Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active NEK 2A [1 - 445]

Enzyme description:- NEK?2A [1 - 445]
Clone number :- DU 406

Sour ce: - Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)
Purification method:- NiZ*-NTA agarose
Expression level:- 1-2 mg/L
Calculated molecular mass:- 52, 684 daltons
Purity:- >80 %

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 temperature: - -70°C
Assay:- Standard filter binding assay
Assay buffer:-

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

Substrate: -

NIMA peptide [RFRRSRRMI] Identified from peptide library
Final concentration: 300 uM

Specific activity range:- 250 — 500 U/mg
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Clone Data Sheset

NEK 2A [1 - 445]

NEK2A [1 - 445]
DU 406

Human
NM_002497
N-terminal His(6)

MHHHHHHVPSRAEDYEVL YT GTGSYGRCQKI RRKSDGKI LVWKEL DY
GSMTEAEKQVL VSEVNLLRELKHPNI VRYYDRI | DRTNTTLY!I VVEYC
EGGDLASVI TKGTKERQYL DEEFVLRVMI QL TLALKECHRRSDGGHTV
L HRDL KPANVFL DGKQNVKL GDFGLAR! LNHDTSFAKTFVGTPYYNSP
EQVNRVSYNEKSDI WSL GCL L YEL CAL MPPFTAFSQKEL AGKI REGKF
RRI PYRYSDELNEI | TRMLNLKDYHRPSVEEI LENPLI ADLVADEQRR
NL ERRGRQL GEPEKSQDSSPVL SELKLKEI QL QERERAL KAREERLEQ
KEQEL CVRERL AEDKL ARAENL L KNYSL L KERKFL SLASNPEL LNLPS
SVI KKKVHFSGESKENI MRSENSESQL TSKSKCKDL KKRLHAAQL RAQ
ALSDI EKNYQLKSRQ LGWVR

Amino acids M1 — R445 (end) of human NEK2A.

Residue M8 of the fusion protein is equivalent to M1 of NEK2A.
The His(6) tag islocated at residues 2 - 7 of the fusion protein.
None

Ndel and Spel of modified pFastBac 1



Nucleotide
sequence of insert
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ATGCACCATCACCATCACCATATGCCT TCCCCEECTGAGGACTATGAA
GIGITGTACACCAT TGGECACAGECT CCTACGECCGCTGCCAGAAGATC
CCGAGGAAGAGT GATGGECAAGATATTAGT TTGGAAAGAACT TGACTAT
GCCTCCATGACAGAAGCCTGAGAAACAGATCCTTGT TTCTGAAGT GAAT
TTGCTTCGTGAACTGAAACATCCAAACATCGT TCGT TACTATGATCGG
ATTATTGACCGGACCAATACAACACTGTACATTGTAATGGAATATTGT
GAAGGAGGEGCGATCTGGECTAGT GTAAT TACAAAGGGAACCAAGGAAAGG
CAATACTTAGATGAAGAGT TTGI TCTTCGAGTGATGACTCAGT TGACT
CTGGCCCT GAAGGAATGCCACAGACGAAGT GATGGTGGT CATACCGTA
TTGCATCGGGATCTGAAACCAGCCAATGT TTTCCTGGATGGCAAGCAA
AACGT CAAGCTTGGAGACT TTGGEGCTAGCTAGAATATTAAACCACGAC
ACGAGI TTTGCAAAAACATTTGT TGGCACACCTTATTACATGICTCCT
GAACAAAT GAATCGCATGI CCTACAATGAGAAATCAGATATCTGGT CA
TTGEECTGCTTGCTGTATGAGT TATGTGCATTAATGCCTCCATTTACA
GCTTTTAGCCAGAAAGAACT CCCTGCGAAAATCAGAGAAGGCAAATTC
AGGCGAATTCCATACCGT TACTCTGATGAATTGAATGAAATTATTACG
AGGATGT TAAACTTAAAGGAT TACCATCGACCTTCTGT TGAAGAAATT
CTTGAGAACCCTTTAATAGCAGAT TTGGT TGCAGACGAGCAAAGAAGA
AATCT TGAGAGAAGAGGGECGACAAT TAGGAGAGCCAGAAAAATCGCAG
GATTCCAGCCCTGTATTGAGT GAGCTGAAACTGAAGGAAATTCAGI TA
CAGGAGCGAGAGCGAGCTCTCAAAGCAAGAGAAGAAAGAT TGGAGCAG
AAAGAACAGGAGCTTTGT GT TCGT GAGAGACTAGCAGAGGACAAACT G
GCTAGAGCAGAAAATCTGT TGAAGAACTACAGCTTGCTAAAGGAACGG
AAGI TCCTGTCTCTGGECAAGTAATCCAGAACTTCTTAATCTTCCATCC
TCAGTAATTAAGAAGAAAGT TCATTTCAGT GGGGAAAGTAAAGAGAAC
ATCATGAGGAGT GAGAAT TCTGAGAGT CAGCTCACATCTAAGT CCAAG
TGCAAGGACCT GAAGAAAAGGCT TCACGCT GCCCAGCTGCGEEECTCAA
GCCCTGTCAGATATTGAGAAAAAT TACCAACT GAAAAGCAGACAGATC
CTGGGECATGCC ag



