Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of ITCH isoform 2

Enzyme description:- ITCH isoform 2 1-862
Clone number:- DU11097

Source:- Recombinant

Tag:- N-terminal GST
Purification method:- GSH-Sepharose
Expression level:- 0.3 mg/LL

Calculated molecular mass:-

Monoisotopic 125420
Average Mass 125498
[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.89
Purity:- 90%

Enzyme storage buffer:-

50 mM HEPES pH 7.5, 10% glycerol, 150mM NaCl, 1mM DTT

Storage temperature:- -80°C

Assay:-
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Division of Signal Transduction Therapy
Clone Data Sheet
Protein name ITCH isoform 2

ITCH isoform 2 1-862 (full length)
AIF4, ATP4, NAPP1

DU11097

human

NP_113671

N-terminal GST-tag

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGL
EFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGAVL
DIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDHVTH
PDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEATIPQIDKYLKSSKYIA
WPLOGWQATFGGGDHPPKSDLEVLFQGPLGSMSDSGSQLGSMGSLTMKSQ
LOITVISAKLKENKKNWFGPSPYVEVTIVDGQSKKTEKCNNTNSPKWKQPL
TVIVITPVSKLHFRVWSHOTLKSDVLLGTAALDIYETLKSNNMKLEEVVVT
LOLGGDKEPTETIGDLSICLDGLOLESEVVINGETTCSESASQNDDGSRS
KDETRVSTNGSDDPEDAGAGENRRVSGNNSPSLSNGGFKPSRPPRPSRPP
PPTPRRPASVNGSPSATSESDGSSTGSLPPTNTNTNTSEGATSGLIIPLT
ISGGSGPRPLNPVTQAPLPPGWEQRVDQHGRVYYVDHVEKRTTWDRPEPL
PPGWERRVDNMGRIYYVDHFTRTTTWQRPTLESVRNYEQWQOLORSQLOGA
MOOFNQORFIYGNODLFATSQSKEFDPLGPLPPGWEKRTDSNGRVYFVNHN
TRITOQWEDPRSOGOLNEKPLPEGWEMRFTVDGIPYFVDHNRRTTTYIDPR
TGKSALDNGPQIAYVRDFKAKVQYFRFWCOOLAMPOHIKITVTRKTLFED
SFOQOIMSFSPODLRRRLWVIFPGEEGLDYGGVAREWFFLLSHEVLNPMYC
LFEYAGKDNYCLQINPASYINPDHLKYFRFIGRFIAMALFHGKFIDTGFS
LPFYKRILNKPVGLKDLESIDPEFYNSLIWVKENNIEECDLEMYFSVDKE
ILGEIKSHDLKPNGGNILVTEENKEEYIRMVAEWRLSRGVEEQTQAFFEG
FNEILPQOYLOYFDAKELEVLLCGMQEIDLNDWORHAIYRHYARTSKOIM
WFWQFVKEIDNEKRMRLLOFVITGTCRLPVGGFADLMGSNGPQKFCIEKVG
KENWLPRSHTCFNRLDLPPYKSYEQLKEKLLFAIEETEGFGQE

in bold
Prescission Protease site underlined
BamH1 / Notl



DNA sequence of
insert

GGATCCATGTCTGACAGTGGATCACAACTTGGTTCAATGGGTAGCCTCAC
CATGAAATCACAGCTTCAGATCACTGTCATCTCAGCAAAACTTAAGGAAA
ATAAGAAGAATTGGTTTGGACCAAGTCCTTACGTAGAGGTCACAGTAGAT
GGACAGTCAAAGAAGACAGAAAAATGCAACAACACAAACAGTCCCAAGTG
GAAGCAACCCCTTACAGTTATCGTTACCCCTGTGAGTAAATTACATTTTC
GTGTGTGGAGTCACCAGACACTGAAATCTGATGTTTTGTTGGGAACTGCT
GCATTAGATATTTATGAAACATTAAAGTCAAACAATATGAAACTTGAAGA
AGTAGTTGTGACTTTGCAGCTTGGAGGTGACAAAGAGCCAACAGAGACAA
TAGGAGACTTGTCAATTTGTCTTGATGGGCTACAGTTAGAGTCTGAAGTT
GTTACCAATGGTGAAACTACATGTTCAGAAAGTGCTTCTCAGAATGATGA
TGGCTCCAGATCCAAGGATGAAACAAGAGTGAGCACAAATGGATCAGATG
ACCCTGAAGATGCAGGAGCTGGTGAAAATAGGAGAGTCAGTGGGAATAAT
TCTCCATCACTCTCAAATGGTGGTTTTAAACCTTCTAGACCTCCAAGACC
TTCACGACCACCACCACCCACCCCACGTAGACCAGCATCTGTCAATGGTT
CACCATCTGCCACTTCTGAAAGTGATGGGTCTAGTACAGGCTCTCTGCCG
CCGACAAATACAAATACAAATACATCTGAAGGAGCAACATCTGGATTAAT
AATTCCTCTTACTATATCTGGAGGCTCAGGCCCTAGGCCATTAAATCCTG
TAACTCAAGCTCCCTTGCCACCTGGTTGGGAGCAGAGAGTGGACCAGCAC
GGGCGAGTTTACTATGTAGATCATGTTGAGAAAAGAACAACATGGGATAG
ACCAGAACCTCTACCTCCTGGCTGGGAACGGCGGGTTGACAACATGGGAC
GTATTTATTATGTTGACCATTTCACAAGAACAACAACGTGGCAGAGGCCA
ACACTGGAATCCGTCCGGAACTATGAACAATGGCAGCTACAGCGTAGTCA
GCTTCAAGGAGCAATGCAGCAGTTTAACCAGAGATTCATTTATGGGAATC
AAGATTTATTTGCTACATCACAAAGTAAAGAATTTGATCCTCTTGGTCCA
TTGCCACCTGGATGGGAGAAGAGAACAGACAGCAATGGCAGAGTATATTT
CGTCAACCACAACACACGAATTACACAATGGGAAGACCCCAGAAGTCAAG
GTCAATTAAATGAAAAGCCCTTACCTGAAGGTTGGGAAATGAGATTCACA
GTGGATGGAATTCCATATTTTGTGGACCACAATAGAAGAACTACCACCTA
TATAGATCCCCGCACAGGAAAATCTGCCCTAGACAATGGACCTCAGATAG
CCTATGTTCGGGACTTCAAAGCAAAGGTTCAGTATTTCCGGTTCTGGTGT
CAGCAACTGGCCATGCCACAGCACATAAAGATTACAGTGACAAGAAAAAC
ATTGTTTGAGGATTCCTTTCAACAGATAATGAGCTTCAGTCCCCAAGATC
TGCGAAGACGTTTGTGGGTGATTTTTCCAGGAGAAGAAGGTTTAGATTAT
GGAGGTGTAGCAAGAGAATGGTTCTTTCTTTTGTCACATGAAGTGTTGAA
CCCAATGTATTGCCTGTTTGAATATGCAGGGAAGGATAACTACTGCTTGC
AGATAAACCCCGCTTCTTACATCAATCCAGATCACCTGAAATATTTTCGT
TTTATTGGCAGATTTATTGCCATGGCTCTGTTCCATGGGAAATTCATAGA
CACGGGTTTTTCTTTACCATTCTATAAGCGTATCTTGAACAAACCAGTTG
GACTCAAGGATTTAGAATCTATTGATCCAGAATTTTACAATTCTCTCATC
TGGGTTAAGGAAAACAATATTGAGGAATGTGATTTGGAAATGTACTTCTC
CGTTGACAAAGAAATTCTAGGTGAAATTAAGAGTCATGATCTGAAACCTA
ATGGTGGCAATATTCTTGTAACAGAAGAAAATAAAGAGGAATACATCAGA
ATGGTAGCTGAGTGGAGGTTGTCTCGAGGTGTTGAAGAACAGACACAAGC
TTTCTTTGAAGGCTTTAATGAAATTCTTCCCCAGCAATATTTGCAATACT
TTGATGCAAAGGAATTAGAGGTCCTTTTATGTGGAATGCAAGAGATTGAT
TTGAATGACTGGCAAAGACATGCCATCTACCGTCATTATGCAAGGACCAG
CAAACAAATCATGTGGTTTTGGCAGTTTGTTAAAGAAATTGATAATGAGA
AGAGAATGAGACTTCTGCAGTTTGTTACTGGAACCTGCCGATTGCCAGTA
GGAGGATTTGCTGATCTCATGGGGAGCAATGGACCACAGAAATTCTGCAT
TGAAAAAGTTGGGAAAGAAAATTGGCTACCCAGAAGTCATACCTGTTTTA
ATCGCCTGGACCTGCCACCATACAAGAGCTATGAGCAACTGAAGGAAAAG
CTGTTGTTTGCCATAGAAGAAACAGAAGGATTTGGACAAGAGTAAGCGGC
CGC



