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Standard Operating Procedure 
 

Preparation of active SIK3 [2 - 1369] 
 
 

Enzyme description:-  SIK3 [2 – 1369] 
 
Clone number:-   DU 16623 
 
Source:-    Recombinant 
 
Expression system:-   Baculovirus expression vector system 
 
Tag:-     N-terminal GST and HA 
 
Purification  method:-  Glutathione Sepharose 
 
Calculated molecular mass:- 
Monoisotopic  178, 221.87 daltons 
Average Mass  178, 334.97 daltons 
[cysteines reduced, methionines have not been oxidised 
 
Theoretical pI:-   6.45 
 
Purity:-    >80 % 
 
Enzyme storage buffer:-  
50 mM Tris-HCl pH 7.5, 270 mM sucrose, 150 mM NaCl, 0.1mM EGTA, 
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF. 
 
Storage temperature:-  -70 °C 
 
Assay buffer:- 
50 mM Tris-HCl pH 7.5, 0.1 % 2−mercaptoethanol, 0.1 mM EGTA, 10 mM MgAc 
 
Substrate:- 
KKKVSRSGLYRSPSMPENLNRPR  Final concentration: 300 µM 
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Clone Data Sheet 
 

SIK3 [2 - 1369] 
 
Protein 

 
SIK3 [2 - 1369] 

 
Clone number 

 
DU 16623 

 
Species 

 
Human 

 
Accession number 

 
Sugen Kinase Database 15721 

 
Tags 

 
N-terminal GST and HA 

 
Baculovirus 
expressed protein 

 
MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG  
LEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGA  
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH  
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS  
KYIAWPLQGWQATFGGGDHPPKSDLEVLFQGPLGSYPYDVPDYAAAAAA  
SGAGGAAGAGTGGAGPAGRLLPPPAPGSPAAPAAVSPAAGQPRPPAPAS  
RGPMPARIGYYEIDRTIGKGNFAVVKRATHLVTKAKVAIKIIDKTQLDE  
ENLKKIFREVQIMKMLCHPHIIRLYQVMETERMIYLVTEYASGGEIFDH  
LVAHGRMAEKEARRKFKQIVTAVYFCHCRNIVHRDLKAENLLLDANLNI  
KIADFGFSNLFTPGQLLKTWCGSPPYAAPELFEGKEYDGPKVDIWSLGV  
VLYVLVCGALPFDGSTLQNLRARVLSGKFRIPFFMSTECEHLIRHMLVL  
DPNKRLSMEQICKHKWMKLGDADPNFDRLIAECQQLKEERQVDPLNEDV  
LLAMEDMGLDKEQTLQSLRSDAYDHYSAIYSLLCDRHKRHKTLRLGALP  
SMPRALAFQAPVNIQAEQAGTAMNISVPQVQLINPENQIVEPDGTLNLD  
SDEGEEPSPEALVRYLSMRRHTVGVADPRTEVMEDLQKLLPGFPGVNPQ  
APFLQVAPNVNFMHNLLPMQNLQPTGQLEYKEQSLLQPPTLQLLNGMGP  
LGRRASDGGANIQLHAQQLLKRPRGPSPLVTMTPAVPAVTPVDEESSDG  
EPDQEAVQRYLANRSKRHTLAMTNPTAEIPPDLQRQLGQQPFRSRVWPP  
HLVPDQHRSTYKDSNTLHLPTERFSPVRRFSDGAASIQAFKAHLEKMGN  
NSSIKQLQQECEQLQKMYGGQIDERTLEKTQQQHMLYQQEQHHQILQQQ  
IQDSICPPQPSPPLQAACENQPALLTHQLQRLRIQPSSPPPNHPNNHLF  
RQPSNSPPPMSSAMIQPHGAASSSQFQGLPSRSAIFQQQPENCSSPPNV  
ALTCLGMQQPAQSQQVTIQVQEPVDMLSNMPGTAAGSSGRGISISPSAG  
QMQMQHRTNLMATLSYGHRPLSKQLSADSAEAHSLNVNRFSPANYDQAH  
LHPHLFSDQSRGSPSSYSPSTGVGFSPTQALKVPPLDQFPTFPPSAHQQ  
PPHYTTSALQQALLSPTPPDYTRHQQVPHILQGLLSPRHSLTGHSDIRL  
PPTEFAQLIKRQQQQRQQQQQQQQQQEYQELFRHMNQGDAGSLAPSLGG  
QSMTERQALSYQNADSYHHHTSPQHLLQIRAQECVSQASSPTPPHGYAH  
QPALMHSESMEEDCSCEGAKDGFQDSKSSSTLTKGCHDSPLLLSTGGPG  
DPESLLGTVSHAQELGIHPYGHQPTAAFSKNKVPSREPVIGNCMDRSSP  
GQAVELPDHNGLGYPARPSVHEHHRPRALQRHHTIQNSDDAYVQLDNLP  
GMSLVAGKALSSARMSDAVLSQSSLMGSQQFQDGENEECGASLGGHEHP  
DLSDGSQHLNSSCYPSTCITDILLSYKHPEVSFSMEQAGV  
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Native sequence 

 
Amino acids A2 – V1369 (end) of human SIK3.  
Residue A241 of the fusion protein is equivalent to A2 of the native  
enzyme.  The GST tag is located at residues 1 – 220 and the HA tag is  
located at residues 232 – 240.  
 

 
Protease cleavage  

 
PreScission (LEVLFQGP) residues 221 - 229 

 
Cloning sites 

 
BamH1 sites in pFastBAC GST 

 
Nucleotide 
sequence of insert 

 
ggatcctacccatacgatgtgccagattacgccGCGGCGGCGGCGGCGA
GCGGAGCTGGCGGGGCTGCCGGGGCCGGGACTGGGGGAGCCGGGCCCGC
GGGCCGCCTGCTGCCTCCGCCCGCGCCGGGGTCCCCAGCCGCCCCCGCT
GCCGTGTCCCCTGCGGCCGGCCAGCCGCGTCCCCCAGCCCCGGCCTCCC
GCGGACCCATGCCCGCCCGTATCGGCTACTACGAGATCGACCGCACCAT
CGGCAAGGGCAACTTCGCGGTGGTCAAGCGGGCCACGCACCTCGTCACC
AAGGCCAAGGTTGCTATCAAGATCATAGATAAGACCCAGCTGGATGAAG
AAAACTTGAAGAAGATTTTCCGGGAAGTTCAAATTATGAAGATGCTTTG
CCACCCCCATATCATCAGGCTCTACCAGGTTATGGAGACAGAACGGATG
ATTTATCTGGTGACAGAATATGCTAGTGGAGGGGAAATATTTGACCACC
TGGTGGCCCATGGTAGAATGGCAGAAAAGGAGGCACGTCGGAAGTTCAA
ACAGATCGTCACAGCTGTCTATTTTTGTCACTGTCGGAACATTGTTCAT
CGTGATTTAAAAGCTGAAAATTTACTTCTGGATGCCAATCTGAATATCA
AAATAGCAGATTTTGGTTTCAGTAACCTCTTCACTCCTGGGCAGCTGCT
GAAGACCTGGTGTGGCAGCCCTCCCTATGCTGCACCTGAACTCTTTGAA
GGAAAAGAATATGATGGGCCCAAAGTGGACATCTGGAGCCTTGGAGTTG
TCCTCTACGTGCTTGTGTGCGGTGCCCTGCCATTTGATGGAAGCACACT
GCAGAATCTGCGGGCCCGCGTGCTGAGTGGAAAGTTCCGCATCCCATTT
TTTATGTCCACAGAATGTGAGCATTTGATCCGCCATATGTTGGTGTTAG
ATCCCAATAAGCGCCTCTCCATGGAGCAGATCTGCAAGCACAAGTGGAT
GAAGCTAGGGGACGCCGATCCCAACTTTGACAGGTTAATAGCTGAATGC
CAACAACTAAAGGAAGAAAGACAGGTGGACCCCCTGAATGAGGATGTCC
TCTTGGCCATGGAGGACATGGGACTGGACAAAGAACAGACACTGCAGTC
ATTAAGATCAGATGCCTATGATCACTATAGTGCAATCTACAGCCTGCTG
TGTGATCGACATAAGAGACATAAAACCCTGCGTCTCGGAGCACTTCCTA
GCATGCCCCGAGCCCTGGCCTTTCAAGCACCAGTCAATATCCAGGCGGA
GCAGGCAGGTACTGCTATGAACATCAGCGTTCCCCAGGTGCAGCTGATC
AACCCAGAGAACCAAATTGTGGAGCCGGATGGGACACTGAATTTGGACA
GTGATGAGGGTGAAGAGCCTTCCCCTGAAGCATTGGTGCGCTATTTGTC
AATGAGGAGGCACACAGTGGGTGTGGCTGACCCACGCACGGAAGTTATG
GAAGATCTGCAGAAGCTCCTACCTGGCTTTCCTGGAGTCAACCCCCAGG
CTCCATTCCTGCAGGTGGCCCCTAATGTGAACTTCATGCACAACCTGTT
GCCTATGCAAAACTTGCAACCAACCGGGCAACTTGAGTACAAGGAGCAG
TCTCTCCTACAGCCGCCCACGCTACAGCTGTTGAATGGAATGGGCCCCC
TTGGCCGGAGGGCATCAGATGGAGGAGCCAACATCCAACTGCATGCCCA
GCAGCTGCTGAAGCGCCCACGGGGACCCTCTCCGCTTGTCACCATGACA
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CCAGCAGTGCCAGCAGTTACCCCTGTGGACGAGGAGAGCTCAGACGGGG
AGCCAGACCAGGAAGCTGTGCAGAGGTACTTGGCAAATAGGTCCAAAAG
ACATACACTGGCCATGACCAACCCTACAGCTGAGATCCCACCGGACCTA
CAACGGCAGCTAGGACAGCAGCCTTTCCGTTCCCGGGTCTGGCCTCCTC
ACCTGGTACCTGATCAGCATCGCTCTACCTACAAGGACTCCAACACTCT
GCACCTCCCTACGGAGCGTTTCTCCCCTGTGCGCCGGTTCTCAGATGGG
GCTGCGAGCATCCAGGCCTTCAAAGCTCACCTGGAAAAAATGGGCAACA
ACAGCAGCATCAAACAGCTGCAGCAGGAGTGTGAGCAGCTGCAGAAGAT
GTACGGGGGGCAGATTGATGAAAGAACCCTGGAGAAGACCCAGCAGCAG
CATATGTTATACCAGCAGGAGCAGCACCATCAAATTCTCCAGCAACAAA
TTCAAGACTCTATCTGTCCTCCTCAGCCATCTCCACCTCTTCAGGCTGC
ATGTGAAAATCAGCCAGCCCTCCTTACCCATCAGCTCCAGAGGTTAAGG
ATTCAGCCTTCAAGCCCACCCCCCAACCACCCCAACAACCATCTCTTCA
GGCAGCCCAGTAATAGTCCTCCCCCCATGAGCAGTGCCATGATCCAGCC
TCACGGGGCTGCATCTTCTTCCCAGTTTCAAGGCTTACCTTCCCGCAGT
GCAATCTTTCAGCAGCAACCTGAGAACTGTTCCTCTCCTCCCAACGTGG
CACTAACCTGCTTGGGTATGCAGCAGCCTGCTCAGTCACAGCAGGTCAC
CATCCAAGTCCAAGAGCCTGTTGACATGCTCAGCAACATGCCAGGCACA
GCTGCAGGCTCCAGTGGGCGCGGCATCTCCATCAGCCCCAGTGCTGGTC
AGATGCAGATGCAGCACCGTACCAACCTGATGGCCACCCTCAGCTATGG
GCACCGTCCCTTGTCCAAGCAGCTGAGTGCTGACAGTGCAGAGGCTCAC
AGCTTGAACGTGAATCGGTTCTCCCCTGCTAACTACGACCAGGCGCATT
TACACCCCCATCTGTTTTCGGACCAGTCCCGGGGTTCCCCCAGCAGCTA
CAGCCCTTCAACAGGAGTGGGGTTCTCTCCAACCCAAGCCCTGAAAGTC
CCTCCACTTGACCAATTCCCCACCTTCCCTCCCAGTGCACATCAGCAGC
CGCCACACTATACCACGTCGGCACTACAGCAGGCCCTGCTGTCTCCCAC
GCCGCCAGACTATACAAGACACCAGCAGGTACCCCACATCCTTCAAGGA
CTGCTTTCTCCCCGGCATTCGCTCACCGGCCACTCGGACATCCGGCTGC
CCCCAACAGAGTTTGCACAGCTCATTAAAAGGCAGCAGCAACAACGGCA
GCAGCAGCAGCAACAGCAGCAACAGCAAGAATACCAGGAACTGTTCAGG
CACATGAACCAAGGGGATGCGGGGAGTCTGGCTCCCAGCCTTGGGGGAC
AGAGCATGACAGAGCGCCAGGCTTTATCTTATCAAAATGCTGACTCTTA
TCACCATCACACCAGCCCCCAGCATCTGCTACAAATCAGGGCACAAGAA
TGTGTCTCACAGGCTTCCTCACCCACCCCGCCCCACGGGTATGCTCACC
AGCCGGCACTGATGCATTCAGAGAGCATGGAGGAGGACTGCTCGTGTGA
GGGGGCCAAGGATGGCTTCCAAGACAGTAAGAGTTCAAGTACATTGACC
AAAGGTTGCCATGACAGCCCTCTGCTCTTGAGTACCGGTGGACCTGGGG
ACCCTGAATCTTTGCTAGGAACTGTGAGTCATGCCCAAGAATTGGGGAT
ACATCCCTATGGTCATCAGCCAACTGCTGCATTCAGTAAAAATAAGGTG
CCCAGCAGAGAGCCTGTCATAGGGAACTGCATGGATAGAAGTTCTCCAG
GACAAGCAGTGGAGCTGCCGGATCACAATGGGCTCGGGTACCCAGCACG
CCCCTCCGTCCATGAGCACCACAGGCCCCGGGCCCTCCAGAGACACCAC
ACGATCCAGAACAGCGACGATGCTTATGTACAGCTGGATAACTTGCCAG
GAATGAGTCTCGTGGCTGGGAAAGCACTTAGCTCTGCCCGGATGTCGGA
TGCAGTTCTCAGTCAGTCTTCGCTCATGGGCAGCCAGCAGTTTCAGGAT
GGGGAAAATGAGGAATGTGGGGCAAGCCTGGGAGGTCATGAGCACCCAG
ACCTGAGTGATGGCAGCCAGCATTTAAACTCCTCTTGCTATCCATCTAC
GTGTATTACAGACATTCTGCTCAGCTACAAGCACCCCGAAGTCTCCTTC
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AGCATGGAGCAGGCAGGCGTGtaaaagccgaattccagcacactggcgg
ccgttactagtggatcc 
 

 


