out in Jalview and aligned, to the appropriate domain sequence. This was done with

ClustalW and standard parameters. Sequences for the domains were procured using hmmemit from the
HMMER package.
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Somatomedin_B-3 - ATAGCEGYCGEVRVLDER - CHEBERECTKRATEC KPEF KAVE CO-0LKNAK----- HLERENMALCTORMECCTNME CALYVNESE -
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Somatomedin_B-13 -DAECCKGECDBAS AAMS KSVOHCOCPDREQLHKSCCWNFE AKC C5-EGFAAE----- FPSECCTLECOESYVSCCSMFOTFERGEND -
jgilBrafil 104443 PFOVWEICAGRCCEGF 5 AGHD - - KMCLCBLDCLHFRDCCPEWE 0L CAERWNENLKRERREIVTE CFSDRSVE A----- TSEDESONEREVMGTCCSDFADECENTESE
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Somatomedin_B-15 - VQH K K| CMHBNS K- - - - CHEKOQACLSDMNCCMBF ARS CT - - - - - - - - - - - KQLSDOE---S[ETE LGEKEF------ FCVECAGDCSEFQSCCSNNDD | ETKGLP -
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F e L I I VOERECPEME- - - - CAGECREIRAEGHT - - - - - QTEQEMAHCELENDIC FTETECALNFG

Figure 1. Somatomedin_B: Multiple alignment between three cut amphioxus transcripts and ten double
Somatomedin_B domains.

Kringle-1 1--oooe L————TNVIR.GHIbLKWASSKPIQlSHI ------ ATKKAKAPLELGMHNFCRINPBING EAG - - PWE —RRPGVHV‘CR—V 79
Kringle-7 1-- CCQGNG I EYIMGT - - - -V SCESNDLQ NWNSQLPIRKRHE ------ PENHHAVG LA EG PH S PCRIN PDGDIN SRRILEVFKGY.CRTI 80
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jgilBrafi1|79805 1 VPADCY Y LHDRGASYR|- - - - - -G LANRSD S -CQ FWTY QY PHPHNHT P - -~ -QA¥PRAG L EQNY.CRNPDGK D KNPLIRWMYCEEVF 80
jgilBrafl1/86963 1 EHCSCYNIRDKGA TENV I GVAERT|L SWCQY WA SQY PHSHNHT P- - - - - - - ENFPSAG L EMNY.CRINPDGK D NNPLI RWMYCGDVE 87
jgilBrafl1/98689 1ASTSCVMEADKGV/SY/LG - - -TVDVADN K—k:LPWL—AIPDLGNIT ---------- DMYIPLPG - - === -————————=—— Go-mmmmmm e 51
Kringle-1 80 PKECIE------ GaGasPRGALEk s1TCI DEBRWDBQFPNRHRKTT - - -NVNARQPLG E! PBGN E--PWEFV LD-PQI RVEMEFGIPYE---- 160
Kringle-7 81 NMRVTKTGEDCHHWSAMTGHK LGLGT - --sFPAAQ-LEE PNNE ES - PWCYIVPN - PKNRWEFCSAI PSC---- 166
Kringle-5 78 RKDR LQMGA PC D NTPHDYRRYEL——EAFSTATLEM FCRNPDGBPR -PWCFVTR -PS| RWBY.CQ-Il PAC - 159
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jgilBrafl1]79805 81 ACDG PDNK ER - PWCYTTD-GTQS NVMECADPLS 123
jgilBrafl1]86963 88 ACDELPTRCYY ESDNGMBY AGEVNRAGDRVEBRWDBQSPHSHPHTPQ-- -AHPDAGLEE PDNK ER - PWCY.TTD -AVWRWDY.CDVVACAAEE- 178
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Figure 2. Kringle: Multiple alignment of four amphioxus transcripts and ten double Kringle domains.
All but the last have two Kringle domains, which is the reason why the last alignment is gapped in the
middle.



