MRC PPU REAGENTS

Standard Operating Procedure

Preparation of ITSN1 [1 — 1220]

Enzyme description:- ITSNI1 [1 - 1220]
Clone number:- DU 28838
Source:- Recombinant
Expression system:- E.coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose

Calculated molecular mass:-

Monoisotopic 222, 816.93 daltons

Average Mass 222, 956.60 daltons

[cysteines reduced, methionines have not been oxidised

Theoretical pl:- 7.00

Enzyme storage buffer:-

50 mM Tris-HCI pH 7.5, 270mM sucrose, 150 mM NacCl, 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 [1 -1220]

Protein ITSN1 [1 - 1220]
Clone number DU 28838
Species Human

Accession number  NM 001001132.1

Tags N-terminal GST

Bacteriall MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGL
Dbacterially EFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGAVL
expressed protein DIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDHVTH
PDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSSKYIA
WPLQGWQATFGGGDHPPKSDLEVLFQGPLGSPNSRVEMAQFPTPFGGSLD
IWAITVEERAKHDQQFHSLKPISGFITGDQARNFFFQSGLPQPVLAQIWA
LADMNNDGRMDQVEFSIAMKLIKLKLQGYQLPSALPPVMKQQPVAISSAP
AFGMGGIASMPPLTAVAPVPMGSIPVVGMSPTLVSSVPTAAVPPLANGAP
PVIQPLPAFAHPAATLPKSSSFSRSGPGSQLNTKLQKAQSFDVASVPPVA
EWAVPQSSRLKYRQLFNSHDKTMSGHLTGPQARTILMQSSLPQAQLASIW
NLSDIDQDGKLTAEEFILAMHLIDVAMSGQPLPPVLPPEYIPPSFRRVRS
GSGISVISSTSVDQRLPEEPVLEDEQQQLEKKLPVTFEDKKRENFERGNL
ELEKRRQALLEQQRKEQERLAQLERAEQERKERERQEQERKRQLELEKQL
EKQRELERQREEERRKE IERREAAKRELERQRQLEWERNRRQELLNQRNK
EQEDIVVLKAKKKTLEFELEALNDKKHQLEGKLQDIRCRLTTQRQEIEST
NKSRELRIAEITHLQQQLQESQQMLGRLIPEKQILNDQLKQVQQONSLHRD
SLVTLKRALEAKELARQHLRDQLDEVEKETRSKLQEIDIFNNQLKELREI
HNKQQOLQKQKSMEAERLKQKEQERKI IELEKQKEEAQRRAQERDKQWLEH
VQQEDEHQRPRKLHEEEKLKREESVKKKDGEEKGKQEAQDKLGRLFHQHQ
EPAKPAVQAPWSTAEKGPLTISAQENVKVVYYRALYPFESRSHDEITIQP
GDIVMVKGEWVDESQTGEPGWLGGELKGKTGWFPANYAEKI PENEVPAPV
KPVTDSTSAPAPKLALRETPAPLAVTSSEPSTTPNNWADFSSTWPTSTNE
KPETDNWDAWAAQPSLTVPSAGQLRQRSAFTPATATGSSPSPVLGQGEKV
EGLQAQALYPWRAKKDNHLNFNKNDVITVLEQQDMWWFGEVQGQKGWFPK
SYVKLISGPIRKSTSMDSGSSESPASLKRVASPAAKPVVSGEEFIAMYTY
ESSEQGDLTFQQGDVILVTKKDGDWWTGTVGDKAGVFPSNYVRLKDSEGS
GTAGKTGSLGKKPEIAQVIASYTATGPEQLTLAPGQLILIRKKNPGGWWE
GELQARGKKRQIGWFPANYVKLLSPGTSKITPTEPPKSTALAAVCQVIGM
YDYTAQNDDELAFNKGQI INVLNKEDPDHWWKGEVNGQVGLFPSNYVKLTT
DMDPSQQWCSDLHLLDMLTPTERKRQGYIHELIVTEENYVNDLQLVTEIF
QKPLMESELLTEKEVAMIFVNWKELIMCNIKLLKALRVRKKMSGEKMPVK
MIGDILSAQLPHMQPYIRFCSRQLNGAALIQQKTDEAPDFKEFVKRLAMD
PRCRGMPLSSFILKPMQRVTRYPLIIKNILENTPENHPDHSHLKHALEKA
EELCSQVNEGVREKENSDRLEWIQAHVQCEGLSEQLVFNSVTNCLGPRKF
LHSGKLYKAKSNKELYGFLFNDFLLLTQITKPLGSSGTDKVFSPKSNLQY
KMYKTPIFLNEVLVKLPTDPSGDEPIFHISHIDRVYTLRAESINERTAWV
OKIKAASELYIETEKKKREKAYLVRSQRATGIGRLMVNVVEGIELKPCRS
HGKSNPYCEVTMGSQCHITKTIQDTLNPKWNSNCQFFIRDLEQEVLCITV
FERDQFSPDDFLGRTEIRVADIKKDQGSKGPVTKCLLLHEVPTGEIVVRLDLQLFDEP
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Native sequence Amino acids M1 — P1220 (end) of human ITSNI1.
Residue M238 of the fusion protein is equivalent to M1 of the native
enzyme. The GST tag is located at residues 1 —220.

Protease cleavage PreScission (LEVLFQGP) residues 221 — 228.

Cloning sites Xhol and Notl into Sal/l and Not1 site of pGex6P1
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Nucleotide Sequence Of Insert

ctcgagATGGCTCAGTTTCCAACACCTTTTGGTGGCAGCCTGGATATCTGGGCCATAACTG
TAGAGGAAAGAGCGAAGCATGATCAGCAGTTCCATAGTTTAAAGCCAATATCTGGATTCAT
TACTGGTGATCAAGCTAGAAACTTTTTTTTTCAATCTGGGTTACCTCAACCTGTTTTAGCA
CAGATATGGGCACTAGCTGACATGAATAATGATGGAAGAATGGATCAAGTGGAGTTTTCCA
TAGCTATGAAACTTATCAAACTGAAGCTACAAGGATATCAGCTACCCTCTGCACTTCCCCC
TGTCATGAAACAGCAACCAGTTGCTATTTCTAGCGCACCAGCATTTGGTATGGGAGGTATC
GCCAGCATGCCACCGCTTACAGCTGTTGCTCCAGTGCCAATGGGATCCATTCCAGTTGTTG
GAATGTCTCCAACCCTAGTATCTTCTGTTCCCACAGCAGCTGTGCCCCCCCTGGCTAACGG
GGCTCCCCCTGTTATACAACCTCTGCCTGCATTTGCTCATCCTGCAGCCACATTGCCAAAG
AGTTCTTCCTTTAGTAGATCTGGTCCAGGGTCACAACTAAACACTAAATTACAAAAGGCAC
AGTCATTTGATGTGGCCAGTGTCCCACCAGTGGCAGAGTGGGCTGTTCCTCAGTCATCAAG
ACTGAAATACAGGCAATTATTCAATAGTCATGACAAAACTATGAGTGGACACTTAACAGGT
CCCCAAGCAAGAACTATTCTTATGCAGTCAAGTTTACCACAGGCTCAGCTGGCTTCAATAT
GGAATCTTTCTGACATTGATCAAGATGGAAAACTTACAGCAGAGGAATTTATCCTGGCAAT
GCACCTCATTGATGTAGCTATGTCTGGCCAACCACTGCCACCTGTCCTGCCTCCAGAATAC
ATTCCACCTTCTTTTAGAAGAGTTCGATCTGGCAGTGGTATATCTGTCATAAGCTCAACAT
CTGTAGATCAGAGGCTACCAGAGGAACCAGTTTTAGAAGATGAACAACAACAATTAGAAAA
GAAATTACCTGTAACGTTTGAAGATAAGAAGCGGGAGAACTTTGAACGTGGCAACCTGGAA
CTGGAGAAACGAAGGCAAGCTCTCCTGGAACAGCAGCGCAAGGAGCAGGAGCGCLCTGGLCC
AGCTGGAGCGGGCGGAGCAGGAGAGGAAGGAGCGTGAGCGCCAGGAGCAAGAGCGCAAAAG
ACAACTGGAACTGGAGAAGCAACTGGAAAAGCAGCGGGAGCTAGAACGGCAGAGAGAGGAG
GAGAGGAGGAAAGAAATTGAGAGGCGAGAGGCTGCAAAACGGGAACTTGAAAGGCAACGAC
AACTTGAGTGGGAACGGAATCGAAGGCAAGAACTACTAAATCAAAGAAACAAAGAACAAGA
GGACATAGTTGTACTGAAAGCAAAGAAAAAGACTTTGGAATTTGAATTAGAAGCTCTAAAT
GATAAAAAGCATCAACTAGAAGGGAAACTTCAAGATATCAGATGTCGATTGACCACCCAAA
GGCAAGAAATTGAGAGCACAAACAAATCTAGAGAGTTGAGAATTGCCGAAATCACCCATCT
ACAGCAACAATTACAGGAATCTCAGCAAATGCTTGGAAGACTTATTCCAGAAAAACAGATA
CTCAATGACCAATTAAAACAAGTTCAGCAGAACAGTTTGCACAGAGATTCACTTGTTACAC
TTAAAAGAGCCTTAGAAGCAAAAGAACTAGCTCGGCAGCACCTACGAGACCAACTGGATGA
AGTGGAGAAAGAAACTAGATCAAAACTACAGGAGATTGATATTTTCAATAATCAGCTGAAG
GAACTAAGAGAAATACACAATAAGCAACAACTCCAGAAGCAAAAGTCCATGGAGGCTGAAC
GACTGAAACAGAAAGAACAAGAACGAAAGATCATAGAATTAGAAAAACAAAAAGAAGAAGC
CCAAAGACGAGCTCAGGAAAGGGACAAGCAGTGGCTGGAGCATGTGCAGCAGGAGGACGAG
CATCAGAGACCAAGAAAACTCCACGAAGAGGAAAAACTGAAAAGGGAGGAGAGTGTCAAAA
AGAAGGATGGCGAGGAAAAAGGCAAACAGGAAGCACAAGACAAGCTGGGTCGGCTTTTCCA
TCAACACCAAGAACCAGCTAAGCCAGCTGTCCAGGCACCCTGGTCCACTGCAGAAAAAGGT
CCACTTACCATTTCTGCACAGGAAAATGTAAAAGTGGTGTATTACCGGGCACTGTACCCCT
TTGAATCCAGAAGCCATGATGAAATCACTATCCAGCCAGGAGACATAGTCATGGTTAAAGG
GGAATGGGTGGATGAAAGCCAAACTGGAGAACCCGGCTGGCTTGGAGGAGAATTAAAAGGA
AAGACAGGGTGGTTCCCTGCAAACTATGCAGAGAAAATCCCAGAAAATGAGGTTCCCGCTC
CAGTGAAACCAGTGACTGATTCAACATCTGCCCCTGCCCCCAAACTGGCCTTGCGTGAGAC
CCCCGCCCCTTTGGCAGTAACCTCTTCAGAGCCCTCCACGACCCCTAATAACTGGGCCGAC
TTCAGCTCCACGTGGCCCACCAGCACGAATGAGAAACCAGAAACGGATAACTGGGATGCAT
GGGCAGCCCAGCCCTCTCTCACCGTTCCAAGTGCCGGCCAGTTAAGGCAGAGGTCCGCCTT
TACTCCAGCCACGGCCACTGGCTCCTCCCCGTCTCCTGTGCTAGGCCAGGGTGAAAAGGTG
GAGGGGCTACAAGCTCAAGCCCTATATCCTTGGAGAGCCAAAAAAGACAACCACTTAAATT
TTAACAAAAATGATGTCATCACCGTCCTGGAACAGCAAGACATGTGGTGGTTTGGAGAAGT
TCAAGGTCAGAAGGGTTGGTTCCCCAAGTCTTACGTGAAACTCATTTCAGGGCCCATAAGG
AAGTCTACAAGCATGGATTCTGGTTCTTCAGAGAGTCCTGCTAGTCTAAAGCGAGTAGCCT
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CTCCAGCAGCCAAGCCGGTCGTTTCGGGAGAAGAATTTATTGCCATGTACACTTACGAGAG
TTCTGAGCAAGGAGATTTAACCTTTCAGCAAGGGGATGTGATTTTGGTTACCAAGAAAGAT
GGTGACTGGTGGACAGGAACAGTGGGCGACAAGGCCGGAGTCTTCCCTTCTAACTATGTGA
GGCTTAAAGATTCAGAGGGCTCTGGAACTGCTGGGAAAACAGGGAGTTTAGGAAAAAAACC
TGAAATTGCCCAGGTTATTGCCTCATACACCGCCACCGGCCCCGAGCAGCTCACTCTCGCC
CCTGGTCAGCTGATTTTGATCCGAAAAAAGAACCCAGGTGGATGGTGGGAAGGAGAGCTGC
AAGCACGTGGGAAAAAGCGCCAGATAGGCTGGTTCCCAGCTAATTATGTAAAGCTTCTAAG
CCCTGGGACGAGCAAAATCACTCCAACAGAGCCACCTAAGTCAACAGCATTAGCGGCAGTG
TGCCAGGTGATTGGGATGTACGACTACACCGCGCAGAATGACGATGAGCTGGCCTTCAACA
AGGGCCAGATCATCAACGTCCTCAACAAGGAGGACCCTGACTGGTGGAAAGGAGAAGTCAA
TGGACAAGTGGGGCTCTTCCCATCCAATTATGTGAAGCTGACCACAGACATGGACCCAAGC
CAGCAATGGTGTTCAGACTTACATCTCTTGGATATGTTGACCCCAACTGAAAGAAAGCGAC
AAGGATACATCCACGAGCTCATTGTCACCGAGGAGAACTATGTGAATGACCTGCAGCTGGT
CACAGAGATTTTTCAAAAACCCCTGATGGAGTCTGAGCTGCTGACAGAAAAAGAGGTTGCT
ATGATTTTTGTGAACTGGAAGGAGCTGATTATGTGTAATATCAAACTACTAAAAGCGCTGA
GAGTCCGCAAGAAGATGTCCGGGGAGAAGATGCCTGTGAAGATGATTGGAGACATCCTGAG
CGCACAGCTGCCGCACATGCAGCCCTACATCCGCTTCTGCAGCCGCCAGCTCAACGGGGCT
GCCCTGATCCAGCAGAAGACGGACGAGGCCCCAGACTTCAAGGAGTTCGTCAAAAGATTGG
CAATGGATCCTCGGTGTAGAGGGATGCCACTCTCTAGTTTTATACTGAAGCCTATGCAACG
GGTAACAAGATACCCACTGATCATTAAAAATATCCTGGAAAACACCCCTGAAAACCACCCG
GACCACAGCCACTTGAAGCACGCCCTGGAGAAGGCGGAAGAGCTCTGTTCCCAGGTGAACG
AAGGGGTGCGGGAGAAGGAGAACTCTGACCGGCTGGAGTGGATCCAGGCCCACGTGCAGTG
TGAAGGCCTGTCTGAGCAACTTGTGTTCAATTCAGTGACCAATTGCTTGGGGCCGCGCARAA
TTTCTGCACAGTGGGAAGCTCTACAAGGCCAAGAGCAACAAGGAGCTGTATGGCTTCCTTT
TCAACGACTTCCTCCTGCTGACTCAGATCACGAAGCCTTTGGGGTCTTCTGGCACCGACAA
AGTCTTCAGCCCCAAATCAAACCTGCAGTATAAAATGTATAAAACACCTATTTTCCTAAAT
GAGGTTCTAGTAAAATTACCCACCGACCCTTCTGGAGACGAGCCCATCTTCCACATCTCCC
ACATTGACCGCGTCTATACTCTCCGAGCAGAAAGCATAAATGAAAGGACTGCCTGGGTGCA
GAAAATCAAAGCTGCTTCTGAACTCTACATAGAGACTGAGAAAAAGAAGCGCGAGAAAGCG
TACCTGGTCCGTTCCCAAAGGGCAACAGGCATTGGAAGGTTGATGGTGAACGTGGTTGAAG
GCATCGAGTTGAAACCCTGTCGGTCACATGGAAAGAGCAACCCGTACTGTGAGGTGACCAT
GGGTTCCCAGTGCCACATCACCAAGACGATCCAGGACACTCTGAACCCCAAGTGGAATTCC
AACTGCCAGTTCTTCATCCGAGACCTGGAGCAGGAAGTCCTCTGCATCACTGTGTTCGAGA
GGGACCAGTTCTCACCAGATGATTTTTTGGGTCGGACGGAGATCCGTGTGGCGGACATCAA
GAAAGACCAGGGCTCCAAAGGTCCAGTTACGAAGTGTCTTCTGCTGCACGAAGTCCCCACG
GGAGAGATTGTGGTCCGCTTGGACCTGCAGTTGTTTGATGAGCCGtaggcggccgce



