Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active BRSK2 [2 - 674]

Enzyme description:- BRSK2[2 - 674]
Clone number :- DU 1280

Sour ce: - Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6) tag
Purification method:- Ni*-NTA agarose
Expression level:- 2 mg/L

Calculated molecular mass.- 78, 340 daltons
Purity:- 90 %

Activation protocol:- Congtitutively active
Enzyme stor age buffer :-

50 mM Tris-HCI pH 7.5, 270 mM sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine.

Storage temper ature: - -70 °C [Long term stability to be determined]
Assay:- Standard filter binding assay
Assay Buffer:-

50 mM Tris-HCI pH 7.5, 0.1mM EGTA, 0.1 % 2-mercaptoethanol, 10 mM MgAc

Substrate:-
Generic peptide [ KKLNRTLSFAEPG] Final concentration: 300 uM

Specific activity range: - To be determined
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Clone Data Sheset

BRSK2[2 - 674]

BRSK 2 [2 — 674]
DU 1280

Human
AF533878
N-terminal His(6)

MSYYHHHHHHDYDI PTTENL YFQGAMGST STGKDGGAQHAQYVGPYRLE
KTLGKGQT GLVKL GVHCVTCOKVAI KI VNREKL SESVLMKVERE! Al LK
LI EHPHVL KL HDVYENKKYL YL VL EHVSGGEL FDYL VKKGRL TPKEARK
FFRQ | SALDFCHSHSI CHRDLKPENLLLDEKNNI Rl ADFGVASLQVGD
SLLETSCGSPHYACPEVI RGEKYDGRKADVWSCGVI LFALLVGAL PFDD
DNL RQL L EKVKRGVFHVPHFI PPDCQSLLRGM EVDAARRLTLEHI QKH
| W1 GGKNEPEPEQP! PRKVQ RSLPSLEDI DPDVL DSVHSL GCFRDRN
KLLQDLLSEEENQEKM YFLLLDRKERYPSQEDEDL PPRNEI DPPRKRV
DSPM.NRHGKRRPERKSMEVL SVTDGGSPVPARRAI EMAQHGQRSRSI S
GASSGL STSPL SSPRVTPHPSPRGSPL PTPKGTPVHTPKESPAGTPNPT
PPSSPSVGGVPWRARLNSI KNSFL GSPRFHRRKL QVPTPEENMSNLTPES
SPELAKKSWEGNFI SLEKEEQ FWWI KDKPLSSI KADI VHAFLSI PSLS
HSVI SQTSFRAEYKAT GGPAVFQKPVKFQVDI TYTEGGEAQKENG YSV
TFTLLSGPSRRFKRWET! QAQL L STHDPPAAQHL SEPPPPAPGL SWGA
GLKGQKVATSYESSL

Amino acids S2 — L674 (end) of human BRSK 2.

Residue T29 of fusion protein is equilivalent to S2 of the native enzyme.
The Hig(6) tag islocated at residues 5 — 10.

rTEV (ENLYFQG) residues 18 - 24

BamH1 site of pFastBAC HTb
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ggat cc ACATCGACGCGEGAAGGACGECGECECGCAGCACGCGCAGTATG
TTGGGECCCTACCGECT GGAGAAGACGCT GGECAAGGGECAGACAGGT CT
GGTGAAGCT GGGGEGT TCACT GCGT CACCT GCCAGAAGGT GGCCATCAAG
ATCGT CAACCGT GAGAAGCT CAGCGAGT CGGT GCTGATGAAGGTGGAGC
GGGAGAT CCCGATCCTGAAGCT CATTGAGCACCCCCACGT CCTAAAGCT
GCACGACGT TTATGAAAACAAAAAATATTTGTACCTGGTGCTAGAACAC
GI'GTCAGGT GGTGAGCTCTTCGACTACCT GGTGAAGAAGGGEGAGGCTGA
CGCCTAAGGAGGCTCCGAAGT TCTTCCGECAGATCATCTCTGCCCTGEA
CTTCTGCCACAGCCACTCCATATGCCACAGGGATCTGAAACCTGAAAAC
CTCCTGCTGGACGAGAAGAACAACAT CCGCATCGCAGACTTTGCCATGG
CGTCCCTGCAGGT TGECGACAGCCTGT TGGAGACCAGCTGTGEGT CCCC
CCACTACGCCT GCCCCGAGGT GAT CCGGEEEGAGAAGT AT GACGECCEG
AAGGCGGACGT GTGGAGCT GCGECGTCATCCTGI TCGCCTTGCTGGT GG
GGGCTCTGCCCT TCGACGAT GACAACT TEGCGACAGCT GCTGGAGAAGGT
GAAGCGGEECGTGT TCCACATGCCGCACT TTATCCCGCCCGACTGCCAG
AGTCTGCTACGGGGECATGAT CGAGGT GGACGCCGCACGCCGCCTCACGC
TAGAGCACATTCAGAAACACATATGGTATATAGGGGEECAAGAATGAGCC
CGAACCAGAGCAGCCGATTCCTCGCAAGGT GCAGATCCGCTCECTGCCC
AGCCT GGAGGACAT CGACCCCGACGT GCTGGACAGCATGCACTCACT GG
GCTGCTTCCGAGACCGCAACAAGCTGCTGCAGGACCTGCTGI CCGAGEA
GGAGAACCAGGAGAAGATGATTTACT TCCT CCTCCTGGACCGGAAAGAA
AGGTACCCGAGCCAGGAGGAT GAGGACCT GCCCCCCCGGAACGAGATAG
ACCCT CCCCGGAAGCGT GT GGACT CCCCGAT GCTGAACCGGCACGGCAA
GCGGCGGECCAGAACGCAAAT CCATGGAGGT GCTCAGCGT GACGGACGEC
GGCTCCCCGGT GCCT GCECGGECGEECCAT TGAGAT GGCCCAGCACGECC
AGAGGT CTCGGT CCATCAGCGGT GCCTCCTCAGGCCTTTCCACCAGCCC
ACTCAGCAGCCCCCGEGET GACCCCT CACCCCT CACCAAGGGECAGT CCC
CTCCCCACCCCCAAGGGGACACCT GTCCACACGCCAAAGGAGAGCCCEG
CTGGECACGCCCAACCCCACGCCCCCGT CCAGCCCCAGCGT CGGAGEEGET
GCCCTGGAGGECGECEECTCAACT CCATCAAGAACAGCTTTCTGEGECTCA
CCCCGCTTCCACCGCCGGAAACT GCAAGT TCCGACGCCGGAGGAGATGT
CCAACCT GACACCAGAGT CGT CCCCAGAGCTGGCGAAGAAGT CCTGGTT
TGGGAACTTCAT CAGCCT GGAGAAGGAGGAGCAGATCTTCGTGGTCATC
AAAGACAAACCT CTGAGCTCCATCAAGGECTGACATCGTGCACGCCTTCC
TGTCGATTCCCAGT CTCAGCCACAGCGT CATCTCCCAAACGAGCTTCCG
GGCCGAGT ACAAGGCCACGGEEEEEECCAGCCGT GT TCCAGAAGCCGGTC
AAGT TCCAGGT TGATATCACCT ACACGGAGGGT GGGGAGECGECAGAAGG
AGAACGGCATCTACTCCGT CACCTTCACCCTGCTCTCAGGECCCCAGCCG
TCGCTTCAAGAGGGT GGT GGAGACCAT CCAGGCCCAGCTGCTGAGCACA
CACGACCCGCCT GCEECCCAGCACT TGT CAGAACCCCCCCCACCAGCEC
CAGGACT AAGCT GGGEGT GCTGEGCT TAAGGGCCAGAAGGT GGCCACCAG
CTACGAGAGTAGCCTCt gaggat cc



