
                                                                                                         
                                                                                                         
Human (1-139)  : ----MQRRLVQQWSVAVFLLSYAVPSCGRSVEGLSRRLKRAVSEHQLLHDKGKSIQDLRRRFFLHHLIAEIHTAEIRAT--SEVS :  79 
Human (1-141)  : ----MQRRLVQQWSVAVFLLSYAVPSCGRSVEGLSRRLKRAVSEHQLLHDKGKSIQDLRRRFFLHHLIAEIHTAEIRAT--SEVS :  79 
Human (1-173)  : ----MQRRLVQQWSVAVFLLSYAVPSCGRSVEGLSRRLKRAVSEHQLLHDKGKSIQDLRRRFFLHHLIAEIHTAEIRAT--SEVS :  79 
Mouse          : ----MLRRLVQQWSVLVFLLSYSVPSRGRSVEGLGRRLKRAVSEHQLLHDKGKSIQDLRRRFFLHHLIAEIHTAEIRAT--SEVS :  79 
Chicken (1-139): ---MMFTKLFQQWSFAVFLLSYSVPSYGRSVEGISRRLKRAVSEHQLLHDKGKSIQDLRRRIFLQNLIEGVNTAEIRAT--SEVS :  80 
Chicken (1-141): ---MMFTKLFQQWSFAVFLLSYSVPSYGRSVEGISRRLKRAVSEHQLLHDKGKSIQDLRRRIFLQNLIEGVNTAEIRAT--SEVS :  80 
Xenopus (1-131): ----MFWTLFPHCSLAVFILSCSLPAHGRPAQGINGRVRRAVSEHQYLHDKGRAIQELRRRIFLQNLMGRVNTAGLHAP--PDE- :  78 
Xenopus (1-144): ----MFWTLFPHCSLAVFILSCSLPAHGRPAQGINGRVRRAVSEHQYLHDKGRAIQELRRRIFLQNLMGRVNTAGLHAP--PDE- :  78 
SeaBream       : ---MCSIVILHHWSLAVFLLCSPVTLDGKPVDALGSRTRRSVSHAQLMHDKGRSLQEFKRRMWLHELLEEVHTADDR----PVQS :  78 
ZebrafishA     : --------MLRHWGFAVFLLTIPIPIQSRATNAPSSRQRRSVGHAQMMHDRSRSLHDRKRRMWLQDLLEQVHTAQVWDS--PNQS :  75 
ZebrafishB     : MRMLCCRRVLQQWVFALFLLCSPVPHHGRPVDALSSRMKRSVTHAQLMHDKGRTLQDFKRRMWLQELLHEVHTAEIREAQQPRGG :  85 
TakifuguA      : ---MCSVVMLHQWSLAVFLLCSPVTLDGKPVDAVSSRMRRSVSHAQLMHDKGRSLQEFRRRMWLHKLLEEVHTANEEAP--PVQS :  80 
TakifuguB      : -------MVLQHWCFALFLLCSPVPHHARPVDDPSSRTRRSVTHTQLMHDKGRALQDFKRRMWLQELLDEVHTADIREL--PVRT :  76 
                         *   .. .****   *.  .* .  .  *.** *.  *.****.*.*.  *** **  ** .*.** .        .       
                                                                                                         
                                                                                                         
Human (1-139)  : P-------------------------------NSKPSPNTKNH-PVRFGSDDEGR--YLTQETNKVETYKEQ--PLKTPGKKK-K : 127 
Human (1-141)  : P-------------------------------NSKPSPNTKNH-PVRFGSDDEGR--YLTQETNKVETYKEQ--PLKTPGKKK-K : 127 
Human (1-173)  : P-------------------------------NSKPSPNTKNH-PVRFGSDDEGR--YLTQETNKVETYKEQ--PLKTPGKKK-K : 127 
Mouse          : P-------------------------------NSKPAPNTKNH-PVRFGSDDEGR--YLTQETNKVETYKEQ--PLKTPGKKK-K : 127 
Chicken (1-139): P-------------------------------NPKPATNTKNY-PVRFGSEDEGR--YLTQETNKSQTYKEQ--PLKVSGKKK-K : 128 
Chicken (1-141): P-------------------------------NPKPATNTKNY-PVRFGSEDEGR--YLTQETNKSQTYKEQ--PLKVSGKKK-K : 128 
Xenopus (1-131): --------------------------------ALLPATSVKNYNTLRTVAEEEGATTHLTQETQKSLSYKEP--SPKTHGKKK-K : 128 
Xenopus (1-144): --------------------------------ALLPATSVKNYNTLRTVAEEEGATTHLTQETQKSLSYKEP--SPKTHGKKK-K : 128 
SeaBream       : RTQSQTFSGNA--------------------LHEKPPGATKNI-PDRFRLD--REGPNLPQETNKALAYKDQ--PLKVATKRKKK : 138 
ZebrafishA     : EGSVQTLSWPR----------------------PKHTGSTKNI-PLGYQMESIGTRDDLPQETSKSLTYEEQ--PLKAAMKRKSK : 135 
ZebrafishB     : VSISSGAGGGVGAGVSITLPAGVGVSTGAGTAHPKPAGGTKNL-PIGFGLED-EEGTNLPQETHKSQNYKDN--MMKG-IRRKKK : 165 
TakifuguA      : RTQTQTFSGNS--------------------LHEKPPGATKNL-PDRFSLD--REGTNLPQETNKALAYKDQ--PLKLATKRKKK : 140 
TakifuguB      : TSTGGGDSRGVGLGQAVVSPS----STSS-TLHPKPPGGTKNL-PETFKLED-EEGTNLPQETNKSTSHKDGGSMTKMPGKKKKK : 154 
                                                   ..   .**  ....          * *** *  ...     .*   *** *       
                                                                                                         
                                                                                                         
Human (1-139)  : GKPGKRKEQEKKKRRTRSAWLDSGVTGSG---LEGDHLSDTSTTSLELDSR---------------------------------- : 175 
Human (1-141)  : GKPGKRKEQEKKKRRTRSAWLDSGVTGSG---LEGDHLSDTSTTSLELDSRRH-------------------------------- : 177 
Human (1-173)  : GKPGKRKEQEKKKRRTRSAWLDSGVTGSG---LEGDHLSDTSTTSLELDSRTALLWGLKKKKENNRRTHHMQLMISLFKSPLLLL : 209 
Mouse          : GKPGKRREQEKKKRRTRSAWPST--AASG---LLEDPLPHTSRPSLEPSLRTH-------------------------------- : 175 
Chicken (1-139): AKPGKRKEQEKKKRRARSAWLNSGMYGSN---VTESPVLDNSVTTHNHILR---------------------------------- : 176 
Chicken (1-141): AKPGKRKEQEKKKRRARSAWLNSGMYGSN---VTESPVLDNSVTTHNHILRRR-------------------------------- : 178 
Xenopus (1-131): GKPGKRKDQDKRKRQERSALESLQDPPGSAFWLEELDYR---------------------------------------------- : 167 
Xenopus (1-144): GKPGKRKDQDKRKRQERSALAQLQSPSSSQRTLAENPVPQLHESTLQQMSGT--------------------------------- : 180 
SeaBream       : VRLGRRRESDKKRRRARS--------------VTTKEQ----------------------------------------------- : 162 
ZebrafishA     : MCLGRWRERDRRRDRACA------FQMQ----MHMRE------------------------------------------------ : 162 
ZebrafishB     : SRTGKRREGEKRKRRARS---LQEFSSG----VHLQPYSC--------------------------------------------- : 198 
TakifuguA      : ARLGRHREADKKRRRARS--------------VAKEP------------------------------------------------ : 163 
TakifuguB      : GRSGKRRDGEKKKRRARSLVWLKKVGSG----LHLEWSSLLGVL----------------------------------------- : 194 
                  . ** *.  ***.. ..                                                                          
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Supplementary Figure 3 - PTH-L amino acid multiple sequence alignment. The signal peptide (SP) is indicated by a double arrow and the potential mature PTH-L peptide is within a box. The potential M-H-D motif previously identified in the Takifugu precursor is in bold and potential proteolytic cleavage sites within the signal peptide sequence are in bold and italics. Sequences underlined and in italics have been predicted in silico but were not confirmed by RT-PCR. Amino acid conservation is denoted by “*” and accession numbers are indicated in Figure 1.



