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Standard Operating Procedure 
 

Preparation of active SIK1 [2 - 783] 
 
Enzyme description:-  SIK1 [2 – 783] 
 
Clone number:-   DU 40321 
 
Source:-    Recombinant 
 
Expression system:-   Baculovirus expression vector system 
 
Tag:-     N-terminal MBP 
 
Purification  method:-  Amylose resin 
 
Calculated molecular mass:- 
Monoisotopic  130, 415.64 daltons 
Average Mass  130, 497.89 daltons 
[cysteines reduced, methionines have not been oxidised] 
 
Theoretical pI:-   6.16 
 
Purity:-    >80 % 
 
Activation protocol:-  Constitutively active 
 
Enzyme storage buffer:- 
50 mM Tris-HCl pH 7.5, 150 mM NaCl, 270 mM sucrose, 0.1 mM 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 mM EGTA, 0.1 % 2−mercaptoethanol, 10 mM MgAc 
 
Substrate:- 
KKKVSRSGLYRSPSMPENLNRPR   Final concentration: 300 µM  
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Clone Data Sheet 
 

SIK1 [2 - 783] 
 

 
Protein 

 
SIK1 [1 - 783] 

 
Clone number 

 
DU 40321 

 
Species 

 
Human 

 
Accession number 

 
NM_17354 

 
Tags 

 
N-terminal MBP 

 
Baclovirus 
expressed protein 

 
MKIKTGARILALSALTTMMFSASALAKIEEGKLVIWINGDKGYNGLAE
VGKKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGY
AQSGLLAEITPDKAFQDKLYPFTWDAVRYNGKLIAYPIAVEALSLIYN
KDLLPNPPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGG
YAFKYENGKYDIKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDYSIAE
AAFNKGETAMTINGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVL
SAGINAASPNKELAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEE
LAKDPRIAATMENAQKGEIMPNIPQMSAFWYAVRTAVINAASGRQTVD
EALKDAQTNSSSNNNNNNNNNNLGLEVLFQGPLGSVIMSEFSADPAGQ
GQGQQKPLRVGFYDIERTLGKGNFAVVKLARHRVTKTQVAIKIIDKTR
LDSSNLEKIYREVQLMKLLNHPHIIKLYQVMETKDMLYIVTEFAKNGE
MFDYLTSNGHLSENEARKKFWQILSAVEYCHDHHIVHRDLKTENLLLD
GNMDIKLADFGFGNFYKSGEPLSTWCGSPPYAAPEVFEGKEYEGPQLD
IWSLGVVLYVLVCGSLPFDGPNLPTLRQRVLEGRFRIPFFMSQDCESL
IRRMLVVDPARRITIAQIRQHRWMRAEPCLPGPACPAFSAHSYTSNLG
DYDEQALGIMQTLGVDRQRTVESLQNSSYNHFAAIYYLLLERLKEYRN
AQCARPGPARQPRPRSSDLSGLEVPQEGLSTDPFRPALLCPQPQTLVQ
SVLQAEMDCELQSSLQWPLFFPVDASCSGVFRPRPVSPSSLLDTAISE
EARQGPGLEEEQDTQESLPSSTGRRHTLAEVSTRLSPLTAPCIVVSPS
TTASPAEGTSSDSCLTFSASKSPAGLSGTPATQGLLGACSPVRLASPF
LGSQSATPVLQAQGGLGGAVLLPVSFQEGRRASDTSLTQGLKAFRQQL
RKTTRTKGFLGLNKIKGLARQVCQVPASRASRGGLSPFHAPAQSPGLH
GGAAGSREGWSLLEEVLEQQRLLQLQHHPAAAPGCSQAPQPAPAPFVI
APCDGPGAAPLPSTLLTSGLPLLPPPLLQTGASPVASAAQLLDTHLHI
GTGPTALPAVPPPRLARLAPGCEPLGLLQGDCEMEDLMPCSLGTFVLV
Q 
 

 
Native sequence 

 
Amino acids V2 – Q783 (end) of human SIK1. 
Residue V420 of the fusion protein is equivalent to V2 of the native 
enzyme.  The MBP tag is located at residues 1 – 408. 
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Protease cleavage 

 
PreScission site (LEVLFQGP) residues 409 – 416 

 
Cloning sites 
 
 
Nucleotide 
sequence of insert 

 
BamH1 sites of pFastBac MBP 
 
 
ggatccgttatcATGTCGGAGTTCAGCGCGGACCCCGCGGGCCAGGGT
CAGGGCCAGCAGAAGCCCCTCCGGGTGGGTTTTTACGACATCGAGCGG
ACCCTGGGCAAAGGCAACTTCGCGGTGGTGAAGCTGGCGCGGCATCGA
GTCACCAAAACGCAGGTTGCAATAAAAATAATTGATAAAACACGATTA
GATTCAAGCAATTTGGAGAAAATCTATCGTGAGGTTCAGCTGATGAAG
CTTCTGAACCATCCACACATCATAAAGCTTTACCAGGTTATGGAAACA
AAGGACATGCTTTACATCGTCACTGAATTTGCTAAAAATGGAGAAATG
TTTGATTATTTGACTTCCAACGGGCACCTGAGTGAGAACGAGGCGCGG
AAGAAGTTCTGGCAAATCCTGTCGGCCGTGGAGTACTGTCACGACCAT
CACATCGTCCACCGGGACCTCAAGACCGAGAACCTCCTGCTGGATGGC
AACATGGACATCAAGCTGGCAGATTTTGGATTTGGGAATTTCTACAAG
TCAGGAGAGCCTCTGTCCACGTGGTGTGGGAGCCCCCCGTATGCCGCC
CCGGAAGTCTTTGAGGGGAAGGAGTATGAAGGCCCCCAGCTGGACATC
TGGAGCCTGGGCGTGGTGCTGTACGTCCTGGTCTGCGGTTCTCTCCCC
TTCGATGGGCCTAACCTGCCGACGCTGAGACAGCGGGTGCTGGAGGGC
CGCTTCCGCATCCCCTTCTTCATGTCTCAAGACTGTGAGAGCCTGATC
CGCCGCATGCTGGTGGTGGACCCCGCCAGGCGCATCACCATCGCCCAG
ATCCGGCAGCACCGGTGGATGCGGGCTGAGCCCTGCTTGCCGGGACCC
GCCTGCCCCGCCTTCTCCGCACACAGCTACACCTCCAACCTGGGCGAC
TACGATGAGCAGGCGCTGGGTATCATGCAGACCCTGGGCGTGGACCGG
CAGAGGACGGTGGAGTCACTGCAAAACAGCAGCTATAACCACTTTGCT
GCCATTTATTACCTCCTCCTTGAGCGGCTCAAGGAGTATCGGAATGCC
CAGTGCGCCCGCCCCGGGCCTGCCAGGCAGCCGCGGCCTCGGAGCTCG
GACCTCAGTGGTTTGGAGGTGCCTCAGGAAGGTCTTTCCACCGACCCT
TTCCGACCTGCCTTGCTGTGCCCGCAGCCGCAGACCTTGGTGCAGTCC
GTCCTCCAGGCCGAGATGGACTGTGAGCTCCAGAGCTCGCTGCAGTGG
CCCTTGTTCTTCCCGGTGGATGCCAGCTGCAGCGGAGTGTTCCGGCCC
CGGCCCGTGTCCCCAAGCAGCCTGCTGGACACAGCCATCAGTGAGGAG
GCCAGGCAGGGGCCGGGCCTAGAGGAGGAGCAGGACACGCAGGAGTCC
CTGCCCAGCAGCACGGGCCGGAGGCACACCCTGGCCGAGGTCTCCACC
CGCCTCTCCCCACTCACCGCGCCATGTATAGTCGTCTCCCCCTCCACC
ACGGCAAGTCCTGCAGAGGGAACCAGCTCTGACAGTTGTCTGACCTTC
TCTGCGAGCAAAAGCCCCGCGGGGCTCAGTGGCACCCCGGCCACTCAG
GGGCTGCTGGGCGCCTGCTCCCCGGTCAGGCTGGCCTCGCCCTTCCTG
GGGTCGCAGTCCGCCACCCCAGTGCTGCAGGCTCAGGGGGGCTTGGGA
GGAGCTGTTCTGCTCCCTGTCAGCTTCCAGGAGGGACGGCGGGCGTCG
GACACCTCACTGACTCAAGGGCTGAAGGCCTTTCGGCAGCAGCTGAGG
AAGACCACGCGGACCAAAGGGTTTCTGGGACTGAACAAAATCAAGGGG
CTGGCTCGCCAGGTGTGCCAGGTCCCTGCCAGCCGGGCCAGCAGGGGC
GGCCTGAGCCCCTTCCACGCCCCTGCACAGAGCCCAGGCCTGCACGGC
GGCGCAGCCGGCAGCCGGGAGGGCTGGAGCCTGCTGGAGGAGGTGCTA
GAGCAGCAGAGGCTGCTCCAGTTACAGCACCACCCGGCCGCTGCACCC
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GGCTGCTCCCAGGCCCCCCAGCCGGCCCCTGCCCCGTTTGTGATCGCC
CCCTGTGATGGCCCTGGGGCTGCCCCGCTCCCCAGCACCCTCCTCACG
TCGGGGCTCCCGCTGCTGCCGCCCCCACTCCTGCAGACCGGCGCGTCC
CCGGTGGCCTCAGCGGCGCAGCTCCTGGACACACACCTGCACATTGGC
ACCGGCCCCACCGCCCTCCCCGCTGTGCCCCCACCACGCCTGGCCAGG
CTGGCCCCAGGTTGTGAGCCCCTGGGGCTGCTGCAGGGGGACTGTGAG
ATGGAGGACCTGATGCCCTGCTCCCTAGGCACGTTTGTCCTGGTGCAG
tgaggatcc 
 

 
 


