Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active NEK7[2 - 302]

Enzyme description:- NEK7 [2 - 302]

Clone number :- DU 631

Sour ce: - Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6) and HA
Purification method:- Ni#*-NTA agarose
Expression level:- 1-2 mg/L

Calculated molecular mass.- 39, 179 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:-
FLAKSFGPNRAY KK Identified from peptide library
Final concentration: 300 uM

Specific activity range:- 40-80 U/mg
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Clone Data Sheset

NEK 7 [2 - 302]

NEK7[2-302]

DU 631

Human

NM_133494

N-terminal His(6) and HA (YPYDVPDYA)

MSYYHHHHHHDYDI PTTENL YFQGAMGSATMYPYDVPDYADEQSQG
MQGPPVPQFQPQKAL RPDMGYNTLANFRI EKKI GRGQFSEVYRAAC
LLDGVPVALKKVQ FDLMDAKARADCI KEI DLLKQLNHPNVI KYYA
SFI EDNELNI VLELADAGDLSRM KHFKKQKRLI PERTVWKYFVQL
CSAL EHVHSRRVVHRDI KPPNVFI TATGVWKLGDLGLGRFFSSKTT
AAHSLVGTPYYNMSPERI HENGYNFKSDI WSL GCLL YEMAAL QSPFY
GDKMNL YSL CKKI EQCDYPPL PSDHYSEEL RQLVNMCI NPDPEKRP
DVTYVYDVAKRVHACTASS

Amino acids D2 — S302 (end) of human NEK7.
Residue D41 of the fusion protein is equivaent to D2 of the native
enzyme. The His(6) tag islocated at residues 5 -10 and the HA tag
(YPYDVPDYA) islocated at residues 32 — 40.

The following amino acid substitutions are present:
A — P, where A165 of the native sequence is P204 of the fusion protein.

rTEV cleavage site (ENLY FQG) residues 18 - 24.

BamH1 site of pFastBAC HTb



Nucleotide
sequence of insert
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ATGTCGTACTACCATCACCATCACCATCACGATTACGATATCCCAACGA
CCGAAAACCTGTATTTTCAGGGECGECCAT GEGAT CCGCCACCATGTACCC
ATACGATGI GCCAGAT TACGCCGAT GAGCAAT CACAAGGAAT GCAAGEG
CCACCTGI TCCTCAGI TCCAACCACAGAAGGECCTTACGACCGGATATGG
GCTATAATACATTAGCCAACT TTCGAATAGAAAAGAAAAT TGGTCGCGG
ACAATTTAGTGAAGT TTATAGAGCAGCCTGTCTCTTGGATGGAGTACCA
GTAGCTTTAAAAAAAGT GCAGATATTTGATTTAATGGATGCCAAAGCAC
GIGCTGATTGCATCAAAGAAATAGATCTTCTTAAGCAACTCAACCATCC
AAATGTAATAAAATATTATGCATCATTCATTGAAGATAATGAACTAAAC
ATAGTTTTGGAACTAGCAGAT GCTGGCGACCTATCCAGAATGATCAAGC
ATTTTAAGAAGCAAAAGAGECTAATTCCTGAAAGAACTGT TTGGAAGTA
TTTTGITCAGCTTTGCAGI GCATTGGAACACATGCATTCTCGAAGAGTC
ATGCATAGAGATATAAAACCACCTAATGT GT TCATTACAGCCACT GGG
TGGTAAAACTTGGAGATCTTGGECT TGECCGEGT TTTTCAGCTCAAAAAC
CACAGCTGCACATTCTTTAGI TGGTACGCCTTATTACATGI CTCCAGAG
AGAATACATGAAAATGGATACAACT TCAAATCTGACATCTGGTCTCTTG
GCTGTCTACTATATGAGATGECTGCATTACAAAGTCCTTTCTATGGT GA
CAAAATGAATTTATACTCACTGIT GTAAGAAGATAGAACAGT GTGACTAC
CCACCTCTTCCTTCAGATCACTATTCAGAAGAACTCCGACAGI TAGITA
ATATGI GCATCAACCCAGAT CCAGAGAAGCGACCAGACGT CACCTATGT
TTATGACGT AGCAAAGAGGATGCATGCATGCACTGCAAGCAGCT aa



