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Standard Operating Procedure 
 

Preparation of active NEK1 [1 - 505] 
 

 
Enzyme description:-  NEK1 [1 - 505] 
 
Clone number:-   DU 55526 
 
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 pI:-   9.11 
 
Purity:-    >80 % 
 
Activation protocol:-  Constitutively active 
 
Enzyme storage buffer:-  
50 mM Tris-HCl 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-HCl pH 7.5, 0.1mM EGTA, 10 mM DTT, 10 mM MgAc 
 
Substrate:- 
Myelin Basic Protein   Final concentration: 0.33 mg/ml 
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Clone Data Sheet 
 

NEK1 [1 - 505] 
 
 
Protein 

 
NEK1 [1 - 505] 

 
Clone number 

 
DU 55526 

 
Species 

 
Human 

 
Accession number 

 
NM_001199397.1 
 

Tags N-terminal GST 
 
Baculovirus 
expressed protein 

 
MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNK
KFELGLEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKE
RAEISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKM
FEDRLCHKTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKL
VCFKKRIEAIPQIDKYLKSSKYIAWPLQGWQATFGGGDHPPKSD
LEVLFQGPLGSMEKYVRLQKIGEGSFGKAILVKSTEDGRQYVIK
EINISRMSSKEREESRREVAVLANMKHPNIVQYRESFEENGSLY
IVMDYCEGGDLFKRINAQKGVLFQEDQILDWFVQICLALKHVHD
RKILHRDIKSQNIFLTKDGTVQLGDFGIARVLNSTVELARTCIG
TPYYLSPEICENKPYNNKSDIWALGCVLYELCTLKHAFEAGSMK
NLVLKIISGSFPPVSLHYSYDLRSLVSQLFKRNPRDRPSVNSIL
EKGFIAKRIEKFLSPQLIAEEFCLKTFSKFGSQPIPAKRPASGQ
NSISVMPAQKITKPAAKYGIPLAYKKYGDKKLHEKKPLQKHKQA
HQTPEKRVNTGEERRKISEEAARKRRLEFIEKEKKQKDQIISLM
KAEQMKRQEKERLERINRAREQGWRNVLSAGGSGEVKAPFLGSG
GTIAPSSFSSRGQYEHYHAIFDQMQQQRAEDNEAKWKREIYGRG
LPERGILPGVRPGFPYGAAGHHHFPDADDI 
 

 
Native sequence 

 
Amino acids M1 – I505 (end residue E1286) 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 

 
BamH1 and Not1sites of pFastBac Dual. 
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Nucleotide 
sequence of insert  

 
ggatccATGGAGAAGTATGTTAGACTACAGAAGATTGGAGAAGGT
TCATTTGGAAAAGCCATTCTTGTTAAATCTACAGAAGATGGCAGA
CAGTATGTTATCAAGGAAATTAACATCTCAAGAATGTCCAGTAAA
GAAAGAGAAGAATCAAGGAGAGAAGTTGCAGTATTGGCAAACATG
AAGCATCCAAATATTGTCCAGTATAGAGAATCATTTGAAGAAAAT
GGCTCTCTCTACATAGTAATGGATTACTGTGAGGGAGGGGATCTG
TTTAAGCGAATAAATGCTCAGAAAGGCGTTTTGTTTCAAGAGGAT
CAGATTTTGGACTGGTTTGTACAGATATGTTTGGCCCTGAAACAT
GTACATGATAGAAAAATTCTTCATCGAGACATTAAATCTCAGAAC
ATATTTTTAACTAAAGATGGAACAGTACAACTTGGAGATTTTGGA
ATTGCTAGAGTTCTTAATAGTACTGTAGAGCTGGCTCGAACTTGC
ATAGGGACCCCATACTACTTGTCACCTGAAATCTGTGAAAACAAA
CCTTACAATAATAAAAGTGACATTTGGGCTCTGGGGTGTGTCCTT
TATGAGCTGTGTACACTTAAACATGCTTTTGAAGCTGGCAGTATG
AAAAACCTGGTACTGAAGATAATATCTGGATCTTTTCCACCTGTG
TCTTTGCATTATTCCTATGATCTCCGCAGTTTGGTGTCTCAGTTA
TTTAAAAGAAATCCTAGGGATAGACCATCAGTCAACTCCATATTG
GAGAAAGGTTTTATAGCCAAACGCATTGAAAAGTTTCTCTCTCCT
CAGCTTATTGCAGAAGAATTTTGTCTAAAAACATTTTCGAAGTTT
GGATCACAGCCTATACCAGCTAAAAGACCAGCTTCAGGACAAAAC
TCGATTTCTGTTATGCCTGCTCAGAAAATTACAAAGCCTGCCGCT
AAATATGGAATACCTTTAGCATATAAGAAATATGGAGATAAAAAA
TTACACGAAAAGAAACCACTGCAAAAACATAAACAGGCCCATCAA
ACTCCAGAGAAGAGAGTGAATACTGGAGAAGAAAGGAGGAAAATA
TCTGAGGAAGCAGCAAGAAAGAGAAGGCTGGAATTTATTGAAAAA
GAAAAGAAACAAAAGGATCAGATTATTAGTTTAATGAAGGCTGAA
CAAATGAAAAGGCAAGAAAAGGAAAGGTTGGAAAGAATAAATAGG
GCCAGGGAACAAGGATGGAGAAATGTGCTAAGTGCTGGTGGAAGT
GGTGAAGTAAAGGCTCCTTTTCTGGGCAGTGGAGGGACTATAGCT
CCATCATCTTTTTCTTCTCGAGGACAGTATGAACATTACCATGCC
ATTTTTGACCAAATGCAGCAACAAAGAGCAGAAGATAATGAAGCT
AAATGGAAAAGAGAAATATATGGTCGAGGTCTTCCAGAAAGAGGA
ATTCTGCCTGGAGTTCGTCCAGGATTTCCTTATGGGGCTGCAGGT
CATCACCATTTTCCTGATGCTGATGATATTTAAAGAAAAACTTTG
AAAAGATTGAAGGCGGTGTCTAAACAAGCCAATGCAAACAGGCAA
AAAGGGCAGCTAGCTGTAGAAAGAGCTAAACAAGTAGAAGAGTTC
CTGCAGCGAAAACGGGAAGCTATGCAGAATAAAGCTCGAGCCGAA
GGACATATGGGAATCCTGCAAAACCTGGCAGCTATGTATGGAGGC
AGGCCCAGCTCTTCAAGAGGAGGGAAGCCAAGAAACAAAGAGGAA
GAGGTTTATCTGGCAAGACTGAGGCAAATAAGACTACAGAATTTC
AATGAGCGCCAACAGATTAAAGCCAAACTTCGTGGTGAAAAGAAA
GAAGCTAATCATTCTGAAGGACAAGAAGGAAGTGAAGAGGCTGAC
ATGAGGCGCAAAAAAATCGAATCACTGAAGGCCCATGCAAATGCA
CGTGCTGCTGTACTAAAAGAACAACTAGAACGAAAGAGAAAGGAG
GCTTATGAGAGAGAAAAAAAAGTGTGGGAAGAGCATTTGGTGGCT
AAAGGAGTTAAGAGTTCTGATGTTTCTCCACCTTTGGGACAGCAT
GAAACAGGTGGCTCTCCATCAAAGCAACAGATGAGATCTGTTATT
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TCTGTAACTTCAGCTTTGAAAGAAGTTGGCGTGGACAGTAGTTTA
ACTGATACCCGGGAAACTTCAGAAGAGATGCAAAAGACCAACAAT
GCTATTTCAAGTAAGCGAGAAATACTTCGTAGATTAAATGAAAAT
CTTAAAGCTCAAGAAGATGAAAAAGGAAAGCAGAATCTCTCTGAT
ACTTTTGAGATAAATGTTCATGAAGATGCCAAAGAGCATGAAAAA
GAAAAATCAGTTTCATCTGATCGCAAGAAGTGGGAGGCAGGAGGT
CAACTTGTGATTCCTCTGGATGAGTTAACACTAGATACATCCTTC
TCTACAACTGAAAGACATACAGTGGGAGAAGTTATTAAATTAGGT
CCTAATGGATCTCCAAGAAGAGCCTGGGGGAAAAGTCCGACAGAT
TCTGTTCTAAAGATACTTGGAGAAGCTGAACTACAACTTCAGACA
GAACTATTAGAAAATACAACTATTAGAAGTGAGATTTCTCCCGAA
GGGGAAAAGTACAAACCCTTAATTACTGGAGAAAAAAAAGTACAA
TGTATTTCACATGAAATAAACCCATCAGCTATTGTTGATTCTCCT
GTTGAGACAAAAAGTCCCGAGTTCAGTGAGGCATCTCCACAGATG
TCATTGAAACTGGAAGGAAATTTAGAAGAACCTGATGATTTGGAA
ACAGAAATTCTACAAGAGCCAAGTGGAACAAACAAAGATGAGAGC
TTGCCATGCACTATTACTGATGTGTGGATTAGTGAGGAAAAAGAA
ACAAAGGAAACTCAGTCGGCAGATAGGATCACCATTCAGGAAAAT
GAAGTTTCTGAAGATGGAGTCTCGAGTACTGTGGACCAACTTAGT
GACATTCATATAGAGCCTGGAACCAATGATTCTCAGCACTCTAAA
TGTGATGTAGATAAGTCTGTGCAACCGGAACCATTTTTCCATAAG
GTGGTTCATTCTGAACACTTGAACTTAGTCCCTCAAGTTCAATCA
GTTCAGTGTTCACCAGAAGAATCCTTTGCATTTCGATCTCACTCG
CATTTACCACCAAAAAATAAAAACAAGAATTCCTTGCTGATTGGA
CTTTCAACTGGTCTGTTTGATGCAAACAACCCAAAGATGTTAAGG
ACATGTTCACTTCCAGATCTCTCAAAGCTGTTCAGAACCCTTATG
GATGTTCCCACCGTAGGAGATGTTCGTCAAGACAATCTTGAAATA
GATGAAATTGAAGATGAAAACATTAAAGAAGGACCTTCTGATTCT
GAAGACATTGTGTTTGAAGAAACTGACACAGATTTACAAGAGCTG
CAGGCCTCGATGGAACAGTTACTTAGGGAACAACCTGGTGAAGAA
TACAGTGAAGAAGAAGAGTCAGTCTTGAAGAACAGTGATGTGGAG
CCAACTGCAAATGGGACAGATGTGGCAGATGAAGATGACAATCCC
AGCAGTGAAAGTGCCCTGAACGAAGAATGGCACTCAGATAACAGT
GATGGTGAAATTGCTAGTGAATGTGAATGCGATAGTGTCTTTAAC
CATTTAGAGGAACTGAGACTTCATCTGGAGCAGGAAATGGGCTTT
GAAAAATTCTTTGAGGTTTATGAGAAAATAAAGGCTATTCATGAA
GATGAAGATGAAAATATTGAAATTTGTTCAAAAATAGTTCAAAAT
ATTTTGGGAAATGAACATCAGCATCTTTATGCCAAGATTCTTCAT
TTAGTCATGGCAGATGGAGCCTACCAAGAAGATAATGATGAAtaa
gcggccgc 
 

 


