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Standard Operating Procedure 
	

Preparation of ITSN1 S313A [1 – 1220] 
	
Enzyme description:- ITSN1 S313A [1 - 1220] 
	
Clone number:- DU 27299 
	
Source:- Recombinant 
	
Expression system:-   E.coli 
	
Tag:- N-terminal GST 
	
Purification  method:- GSH Sepharose 
	
Calculated molecular mass:-  
Monoisotopic 222, 800.94 daltons  
Average Mass 222, 940.60 daltons 
[cysteines reduced, methionines have not been oxidised 
	
Theoretical pI:- 7.00 
	
Enzyme storage buffer:- 
	
50 mM Tris-HCl pH 7.5, 270mM sucrose, 150 mM NaCl, 0.1 mM EGTA, 
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF 
	
Storage temperature:- -70 °C 
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Clone Data Sheet 
	

ITSN1 S313A [1 - 1220] 
	
Protein ITSN1 S313A [1 - 1220] 
	
Clone number DU 27299 
	
Species Human 
	
Accession number NM_001001132.1 
	
Tags N-terminal GST 
	
Bacterially 
expressed protein 

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGL 
EFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGAVL 
DIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDHVTH 
PDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIA 
WPLQGWQATFGGGDHPPKSDLEVLFQGPLGSPNSRVEMAQFPTPFGGSLD 
IWAITVEERAKHDQQFHSLKPISGFITGDQARNFFFQSGLPQPVLAQIWA 
LADMNNDGRMDQVEFSIAMKLIKLKLQGYQLPSALPPVMKQQPVAISSAP 
AFGMGGIASMPPLTAVAPVPMGSIPVVGMSPTLVSSVPTAAVPPLANGAP 
PVIQPLPAFAHPAATLPKSSSFSRSGPGSQLNTKLQKAQSFDVASVPPVA 
EWAVPQSSRLKYRQLFNSHDKTMSGHLTGPQARTILMQSSLPQAQLASIW 
NLSDIDQDGKLTAEEFILAMHLIDVAMSGQPLPPVLPPEYIPPSFRRVRA 
GSGISVISSTSVDQRLPEEPVLEDEQQQLEKKLPVTFEDKKRENFERGNL 
ELEKRRQALLEQQRKEQERLAQLERAEQERKERERQEQERKRQLELEKQL 
EKQRELERQREEERRKEIERREAAKRELERQRQLEWERNRRQELLNQRNK 
EQEDIVVLKAKKKTLEFELEALNDKKHQLEGKLQDIRCRLTTQRQEIEST 
NKSRELRIAEITHLQQQLQESQQMLGRLIPEKQILNDQLKQVQQNSLHRD 
SLVTLKRALEAKELARQHLRDQLDEVEKETRSKLQEIDIFNNQLKELREI 
HNKQQLQKQKSMEAERLKQKEQERKIIELEKQKEEAQRRAQERDKQWLEH 
VQQEDEHQRPRKLHEEEKLKREESVKKKDGEEKGKQEAQDKLGRLFHQHQ 
EPAKPAVQAPWSTAEKGPLTISAQENVKVVYYRALYPFESRSHDEITIQP 
GDIVMVKGEWVDESQTGEPGWLGGELKGKTGWFPANYAEKIPENEVPAPV 
KPVTDSTSAPAPKLALRETPAPLAVTSSEPSTTPNNWADFSSTWPTSTNE 
KPETDNWDAWAAQPSLTVPSAGQLRQRSAFTPATATGSSPSPVLGQGEKV 
EGLQAQALYPWRAKKDNHLNFNKNDVITVLEQQDMWWFGEVQGQKGWFPK 
SYVKLISGPIRKSTSMDSGSSESPASLKRVASPAAKPVVSGEEFIAMYTY 
ESSEQGDLTFQQGDVILVTKKDGDWWTGTVGDKAGVFPSNYVRLKDSEGS 
GTAGKTGSLGKKPEIAQVIASYTATGPEQLTLAPGQLILIRKKNPGGWWE 
GELQARGKKRQIGWFPANYVKLLSPGTSKITPTEPPKSTALAAVCQVIGM 
YDYTAQNDDELAFNKGQIINVLNKEDPDWWKGEVNGQVGLFPSNYVKLTT 
DMDPSQQWCSDLHLLDMLTPTERKRQGYIHELIVTEENYVNDLQLVTEIF 
QKPLMESELLTEKEVAMIFVNWKELIMCNIKLLKALRVRKKMSGEKMPVK 
MIGDILSAQLPHMQPYIRFCSRQLNGAALIQQKTDEAPDFKEFVKRLAMD 
PRCRGMPLSSFILKPMQRVTRYPLIIKNILENTPENHPDHSHLKHALEKA 
EELCSQVNEGVREKENSDRLEWIQAHVQCEGLSEQLVFNSVTNCLGPRKF 
LHSGKLYKAKSNKELYGFLFNDFLLLTQITKPLGSSGTDKVFSPKSNLQY 
KMYKTPIFLNEVLVKLPTDPSGDEPIFHISHIDRVYTLRAESINERTAWV 
QKIKAASELYIETEKKKREKAYLVRSQRATGIGRLMVNVVEGIELKPCRS 
HGKSNPYCEVTMGSQCHITKTIQDTLNPKWNSNCQFFIRDLEQEVLCITV 
FERDQFSPDDFLGRTEIRVADIKKDQGSKGPVTKCLLLHEVPTGEIVVRLDLQLFDEP 
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	Native sequence Amino acids M1 – P1220 (end) of human ITSN1. 
Residue M238 of the fusion protein is equivalent to M1 of the native 
enzyme.  The GST tag is located at residues 1 – 220. 
 
The enzyme has an S313A mutation.  Residue S313 is equivalent to 
A550 of the fusion protein. 

 
	

	
Protease cleavage PreScission (LEVLFQGP) residues 221 – 228. 
	
Cloning sites Xho1 and Not1 into Sal1 and Not1 site of pGex6P1 
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Nucleotide Sequence Of Insert 
 
ggatccccgaattcccgggtcgagATGGCTCAGTTTCCAACACCTTTTGGTGGCAGCCTGG
ATATCTGGGCCATAACTGTAGAGGAAAGAGCGAAGCATGATCAGCAGTTCCATAGTTTAAA
GCCAATATCTGGATTCATTACTGGTGATCAAGCTAGAAACTTTTTTTTTCAATCTGGGTTA
CCTCAACCTGTTTTAGCACAGATATGGGCACTAGCTGACATGAATAATGATGGAAGAATGG
ATCAAGTGGAGTTTTCCATAGCTATGAAACTTATCAAACTGAAGCTACAAGGATATCAGCT
ACCCTCTGCACTTCCCCCTGTCATGAAACAGCAACCAGTTGCTATTTCTAGCGCACCAGCA
TTTGGTATGGGAGGTATCGCCAGCATGCCACCGCTTACAGCTGTTGCTCCAGTGCCAATGG
GATCCATTCCAGTTGTTGGAATGTCTCCAACCCTAGTATCTTCTGTTCCCACAGCAGCTGT
GCCCCCCCTGGCTAACGGGGCTCCCCCTGTTATACAACCTCTGCCTGCATTTGCTCATCCT
GCAGCCACATTGCCAAAGAGTTCTTCCTTTAGTAGATCTGGTCCAGGGTCACAACTAAACA
CTAAATTACAAAAGGCACAGTCATTTGATGTGGCCAGTGTCCCACCAGTGGCAGAGTGGGC
TGTTCCTCAGTCATCAAGACTGAAATACAGGCAATTATTCAATAGTCATGACAAAACTATG
AGTGGACACTTAACAGGTCCCCAAGCAAGAACTATTCTTATGCAGTCAAGTTTACCACAGG
CTCAGCTGGCTTCAATATGGAATCTTTCTGACATTGATCAAGATGGAAAACTTACAGCAGA
GGAATTTATCCTGGCAATGCACCTCATTGATGTAGCTATGTCTGGCCAACCACTGCCACCT
GTCCTGCCTCCAGAATACATTCCACCTTCTTTTAGAAGAGTTCGAGCTGGCAGTGGTATAT
CTGTCATAAGCTCAACATCTGTAGATCAGAGGCTACCAGAGGAACCAGTTTTAGAAGATGA
ACAACAACAATTAGAAAAGAAATTACCTGTAACGTTTGAAGATAAGAAGCGGGAGAACTTT
GAACGTGGCAACCTGGAACTGGAGAAACGAAGGCAAGCTCTCCTGGAACAGCAGCGCAAGG
AGCAGGAGCGCCTGGCCCAGCTGGAGCGGGCGGAGCAGGAGAGGAAGGAGCGTGAGCGCCA
GGAGCAAGAGCGCAAAAGACAACTGGAACTGGAGAAGCAACTGGAAAAGCAGCGGGAGCTA
GAACGGCAGAGAGAGGAGGAGAGGAGGAAAGAAATTGAGAGGCGAGAGGCTGCAAAACGGG
AACTTGAAAGGCAACGACAACTTGAGTGGGAACGGAATCGAAGGCAAGAACTACTAAATCA
AAGAAACAAAGAACAAGAGGACATAGTTGTACTGAAAGCAAAGAAAAAGACTTTGGAATTT
GAATTAGAAGCTCTAAATGATAAAAAGCATCAACTAGAAGGGAAACTTCAAGATATCAGAT
GTCGATTGACCACCCAAAGGCAAGAAATTGAGAGCACAAACAAATCTAGAGAGTTGAGAAT
TGCCGAAATCACCCATCTACAGCAACAATTACAGGAATCTCAGCAAATGCTTGGAAGACTT
ATTCCAGAAAAACAGATACTCAATGACCAATTAAAACAAGTTCAGCAGAACAGTTTGCACA
GAGATTCACTTGTTACACTTAAAAGAGCCTTAGAAGCAAAAGAACTAGCTCGGCAGCACCT
ACGAGACCAACTGGATGAAGTGGAGAAAGAAACTAGATCAAAACTACAGGAGATTGATATT
TTCAATAATCAGCTGAAGGAACTAAGAGAAATACACAATAAGCAACAACTCCAGAAGCAAA
AGTCCATGGAGGCTGAACGACTGAAACAGAAAGAACAAGAACGAAAGATCATAGAATTAGA
AAAACAAAAAGAAGAAGCCCAAAGACGAGCTCAGGAAAGGGACAAGCAGTGGCTGGAGCAT
GTGCAGCAGGAGGACGAGCATCAGAGACCAAGAAAACTCCACGAAGAGGAAAAACTGAAAA
GGGAGGAGAGTGTCAAAAAGAAGGATGGCGAGGAAAAAGGCAAACAGGAAGCACAAGACAA
GCTGGGTCGGCTTTTCCATCAACACCAAGAACCAGCTAAGCCAGCTGTCCAGGCACCCTGG
TCCACTGCAGAAAAAGGTCCACTTACCATTTCTGCACAGGAAAATGTAAAAGTGGTGTATT
ACCGGGCACTGTACCCCTTTGAATCCAGAAGCCATGATGAAATCACTATCCAGCCAGGAGA
CATAGTCATGGTTAAAGGGGAATGGGTGGATGAAAGCCAAACTGGAGAACCCGGCTGGCTT
GGAGGAGAATTAAAAGGAAAGACAGGGTGGTTCCCTGCAAACTATGCAGAGAAAATCCCAG
AAAATGAGGTTCCCGCTCCAGTGAAACCAGTGACTGATTCAACATCTGCCCCTGCCCCCAA
ACTGGCCTTGCGTGAGACCCCCGCCCCTTTGGCAGTAACCTCTTCAGAGCCCTCCACGACC
CCTAATAACTGGGCCGACTTCAGCTCCACGTGGCCCACCAGCACGAATGAGAAACCAGAAA
CGGATAACTGGGATGCATGGGCAGCCCAGCCCTCTCTCACCGTTCCAAGTGCCGGCCAGTT
AAGGCAGAGGTCCGCCTTTACTCCAGCCACGGCCACTGGCTCCTCCCCGTCTCCTGTGCTA
GGCCAGGGTGAAAAGGTGGAGGGGCTACAAGCTCAAGCCCTATATCCTTGGAGAGCCAAAA
AAGACAACCACTTAAATTTTAACAAAAATGATGTCATCACCGTCCTGGAACAGCAAGACAT
GTGGTGGTTTGGAGAAGTTCAAGGTCAGAAGGGTTGGTTCCCCAAGTCTTACGTGAAACTC
ATTTCAGGGCCCATAAGGAAGTCTACAAGCATGGATTCTGGTTCTTCAGAGAGTCCTGCTA
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GTCTAAAGCGAGTAGCCTCTCCAGCAGCCAAGCCGGTCGTTTCGGGAGAAGAATTTATTGC
CATGTACACTTACGAGAGTTCTGAGCAAGGAGATTTAACCTTTCAGCAAGGGGATGTGATT
TTGGTTACCAAGAAAGATGGTGACTGGTGGACAGGAACAGTGGGCGACAAGGCCGGAGTCT
TCCCTTCTAACTATGTGAGGCTTAAAGATTCAGAGGGCTCTGGAACTGCTGGGAAAACAGG
GAGTTTAGGAAAAAAACCTGAAATTGCCCAGGTTATTGCCTCATACACCGCCACCGGCCCC
GAGCAGCTCACTCTCGCCCCTGGTCAGCTGATTTTGATCCGAAAAAAGAACCCAGGTGGAT
GGTGGGAAGGAGAGCTGCAAGCACGTGGGAAAAAGCGCCAGATAGGCTGGTTCCCAGCTAA
TTATGTAAAGCTTCTAAGCCCTGGGACGAGCAAAATCACTCCAACAGAGCCACCTAAGTCA
ACAGCATTAGCGGCAGTGTGCCAGGTGATTGGGATGTACGACTACACCGCGCAGAATGACG
ATGAGCTGGCCTTCAACAAGGGCCAGATCATCAACGTCCTCAACAAGGAGGACCCTGACTG
GTGGAAAGGAGAAGTCAATGGACAAGTGGGGCTCTTCCCATCCAATTATGTGAAGCTGACC
ACAGACATGGACCCAAGCCAGCAATGGTGTTCAGACTTACATCTCTTGGATATGTTGACCC
CAACTGAAAGAAAGCGACAAGGATACATCCACGAGCTCATTGTCACCGAGGAGAACTATGT
GAATGACCTGCAGCTGGTCACAGAGATTTTTCAAAAACCCCTGATGGAGTCTGAGCTGCTG
ACAGAAAAAGAGGTTGCTATGATTTTTGTGAACTGGAAGGAGCTGATTATGTGTAATATCA
AACTACTAAAAGCGCTGAGAGTCCGCAAGAAGATGTCCGGGGAGAAGATGCCTGTGAAGAT
GATTGGAGACATCCTGAGCGCACAGCTGCCGCACATGCAGCCCTACATCCGCTTCTGCAGC
CGCCAGCTCAACGGGGCTGCCCTGATCCAGCAGAAGACGGACGAGGCCCCAGACTTCAAGG
AGTTCGTCAAAAGATTGGCAATGGATCCTCGGTGTAGAGGGATGCCACTCTCTAGTTTTAT
ACTGAAGCCTATGCAACGGGTAACAAGATACCCACTGATCATTAAAAATATCCTGGAAAAC
ACCCCTGAAAACCACCCGGACCACAGCCACTTGAAGCACGCCCTGGAGAAGGCGGAAGAGC
TCTGTTCCCAGGTGAACGAAGGGGTGCGGGAGAAGGAGAACTCTGACCGGCTGGAGTGGAT
CCAGGCCCACGTGCAGTGTGAAGGCCTGTCTGAGCAACTTGTGTTCAATTCAGTGACCAAT
TGCTTGGGGCCGCGCAAATTTCTGCACAGTGGGAAGCTCTACAAGGCCAAGAGCAACAAGG
AGCTGTATGGCTTCCTTTTCAACGACTTCCTCCTGCTGACTCAGATCACGAAGCCTTTGGG
GTCTTCTGGCACCGACAAAGTCTTCAGCCCCAAATCAAACCTGCAGTATAAAATGTATAAA
ACACCTATTTTCCTAAATGAGGTTCTAGTAAAATTACCCACCGACCCTTCTGGAGACGAGC
CCATCTTCCACATCTCCCACATTGACCGCGTCTATACTCTCCGAGCAGAAAGCATAAATGA
AAGGATTGCCTGGGTGCAGAAAATCAAAGCTGCTTCTGAACTCTACATAGAGACTGAGAAA
AAGAAGCGCGAGAAAGCGTACCTGGTCCGTTCCCAAAGGGCAACAGGCATTGGAAGGTTGA
TGGTGAACGTGGTTGAAGGCATCGAGTTGAAACCCTGTCGGTCACATGGAAAGAGCAACCC
GTACTGTGAGGTGACCATGGGTTCCCAGTGCCACATCACCAAGACGATCCAGGACACTCTG
AACCCCAAGTGGAATTCCAACTGCCAGTTCTTCATCCGAGACCTGGAGCAGGAAGTCCTCT
GCATCACTGTGTTCGAGAGGGACCAGTTCTCACCAGATGATTTTTTGGGTCGGACGGAGAT
CCGTGTGGCGGACATCAAGAAAGACCAGGGCTCCAAAGGTCCAGTTACGAAGTGTCTTCTG
CTGCACGAAGTCCCCACGGGAGAGATTGTGGTCCGCTTGGACCTGCAGTTGTTTGATGAGC
CGtaggcggccgc 
 


