Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active NEK6 [8 - 313]

Enzyme description:- NEK®6 [8 - 313]

Clone number :- DU 635

Sour ce: - Recombinant

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

Calculated molecular mass.- 41, 616 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:- 50 - 100 U/mg
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Clone Data Sheset

NEK 6 [8 - 313]

NEK6 [8 — 313]

DU 635

Human

NM_014397

N-terminal His(6) and FLAG (DY KDDDDK)

MSYYHHHHHHDYDI PTTENL YFOQGAMSE RNSKAYVDEL TSATMDYK
DDDDKAGQPGHMPHGGESSNNL CHT L GPVHPPDPOQRHPNT L SFRCSL
ADFQ EKKI GRGQFSEVYKATCLLDRKTVALKKVQ FEMVDAKARQ
DCVKEI GLLKQLNHPNI | KYLDSFI EDNELNI VLELADAGDL SQM

KYFKKQKRLI PERTWKYFVQL CSAVEHVHSRRVMHRDI KPANVFI

TATGVWKLGEDLGLGRFFSSETTAAHSLVGTPYYMSPERI HENGYNF
KSDI WL GCL L YEMAAL QSPFYGDKIMNL FSL COKI EQCDYPPLPGE
HYSEKL RELVSMCI CPDPHQRPDI GYVHQVAKQVH WWBST

Amino acids M8 — T313 (end) of human NEK®6.

Residue M58 of the fusion protein is equivalent to M8 of the native
enzyme. The His(6) tag islocated at residues 5 - 10 and the FLAG tag is
located at residues 43 - 51.

ITEV cleavage site (ENLYFQG ) residues 18 - 24

Soel site of pFastBAC HTc



Nucleotide
sequence of insert
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ATGCCCCAT GGAGGGAGT TCCAACAACCT CTGCCACACCCTGEEECCTG
TGCATCCTCCTGACCCACAGAGGCATCCCAACACCCTGICTTTTCCCTG
CTCGCTGECGEGACT TCCAGAT CGAAAAGAAGATAGGCCGAGGACAGTTC
AGCGAGGT GTACAAGGCCACCT GCCT GCTGGACAGGAAGACAGT GECTC
TGAAGAAGGT GCAGATCT TTGAGAT GAT GGACGCCAAGGECGAGECAGEA
CTGTGT CAAGGAGAT CGGCCTCTTGAAGCAACT GAACCACCCAAATATC
ATCAAGTATTTGGACTCGT TTATCGAAGACAACGAGCTGAACATTGIGC
TGGAGT TGECT GACGCAGGEGGACCT CTCGCAGATGATCAAGTACTTTAA
GAAGCAGAAGCGCECT CATCCCCGAGAGGACAGTATGGAAGTACTTTGI G
CAGCT GT' GCAGCGCCGT GGAGCACAT GCAT TCACGCCGEGEGT GATGCACC
GAGACATCAAGCCTGCCAACGT GT TCATCACAGCCACGEGECGTCGTIGAA
GCTCGGTGACCT TGGT CTGGECCGECT TCTTCAGCT CTGAGACCACCGCA
GCCCACTCCCTAGT GGEGACGCCCTACTACAT GT CACCGGAGAGGATCC
ATGAGAACGGECTACAACT TCAAGT CCGACATCTGGT CCCTGGECTGTCT
GCTGTACGAGAT GGCAGCCCT CCAGAGCCCCTTCTATGGAGATAAGATG
AATCTCTTCTCCCT GT GCCAGAAGAT CGAGCAGT GTGACTACCCCCCAC
TCCCCGEEEGAGCACTACT CCGAGAAGT TACGAGAACT GGTCAGCATGT G
CATCTGCCCTGACCCCCACCAGAGACCT GACATCGGATACGT GCACCAG
GI'GGCCAAGCAGATGCACATCTGGATGI CCAGCACC



