Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active NUAK 1 [2 - 660]

Enzyme description:- NUAK1 [2 —660]
Clone number :- DU 1271

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

Calculated molecular mass.- 77, 841 daltons
Purity:- 75 %

Activation protocol:- Constitutively 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 puM

Specific activity range: - To be determined
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Clone Data Sheset

NUAK 1[2 - 660]

NUAK1 [2 —660]
DU 1271

Human
NM_014840
N-terminal His(6)

MBYYHHHHHHDYDI PTTENL YFQGAVDPEFEGAAAPVAGDRPDL GLGAP
GSPREAVAGATAAL EPRKPHGVKRHHHKHNL KHRYEL QETL GKGTYGKV
KRATERFSGRWAI KSI RKDKI KDEQDMVHI RREI EI MSSLNHPHI | Sl
YEVFENKDKI VI | MEYASKGEL YDY!I SERRRLSERETRHFFRQ VSAVH
YCHKNGVVHRDL KLENI LLDDNCNI KI ADFGL SNL YQKDKFL QTFCGSP
LYASPEI VNGRPYRGPEVDSWAL GVL L YTLVYGTMPFDGFDHKNLI RQI
SSGEYREPTQPSDARGL | RWWL MYNPDRRAT! EDI ANHVWAWNWGYKSSV
CDCDALHDSESPLLARI | DWHHRSTGL QADTEAKMKGLAKPTTSEVM.E
RORSL KKSKKENDFAQSGQDAVPESPSKL SSKRPKG L KKRSNSEHRSH
STGFI EGVWGPAL PSTFKVEQDL CRTGVL L PSSPEAEVPGKL SPKQSAT
MPKKG LKKTQQRESGYYSSPERSESSEL L DSNDVMGSS| PSPSPPDPA
RVTSHSLSCRRKG LKHSSKYSAGTVDPALVSPEMPTLESL SEPGVPAE
GLSRSYSRPSSVI SDDSVL SSDSFDL L DLQENRPARQRI RSCVSAENFL
Q QDFEGL QNRPRPQYLKRYRNRLADSSFSL L TDVDDVTQVYKQALE! C
SKLN

Amino acids E2 — N660 (end) of human NUAK1.

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

rTEV (ENLYFQG) residues 18 - 24

EcoR1 site of pFastBAC HTa
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gaat t c GAAGGGGECCECCGCGCCT GT GECGEEEGACCGECCCCGACTTGG
GCCTGEEEECECCEEECT CTCCCCGAGAGGCGGT GECEEEEECGACTGC
AGCCCT GGAGCCCAGGAAGCCGCACGEEGET GAAGCGECATCACCACAAG
CACAACT TGAAGCACCGCTACGAGCT GCAGGAGACCCT GGGCAAAGGCA
CCTACGGCAAAGT CAAGCGGGCCACCGAGAGGT TTTCTGGCCGAGT GGT
TGCTATAAAATCCATTCGTAAGGACAAAATTAAGGATGAACAAGACATG
GITCACATCAGACGAGAGATTGAGATCATGTCATCTCTCAACCATCCTC
ATATCATCAGTATTTATGAAGT GTTTGAGAACAAAGATAAGATTGT GAT
CATCATGGAATATGCCAGCAAAGGGGAGCTGTACGATTACATCAGTGAG
CGGCGACGCCT CAGT GAGAGGGAGACCCGEECACTTCTTCCGGCAGATCG
TCTCTGCTGTGCACTATTGTCACAAGAACGGT GTGGTCCACCGGGACTT
GAAGCTGGAAAATATACT GCTCGATGACAACTGCAATATTAAGATTGCT
GACTTTGGECCTTTCCAACCT GTACCAGAAGGATAAGT TCTTACAAACGT
TTTGTGGGAGI CCACTCTATGCATCTCCTGAGATTGT CAATGGGAGACC
TTACCGAGGGECCAGAGGT GGACAGCTGEECCCTCEGTGTGTTGCTTTAC
ACTCTTGITTATGGAACAATGCCCTTCGATGGT TTCGATCACAAAAACC
TCATTCGGCAAAT CAGCAGCGGAGAGT ACCGEGAGCCAACACAGCCCTC
AGATGCTCGAGGACT CATACGGT GGATGCTGATGGTGAACCCCGATCGC
CGGGCCACTATTGAGGACAT TGCCAACCACT GGT GEGT GAACT GGGGCT
ATAAGAGCAGCGTGTGTGACT GTGATGCCCTCCATGACTCTGAGTCCCC
ACTCCTGCCTCGGATCATTGACT GGCACCACCGT TCCACAGGEECTGCAG
GCTGACACCGAAGCCAAAAT GAAGGGCCTGECCAAACCCACGACCTCTG
AGGT CATGCTAGAGCGGCAGCGGT CGCTGAAGAAAT CCAAGAAAGAGAA
TGACTTTGCTCAGT CTGGT CAGGAT GCAGT GCCTGAAAGCCCATCCAAG
TTGAGT TCTAAGAGGCCCAAGGGGAT CCTGAAGAAGCGAAGCAACAGCG
AGCATCGCTCTCACAGCACTGCCTTCATTGAAGGTGTAGTTGGTCCTGC
CTTACCCTCTACTTTCAAGAT GGAGCAGGACTTGTGCAGGACTGECGT G
CTCCTCCCAAGCT CACCAGAGGECAGAGGT GCCGEGAAAACT CAGCCCCA
AGCAGT CGGCCACGAT GCCCAAGAAAGGCATCTTGAAAAAGACCCAGCA
GAGAGAATCAGGTTACTACTCTTCCCCAGAGCGCAGTGAGTCTTCGGAG
CTGTTGGACAGT AAT GATGT GAT GGGCAGCAGCAT CCCCTCCCCCAGCC
CCCCGGACCCAGCCAGGGTAACCT CCCACAGCCT CTCCTGCCGGAGGAA
GGGCATCTTGAAACACAGCAGCAAATACT CAGCGGGECACCATGGACCCA
GCCCTGGT CAGCCCTGAAAT GCCCACACT GGAATCCCTGT CAGAGCCTG
GT'GTCCCTGCCGAGGEECCT CTCCCGGAGCTACAGCCGCCCTTCCAGTGT
CATCAGCGATGACAGCGTGCTGTCCAGCGACTCTTTTGACTTGCTGGAT
TTGCAGGAGAAT CGCCCTGCCCGCCAGCGCATCCGCAGCTGCGICTCTG
CAGAAAACTTCCTCCAGAT CCAGGACT TTGAGGGGCTCCAGAACCEECC
CCGGECCCCAGTACCT GAAGCGGT ACCGGAACCGGCT GGCAGACAGCAGC
TTCTCCCTCCTCACAGACATGGATGATGTGACT CAGGT CTACAAGCAAG
CGCTGGAGATCTGCAGCAAGCTCAAC aggaattc




