Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active NEK1 [1 - 1286]

Enzyme description:- NEK1 [1 - 1286]

Clone number:- DU 41383

Source:- Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST

Purification method:- GSH Sepharose

Calculated molecular mass:-

Monoisotopic 84,297.66 daltons

Average Mass 84,351.23 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 9.11

Purity:- >80 %

Activation protocol:- Constitutively active

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 270 mM sucrose, 150 mM NaCl, 0.1 mM EGTA,
10 mM DTT, 0.02 % Brij-35,0.2 mM PMSF, 1 mM Benzamidine.

Storage temperature:- -70 °C

Assay Buffer:-
50 mM Tris-HCI pH 7.5,0.1mM EGTA, 10 mM DTT, 10 mM MgAc

Substrate:-
Myelin Basic Protein Final concentration: 0.33 mg/ml



Protein

Clone number

Species

Accession number

Tags

Baculovirus
expressed protein
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Clone Data Sheet
NEK1 [1 - 1286]

NEKI [1 - 1286]
DU 41383

Human

NM_001199397.1

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNK
KFELGLEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKE
RAEISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKM
FEDRLCHKTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKL
VCFKKRIEAIPQIDKYLKSSKYIAWPLQOGWQATFGGGDHPPKSD
LEVLFQGPLGSMEKYVRLOKIGEGSFGKAILVKSTEDGRQYVIK
EINISRMSSKEREESRREVAVLANMKHPNIVQYRESFEENGSLY
IVMDYCEGGDLFKRINAQKGVLFQEDQILDWFVQICLALKHVHD
RKILHRDIKSONIFLTKDGTVQLGDFGIARVLNSTVELARTCIG
TPYYLSPEICENKPYNNKSDIWALGCVLYELCTLKHAFEAGSMK
NLVLKIISGSFPPVSLHYSYDLRSLVSQLFKRNPRDRPSVNSIL
EKGFIAKRIEKFLSPQLIAEEFCLKTFSKFGSQPIPAKRPASGO
NSISVMPAQKITKPAAKYGIPLAYKKYGDKKLHEKKPLOKHKQA
HOTPEKRVNTGEERRKISEEAARKRRLEFIEKEKKQKDQIISLM
KAEQMKRQEKERLERINRAREQGWRNVLSAGGSGEVKAPFLGSG
GTIAPSSFSSRGQYEHYHAIFDOMOOORAEDNEAKWKREIYGRG
LPERGILPGVRPGFPYGAAGHHHFPDADDIRKTLKRLKAVSKQA
NANROKGOLAVERAKQVEEFLORKREAMONKARAEGHMGILQNL
AAMYGGRPSSSRGGKPRNKEEEVYLARLRQIRLONFNERQQIKA
KLRGEKKEANHSEGQEGSEEADMRRKKIESLKAHANARAAVLKE
OLERKRKEAYEREKKVWEEHLVAKGVKSSDVSPPLGOHETGGSP
SKOOMRSVISVTSALKEVGVDSSLTDTRETSEEMOKTNNAISSK
REILRRLNENLKAQEDEKGKQONLSDTFEINVHEDAKEHEKEKSV
SSDRKKWEAGGQLVIPLDELTLDTSFSTTERHTVGEVIKLGPNG
SPRRAWGKSPTDSVLKILGEAELQLOTELLENTTIRSEISPEGE
KYKPLITGEKKVQCISHEINPSAIVDSPVETKSPEFSEASPOMS
LKLEGNLEEPDDLETEILQEPSGTNKDESLPCTITDVWISEEKE
TKETQSADRITIQENEVSEDGVSSTVDQLSDIHIEPGTNDSQHS
KCDVDKSVQPEPFFHKVVHSEHLNLVPQVQSVQOCSPEESFAFRS
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HSHLPPKNKNKNSLLIGLSTGLFDANNPKMLRTCSLPDLSKLFR
TLMDVPTVGDVRODNLEIDEIEDENIKEGPSDSEDIVFEETDTD
LOELOASMEQLLREQPGEEYSEEEESVLKNSDVEPTANGTDVAD
EDDNPSSESALNEEWHSDNSDGEIASECECDSVFNHLEELRLHL
EQEMGFEKFFEVYEKIKAIHEDEDENIEICSKIVONILGNEHQH
LYAKILHLVMADGAYQEDNDE

Native sequence Amino acids M1 — E1286 (end residue) of human NEK1.
Residue M232 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 BamH]1 and Notlsites of pFastBac Dual.



Nucleotide
sequence of insert
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ggatccATGGAGAAGTATGTTAGACTACAGAAGATTGGAGAAGGTTCATT
TGGAAAAGCCATTCTTGTTAAATCTACAGAAGATGGCAGACAGTATGTTA
TCAAGGAAATTAACATCTCAAGAATGTCCAGTAAAGAAAGAGAAGAATCA
AGGAGAGAAGTTGCAGTATTGGCAAACATGAAGCATCCAAATATTGTCCA
GTATAGAGAATCATTTGAAGAAAATGGCTCTCTCTACATAGTAATGGATT
ACTGTGAGGGAGGGGATCTGTTTAAGCGAATAAATGCTCAGAAAGGCGTT
TTGTTTCAAGAGGATCAGATTTTGGACTGGTTTGTACAGATATGTTTGGC
CCTGAAACATGTACATGATAGAAAAATTCTTCATCGAGACATTAAATCTC
AGAACATATTTTTAACTAAAGATGGAACAGTACAACTTGGAGATTTTGGA
ATTGCTAGAGTTCTTAATAGTACTGTAGAGCTGGCTCGAACTTGCATAGG
GACCCCATACTACTTGTCACCTGAAATCTGTGAAAACAAACCTTACAATA
ATAAAAGTGACATTTGGGCTCTGGGGTGTGTCCTTTATGAGCTGTGTACA
CTTAAACATGCTTTTGAAGCTGGCAGTATGAAAAACCTGGTACTGAAGAT
AATATCTGGATCTTTTCCACCTGTGTCTTTGCATTATTCCTATGATCTCC
GCAGTTTGGTGTCTCAGTTATTTAAAAGAAATCCTAGGGATAGACCATCA
GTCAACTCCATATTGGAGAAAGGTTTTATAGCCAAACGCATTGAAAAGTT
TCTCTCTCCTCAGCTTATTGCAGAAGAATTTTGTCTAAAAACATTTTCGA
AGTTTGGATCACAGCCTATACCAGCTAAAAGACCAGCTTCAGGACAAAAC
TCGATTTCTGTTATGCCTGCTCAGAAAATTACAAAGCCTGCCGCTAAATA
TGGAATACCTTTAGCATATAAGAAATATGGAGATAAAAAATTACACGAAA
AGAAACCACTGCAAAAACATAAACAGGCCCATCAAACTCCAGAGAAGAGA
GTGAATACTGGAGAAGAAAGGAGGAAAATATCTGAGGAAGCAGCAAGAAA
GAGAAGGCTGGAATTTATTGAAAAAGAAAAGAAACAAAAGGATCAGATTA
TTAGTTTAATGAAGGCTGAACAAATGAAAAGGCAAGAAAAGGAAAGGTTG
GAAAGAATAAATAGGGCCAGGGAACAAGGATGGAGAAATGTGCTAAGTGC
TGGTGGAAGTGGTGAAGTAAAGGCTCCTTTTCTGGGCAGTGGAGGGACTA
TAGCTCCATCATCTTTTTCTTCTCGAGGACAGTATGAACATTACCATGCC
ATTTTTGACCAAATGCAGCAACAAAGAGCAGAAGATAATGAAGCTAAATG
GAAAAGAGAAATATATGGTCGAGGTCTTCCAGAAAGAGGAATTCTGCCTG
GAGTTCGTCCAGGATTTCCTTATGGGGCTGCAGGTCATCACCATTTTCCT
GATGCTGATGATATTAGAAAAACTTTGAAAAGATTGAAGGCGGTGTCTAA
ACAAGCCAATGCAAACAGGCAAAAAGGGCAGCTAGCTGTAGAAAGAGCTA
AACAAGTAGAAGAGTTCCTGCAGCGAAAACGGGAAGCTATGCAGAATAAA
GCTCGAGCCGAAGGACATATGGGAATCCTGCAAAACCTGGCAGCTATGTA
TGGAGGCAGGCCCAGCTCTTCAAGAGGAGGGAAGCCAAGAAACAAAGAGG
AAGAGGTTTATCTGGCAAGACTGAGGCAAATAAGACTACAGAATTTCAAT
GAGCGCCAACAGATTAAAGCCAAACTTCGTGGTGAAAAGAAAGAAGCTAA
TCATTCTGAAGGACAAGAAGGAAGTGAAGAGGCTGACATGAGGCGCAAAA
AAATCGAATCACTGAAGGCCCATGCAAATGCACGTGCTGCTGTACTAAAA
GAACAACTAGAACGAAAGAGAAAGGAGGCTTATGAGAGAGAAAAAAAAGT
GTGGGAAGAGCATTTGGTGGCTAAAGGAGTTAAGAGTTCTGATGTTTCTC
CACCTTTGGGACAGCATGAAACAGGTGGCTCTCCATCAAAGCAACAGATG
AGATCTGTTATTTCTGTAACTTCAGCTTTGAAAGAAGTTGGCGTGGACAG
TAGTTTAACTGATACCCGGGAAACTTCAGAAGAGATGCAAAAGACCAACA
ATGCTATTTCAAGTAAGCGAGAAATACTTCGTAGATTAAATGAAAATCTT
AAAGCTCAAGAAGATGAAAAAGGAAAGCAGAATCTCTCTGATACTTTTGA
GATAAATGTTCATGAAGATGCCAAAGAGCATGAAAAAGAAAAATCAGTTT
CATCTGATCGCAAGAAGTGGGAGGCAGGAGGTCAACTTGTGATTCCTCTG
GATGAGTTAACACTAGATACATCCTTCTCTACAACTGAAAGACATACAGT
GGGAGAAGTTATTAAATTAGGTCCTAATGGATCTCCAAGAAGAGCCTGGG
GGAAAAGTCCGACAGATTCTGTTCTAAAGATACTTGGAGAAGCTGAACTA
CAACTTCAGACAGAACTATTAGAAAATACAACTATTAGAAGTGAGATTTC
TCCCGAAGGGGAAAAGTACAAACCCTTAATTACTGGAGAAAAAAAAGTAC
AATGTATTTCACATGAAATAAACCCATCAGCTATTGTTGATTCTCCTGTT
GAGACAAAAAGTCCCGAGTTCAGTGAGGCATCTCCACAGATGTCATTGAA
ACTGGAAGGAAATTTAGAAGAACCTGATGATTTGGAAACAGAAATTCTAC
AAGAGCCAAGTGGAACAAACAAAGATGAGAGCTTGCCATGCACTATTACT
GATGTGTGGATTAGTGAGGAAAAAGAAACAAAGGAAACTCAGTCGGCAGA
TAGGATCACCATTCAGGAAAATGAAGTTTCTGAAGATGGAGTCTCGAGTA
CTGTGGACCAACTTAGTGACATTCATATAGAGCCTGGAACCAATGATTCT
CAGCACTCTAAATGTGATGTAGATAAGTCTGTGCAACCGGAACCATTTTT
CCATAAGGTGGTTCATTCTGAACACTTGAACTTAGTCCCTCAAGTTCAAT
CAGTTCAGTGTTCACCAGAAGAATCCTTTGCATTTCGATCTCACTCGCAT
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TTACCACCAAAAAATAAAAACAAGAATTCCTTGCTGATTGGACTTTCAAC
TGGTCTGTTTGATGCAAACAACCCAAAGATGTTAAGGACATGTTCACTTC
CAGATCTCTCAAAGCTGTTCAGAACCCTTATGGATGTTCCCACCGTAGGA
GATGTTCGTCAAGACAATCTTGAAATAGATGAAATTGAAGATGAAAACAT
TAAAGAAGGACCTTCTGATTCTGAAGACATTGTGTTTGAAGAAACTGACA
CAGATTTACAAGAGCTGCAGGCCTCGATGGAACAGTTACTTAGGGAACAA
CCTGGTGAAGAATACAGTGAAGAAGAAGAGTCAGTCTTGAAGAACAGTGA
TGTGGAGCCAACTGCAAATGGGACAGATGTGGCAGATGAAGATGACAATC
CCAGCAGTGAAAGTGCCCTGAACGAAGAATGGCACTCAGATAACAGTGAT
GGTGAAATTGCTAGTGAATGTGAATGCGATAGTGTCTTTAACCATTTAGA
GGAACTGAGACTTCATCTGGAGCAGGAAATGGGCTTTGAAAAATTCTTTG
AGGTTTATGAGAAAATAAAGGCTATTCATGAAGATGAAGATGAAAATATT
GAAATTTGTTCAAAAATAGTTCAAAATATTTTGGGAAATGAACATCAGCA
TCTTTATGCCAAGATTCTTCATTTAGTCATGGCAGATGGAGCCTACCAAG
AAGATAATGATGAAtaagcggccge



