Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active SIK2 [2 - 926]

Enzyme description:- SIK2 [2 - 926]

Clone number:- DU 16624

Source:- Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST and HA
Purification method:- Glutathione Sepharose

Calculated molecular mass:-

Monoisotopic 132,276.71 daltons

Average Mass 132, 361.09 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 5.64

Purity:- >80 %

Enzyme storage buffer:-
50 mM Tris-HCI 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-HCI pH 7.5, 0.1 % 2-mercaptoethanol, 0.1 mM EGTA, 10 mM MgAc

Substrate:-
KKKVSRSGLYRSPSMPENLNRPR Final concentration: 300 uM
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Clone Data Sheet
SIK2 [2 - 926]
SIK2 [2 - 926]
DU 16624
Human
NM_015191.1

N-terminal GST and HA

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELGL
EFPNLPYYIDGDVKLTQSMATIIRYIADKHNMLGGCPKERAEISMLEGAVL
DIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDHVTH
PDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEATPQIDKYLKSSKYTIA
WPLOGWQATFGGGDHPPKSDLEVLFQGPLGSPNSRVDYPYDVPDYAVMAD
GPRHLORGPVRVGFYDIEGTLGKGNFAVVKLGRHRITKTEVAIKIIDKSQ
LDAVNLEKIYREVOIMKMLDHPHIIKLYQVMETKSMLYLVTEYAKNGEIF
DYLANHGRLNESEARRKFWOQILSAVDYCHGRKIVHRDLKAENLLLDNNMN
IKIADFGFGNFFKSGELLATWCGSPPYAAPEVFEGQOYEGPQLDIWSMGV
VLYVLVCGALPFDGPTLPILRORVLEGRFRIPYFMSEDCEHLIRRMLVLD
PSKRLTIAQIKEHKWMLIEVPVORPVLYPOEQENEPSIGEFNEQVLRLMH
SLGIDQOKTIESLONKSYNHFAAIYFLLVERLKSHRSSFPVEQRLDGROR
RPSTIAEQTVAKAQTVGLPVTMHSPNMRLLRSALLPOASNVEAFSFPASG
COAEAAFMEEECVDTPKVNGCLLDPVPPVLVRKGCOSLPSNMMETSIDEG
LETEGEAEEDPAHAFEAFQOSTRSGORRHTLSEVTNQLVVMPGAGKIFSMN
DSPSLDSVDSEYDMGSVORDLNFLEDNPSLKDIMLANQOPSPRMTSPFISL
RPTNPAMOALSSQKREVHNRSPVSFREGRRASDTSLTOGIVAFROHLONL
ARTKGILELNKVOLLYEQIGPEADPNLAPAAPOQLODLASSCPQEEVSQQ0O
ESVSTLPASVHPQLSPROSLETQYLOHRLOKPSLLSKAQNTCOLYCKEPP
RSLEQOLOEHRLOOKRLFLOKOSOLOAYFNOMOIAESSYPOPSQOLPLPR
QETPPPSQOAPPFSLTOPLSPVLEPSSEQMOYSPFLSQOYQEMOLOPLPST
SGPRAAPPLPTOLOOOOPPPPPPPPPPROPGAAPAPLOFSYQTCELPSAA
SPAPDYPTPCQYPVDGAQOSDLTGPDCPRSPGLOQEAPSSYDPLALSELPG
LFDCEMLDAVDPOHNGYVLVN

Amino acids V2 — N926 (end) of human SIK?2.

Residue V247 of the fusion protein is equivalent to V2 of the native
enzyme. The GST tag is located at residues 1 — 220 and the HA tag is
located at residues 238 — 246.



Division of Signal Transduction Therapy

Protease cleavage

Cloning sites

Nucleotide sequence
of insert

PreScission (LEVLFQGP) residues 221 - 229

Sall and Not1 sites in pFastBAC GST

gtcgactacccatacgatgtgccagattacgccGTCATGGCGGATGGCCC
GAGGCACTTGCAGCGCGGGCCGGTCCGGGTGGGGTTCTACGACATCGAGG
GCACGCTGGGCAAGGGCAACTTCGCTGTGGTGAAGCTGGGGCGGCACCGG
ATCACCAAGACGGAGGTGGCAATAAAAATAATCGATAAGTCTCAGCTGGA
TGCAGTGAACCTTGAGAAAATCTACCGAGAAGTACAAATAATGAAAATGT
TAGACCACCCTCACATAATCAAACTTTATCAGGTAATGGAGACCAAAAGT
ATGTTGTACCTTGTGACAGAATATGCCAAAAATGGAGAAATTTTTGACTA
TCTTGCTAATCATGGCCGGTTAAATGAGTCTGAAGCCAGGCGAAAATTCT
GGCAAATCCTGTCTGCTGTTGATTATTGTCATGGTCGGAAGATTGTGCAC
CGTGACCTCAAAGCTGAAAATCTCCTGCTGGATAACAACATGAATATCAA
AATAGCAGATTTCGGTTTTGGAAATTTCTTTAAAAGTGGTGAACTGCTGG
CAACATGGTGTGGCAGCCCCCCTTATGCAGCCCCAGAAGTCTTTGAAGGG
CAGCAGTATGAAGGACCACAGCTGGACATCTGGAGTATGGGAGTTGTTCT
TTATGTCCTTGTCTGTGGAGCTCTGCCCTTTGATGGACCGACTCTTCCAA
TTTTGAGGCAGAGGGTTCTGGAAGGAAGATTCCGGATTCCGTATTTCATG
TCAGAAGATTGCGAGCACCTTATCCGAAGGATGTTGGTCCTAGACCCATC
CAAACGGCTAACCATAGCCCAAATCAAGGAGCATAAATGGATGCTCATAG
AAGTTCCTGTCCAGAGACCTGTTCTCTATCCACAAGAGCAAGAAAATGAG
CCATCCATCGGGGAGTTTAATGAGCAGGTTCTGCGACTGATGCACAGCCT
TGGAATAGATCAGCAGAAAACCATTGAGTCTTTGCAGAACAAGAGCTATA
ACCACTTTGCTGCCATTTATTTCTTGTTGGTGGAGCGCCTGAAATCACAT
CGGAGCAGTTTCCCAGTGGAGCAGAGACTTGATGGCCGCCAGCGTCGGCC
TAGCACCATTGCTGAGCAAACAGTTGCCAAGGCACAGACTGTGGGGCTCC
CAGTGACCATGCATTCACCGAACATGAGGCTGCTGCGATCTGCCCTCCTC
CCCCAGGCATCCAACGTGGAGGCCTTTTCATTTCCAGCATCTGGCTGTCA
GGCGGAAGCTGCATTCATGGAAGAAGAGTGTGTGGACACTCCAAAGGTCA
ATGGCTGTCTGCTTGACCCTGTGCCTCCTGTCCTGGTGCGGAAGGGATGC
CAGTCACTGCCCAGCAACATGATGGAGACCTCCATTGACGAAGGGCTGGA
GACAGAAGGAGAGGCCGAGGAAGACCCCGCTCATGCCTTTGAGGCATTTC
AGTCCACACGCAGCGGGCAGAGACGGCACACTCTGTCAGAAGTGACCAAT
CAACTGGTCGTGATGCCTGGGGCAGGGAAAATTTTCTCCATGAATGACAG
CCCCTCCCTTGACAGTGTGGACTCTGAGTATGATATGGGGTCTGTTCAGA
GGGACCTGAACTTTCTGGAAGACAACCCTTCCCTTAAGGACATCATGTTA
GCCAATCAGCCTTCACCCCGCATGACATCTCCCTTCATAAGCCTGAGACC
TACCAACCCAGCCATGCAGGCTCTGAGCTCCCAGAAACGAGAGGTCCACA
ACAGGTCTCCAGTGAGCTTCAGAGAGGGCCGCAGAGCATCAGATACCTCC
CTCACCCAGGGAATTGTAGCATTTAGACAACATCTTCAGAATCTGGCTAG
AACCAAAGGAATTCTAGAGTTGAACAAAGTGCAGTTGTTGTATGAACAAA
TAGGACCGGAGGCAGACCCTAACCTGGCGCCGGCGGCTCCTCAGCTCCAG
GACCTTGCTAGCAGCTGCCCTCAGGAAGAAGTTTCTCAGCAGCAGGAAAG
CGTCTCCACTCTCCCTGCCAGCGTGCATCCCCAGCTGTCCCCACGGCAGA
GCCTGGAGACCCAGTACCTGCAGCACAGACTCCAGAAGCCCAGCCTTCTG
TCAAAGGCCCAGAACACCTGTCAGCTTTATTGCAAAGAACCACCGCGGAG
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CCTTGAGCAGCAGCTGCAGGAACATAGGCTCCAGCAGAAGCGACTCTTTC
TTCAGAAGCAGTCTCAACTGCAGGCCTATTTTAATCAGATGCAGATAGCA
GAGAGCTCCTACCCACAGCCAAGTCAGCAGCTGCCCCTTCCCCGCCAGGA
GACTCCACCGCCTTCTCAGCAGGCCCCACCGTTCAGCCTGACCCAGCCCC
TGAGCCCCGTCCTGGAGCCTTCCTCCGAGCAGATGCAATACAGCCCTTTC
CTCAGCCAGTACCAAGAGATGCAGCTTCAGCCCCTGCCCTCCACTTCCGG
TCCCCGGGCTGCTCCTCCTCTGCCCACGCAGCTACAGCAGCAGCAGCCGC
CACCGCCACCACCCCCTCCACCACCACGACAGCCAGGAGCTGCCCCCAGCC
CCCTTACAGTTCTCCTATCAGACTTGTGAGCTGCCAAGCGCTGCTTCCCC
TGCGCCAGACTATCCCACTCCCTGTCAGTATCCTGTGGATGGAGCCCAGC
AGAGCGACCTAACGGGGCCAGACTGTCCCAGAAGCCCAGGACTGCAAGAG
GCCCCCTCCAGCTACGACCCACTAGCCCTCTCTGAGCTACCTGGACTCTT
TGATTGTGAAATGCTAGACGCTGTGGATCCACAACACAACGGGTATGTCC
TGGTGAATtagcggccgc



