Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active NUAK 2 [2 - 628]

Enzyme description:- NUAK2 [2 —628]
Clone number :- DU 1275

Sour ce: - Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6) tag
Purification method:- Ni*-NTA agarose
Expression level:- 1 mg/L

Calculated molecular mass.- 73, 151 daltons
Purity:- 75 %

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

NUAK2[2 - 628]

NUAK2 [2 - 628]
DU 1275

Human
NM_030952
N-terminal His(6)

MSYYHHHHHHDYDI PTTENL YFQGAMDPEFESLVFARRSGPTPSAAELA
RPLAEGL| KSPKPL MKKQAVKRHHHKHNL RHRYEFLETLGKGT YGKVKK
ARESSGRLVAI KSI RKDKI KDEQDLMHI RREI EI MSSLNHPHI | Al HEV
FENSSKI VI VMEYASRGDL YDYI SERQQL SEREARHFFRQ VSAVHYCH
ONRVVHRDLKLENI LLDANGNI KI' ADFGLSNL YHQGKFLQTFCGSPL YA
SPEI VNGKPYTGPEVDSWSLGVLLYI LVHGTMPFDGHDHKI LVKQ SNG
AYREPPKPSDACGL I RWLL MWNPTRRATL EDVASHWA/NWGYATRVGEQ
EAPHEGGHPGSDSARASVADW. RRSSRPL L ENGAKVCSFFKQHAPGGGES
TTPGLERQHSL KKSRKENDVAQSL HSDTADDTAHRPGKSNLKLPKG LK
KKVSASAEGVQEDPPEL SPI PASPGQAAPLLPKKG LKKPRQRESGYYS
SPEPSESGEL L DAGDVFVSCGDPKEQKPPQASGLLLHRKG LKLNGKFSQ
TALELAAPT TFGSLDELAPPRPLARASRPSGAVSEDS| LSSESFDQLDL
PERL PEPPL RGCVSVDNL TAL EEPPSEGPGSCLRRWRQDPLGDSCFSLT

DCQEVTATYRQALRVCSKLT

Amino acids E2 — T628 (end) of human NUAK2.

Residue E31 of fusion protein is equilivalent to E2 of the native enzyme.
The His(6) tag islocated at residues 5 — 10.

rTEV (ENLYFQGQG) residues 18 - 24

EcoR1 site of pFastBAC HTa
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gaat t cGAGTCGCTGGT TTTCGCGCGECECT CCEGECCCCACTCCCTCGG
CCGCAGAGCTAGCCCGECCCLCT GECGGAAGGECT GATCAAGT CGCCCAA
GCCCCTAAT GAAGAAGCAGGCGGT GAAGCGGCACCACCACAAGCACAAC
CTGCGGECACCGCTACGAGT TCCTGGAGACCCT GGGCAAAGGCACCTACG
GGAAGGT GAAGAAGGCGCGEEGAGAGCT CGEEECECCTGGTGECCATCAA
GTCAATCCGGAAGGACAAAAT CAAAGATGAGCAAGATCTGATGCACATA
CCGAGGGAGATTGAGATCATGT CATCACTCAACCACCCTCACATCATTG
CCATCCATGAAGT GT TTGAGAACAGCAGCAAGATCGTGATCGT CATGGA
GTATGCCAGCCGGGECGACCT TTATGACTACAT CAGCGAGCGGECAGCAG
CTCAGT GAGCGCGAAGCTAGECATTTCT TCCEECAGATCGT CTCTGCCG
TGCACTATTGCCATCAGAACAGAGT TGTCCACCGAGATCTCAAGCTGEA
GAACATCCTCTTGGATGCCAATGCGAATATCAAGATTGCTGACTTCGEC
CTCTCCAACCTCTACCATCAAGGCAAGT TCCTGCAGACATTCTGT GGGA
GCCCCCTCTATGCCT CGCCAGAGATTGT CAATGGGAAGCCCTACACAGG
CCCAGAGGTGGACAGCTGGTCCCTGEGTGI TCTCCTCTACATCCTGGTG
CATGGCACCATGCCCTTTGATGGGCATGACCATAAGATCCTAGT GAAAC
AGATCAGCAACGGEGEGECCTACCGEGAGCCACCTAAACCCTCTGATGCCTG
TGGCCTGATCCGGTGECTGT TGAT GGT GAACCCCACCCGCCGGEECCACC
CTGGAGGATGIGGCCAGT CACT GGT GGGTCAACT GGGGCTACGCCACCC
GAGT GGGAGAGCAGGAGECT CCGCAT GAGGGT GGGCACCCTGGECAGT GA
CTCTGCCCGCGCCTCCATGECTGACT GECTCCGECGT TCCTCCCECCCC
CTCCTGGAGAAT GGGGCCAAGGT GTGCAGCT TCTTCAAGCAGCATGCAC
CTGGTGEEEGAAGCACCACCCCT GGCCTGGAGCGECCAGCATTCCCTCAA
GAAGT CCCCCAAGGAGAATGACATGGCCCAGT CCCTCCACAGT GACACG
GCTGATGACACT GCCCATCGCCCT GGCAAGAGCAACCTCAAGCTGCCAA
AGGGCATTCTCAAGAAGAAGGT GTCAGCCT CTGCAGAAGGGGTACAGGA
GGACCCT CCGGAGCT CAGCCCAAT CCCT GCGAGCCCAGEECAGGLCTGCC
CCCCTGCTCCCCAAGAAGGGCAT TCTCAAGAAGCCCCGACAGCGCGAGT
CTGGCTACTACTCCTCTCCCGAGCCCAGTGAATCTGGGGAGCTCTTGGA
CGCAGGCGACGT GTTTGT GAGT GGGGAT CCCAAGGAGCAGAAGCCT CCG
CAAGCT TCAGGGECTGCTCCTCCATCGCAAAGGCATCCTCAAACTCAATG
GCAAGT TCTCCCAGACAGCCT TGGAGCT CGCGEECCCCCACCACCTTCGG
CTCCCTGGATGAACT CGCCCCACCT CGCCCCCT GECCCGGECCAGCCGA
CCCTCAGGEEECT GTGAGCGAGGACAGCATCCTGTCCTCTGAGTICCTTTG
ACCAGCTGGACT TGCCTGAACGGCT CCCAGAGCCCCCACTGCGEGECTG
TGTGI'CTGI GGACAACCT CACGEECECT TGAGGAGCCCCCCT CAGAGEEC
CCTGGAAGCT GCCTGAGGCGCT GGCGGCAGGATCCT TTGGEEGACAGCT
GCTTTTCCCTGACAGACT GCCAGGAGGT GACAGCGACCTACCGACAGEC
ACTGAGGGTCTGCTCAAAGCTCACCE gagaattc



