Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active GCK [2 - 812]

Enzyme description:- GCK [2 -812]

Clone number:- DU 1760

Source:- Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N—terminal His(6) tag

Purification method:- Ni**-NTA agarose

Expression level:- 2 mg/L

Calculated molecular mass:-

Monoisotopic 94, 949,59 daltons

Average Mass 95, 009.63 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 5.96

Purity:- 75 %

Activation protocol:- Constitutively active

Enzyme storage 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 [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:-
MBP Final concentration: 0.3 mg/ml

Specific activity range:- To be determined
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Clone Data Sheet
GCK [2 - 812]
GCK [2 - 812]
DU 1760
Human
BC047865

N-terminal His(6)

MSYYHHHHHHDYDIPTTENLYFQGAMGIRNSKAYVDALLRDVSLODPRD
RFELLORVGAGTYGDVYKARDTVTSELAAVKIVKLDPGDDISSLQOEIT
ILRECRHPNVVAYIGSYLRNDRLWICMEFCGGGSLQEIYHATGPLEERQ
IAYVCREALKGLHHLHSQGKIHRDIKGANLLLTLOGDVKLADFGVSGEL
TASVAKRRSFIGTPYWMAPEVAAVERKGGYNELCDVWALGITAIELGEL
QPPLFHLHPMRALMLMSKSSFOPPKLRDKTRWTONFHHFLKLALTKNPK
KRPTAEKLLOHPFTTQOLPRALLTQLLDKASDPHLGTPSPEDCELETYD
MFPDTIHSRGOHGPAERTPSEIQFHQVKFGAPRRKETDPLNEPWEEEWT
LLGKEELSGSLLOSVQEALEERSLTIRSASEFQELDSPDDTMGTIKRAP
FLGPLPTDPPAEEPLSSPPGPNSSPLLPTAWATMKQOREDPERSSCHGLP
PTPKVHMGACFSKVFNGCPLRIHAAVIWIHPVTRDOQFLVVGAEEGIYTL
NLHELHEDTLEKLISHRCSWLYCVNNVLLSLSGKSTHIWAHDLPGLFEQ
RRLOQOVPLSIPTNRLTORIIPRRFALSTKIPDTKGCLOCRVVRNPYTG
ATFLLAALPTSLLLLOWYEPLOKFLLLKNFSSPLPSPAGMLEPLVLDGK
ELPQVCVGAEGPEGPGCRVLFHVLPLEAGLTPDILIPPEGIPGSAQQVI
QVDRDTILVSFERCVRIVNMOGEPTATLAPELTFDFPIETVVCLQDSVL
AFWSHGMOGRSLDTNEVTQEITDETRIFRVLGAHRDIILESIPTDNPEA
HSNLYILTGHQSTY

Amino acids A2 — Y812 (end) of human GCK.
Residue A37 of fusion protein is equilivalent to A2 of the native enzyme.
The His(6) tag is located at residues 5 — 10.

rTEV (ENLYFQG) residues 18 - 24

Sall and Not1 site of pFastBAC HTc
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gtcgacGCGCTGCTGCGGGATGTGTCGCTGCAGGACCCGCGGGACCGCT
TCGAGCTGCTGCAGCGCGTGGGGGCCGGGACCTATGGCGACGTCTACAA
GGCCCGCGACACGGTCACGTCCGAACTGGCCGCCGTGAAGATAGTCAAG
CTAGGCCCAGGGGACGACATCAGCTCCCTCCAGCAGGAAATCACCATCC
TGCGTGAGTGCCGCCACCCCAATGTGGTGGCCTACATTGGCAGCTACCT
CAGGAATGACCGCTTGTGGATCTGCATGGAGTTCTGCGGAGGGGGCTCC
CTGCAGGAGATTTACCATGCCACTGGGCCCCTGGAGGAGCGGCAGATTG
CCTACGTCTGCCGAGAGGCACTGAAGGGGCTCCACCACCTGCATTCTCA
GGGGAAGATCCACAGAGACATCAAGGGAGCCAACCTTCTCCTCACTCTC
CAGGGAGATGTCAAACTGGCTGACTTTGGGGTGTCAGGCGAGCTGACAG
CGTCTGTGGCCAAGAGGAGGTCTTTCATTGGGACTCCCTACTGGATGGC
TCCCGAGGTGGCTGCTGTGGAGCGCAAAGGTGGCTACAATGAGCTATGT
GACGTCTGGGCCCTGGGCATCACTGCCATTGAGCTGGGCGAGCTGCAGC
CCCCTCTGTTCCACCTGCACCCCATGAGGGCCCTGATGCTCATGTCGAA
GAGCAGCTTCCAGCCGCCCAAACTGAGAGATAAGACTCGCTGGACCCAG
AATTTCCACCACTTTCTCAAACTGGCCCTGACCAAGAATCCTAAGAAGA
GGCCGACAGCAGAGAAGCTCCTGCAGCACCCGTTCACGACTCAGCAGCT
CCCTCGGGCCCTCCTCACACAGCTGCTGGACAAAGCCAGTGACCCTCAT
CTGGGGACCCCCTCCCCTGAGGACTGTGAGCTGGAGACCTATGACATGT
TTCCAGACACCATTCACTCCCGGGGGCAGCACGGCCCAGCCGAGAGGAC
CCCCTCGGAGATCCAGTTTCACCAGGTGAAATTTGGCGCCCCACGCAGG
AAGGAAACTGACCCACTGAATGAGCCGTGGGAGGAAGAGTGGACACTAC
TGGGAAAGGAAGAGTTGAGTGGGAGCCTGCTGCAGTCGGTCCAGGAGGC
CCTGGAGGAAAGGAGTCTGACTATTCGGTCAGCCTCAGAATTCCAGGAG
CTGGACTCCCCAGACGATACCATGGGAACCATCAAGCGGGCCCCGTTCC
TAGGGCCACTCCCCACTGACCCTCCAGCAGAGGAGCCTCTGTCCAGTCC
CCCAGGCCCCAACAGCTCCCCACTGCTGCCCACGGCCTGGGCCACCATG
AAGCAGCGGGAGGATCCTGAGAGGTCATCCTGCCACGGGCTCCCCCCAA
CTCCCAAGGTGCATATGGGCGCCTGCTTCTCCAAGGTCTTCAATGGCTG
CCCCCTGCGGATCCACGCTGCTGTCACCTGGATTCACCCTGTTACTCGG
GACCAGTTCCTGGTGGTAGGGGCCGAGGAAGGCATCTACACACTCAACC
TGCATGAACTGCATGAGGATACGCTGGAGAAGCTGATTTCACATCGCTG
CTCCTGGCTCTACTGCGTGAACAACGTGCTGCTGTCACTCTCAGGGAAA
TCCACGCACATCTGGGCCCATGACCTCCCAGGCCTGTTTGAGCAGCGGA
GGCTACAGCAACAGGTTCCCCTCTCCATCCCCACCAACCGCCTCACCCA
GCGCATCATCCCCAGGCGCTTTGCTCTGTCCACCAAGATTCCTGACACC
AAAGGCTGCTTGCAGTGTCGTGTGGTGCGGAACCCCTACACGGGTGCCA
CCTTCCTGCTGGCCGCCCTGCCCACCAGCCTGCTCCTGCTGCAGTGGTA
TGAGCCGCTGCAGAAGTTTCTGCTGCTGAAGAACTTCTCCAGCCCTCTG
CCCAGCCCAGCTGGGATGCTGGAGCCGCTGGTGCTGGATGGGAAGGAGC
TGCCGCAGGTGTGTGTTGGGGCCGAGGGGCCTGAGGGGCCCGGCTGCCG
CGTCCTGTTCCATGTCCTGCCCCTGGAGGCTGGCCTGACGCCCGACATC
CTCATCCCACCTGAGGGGATCCCAGGCTCGGCCCAGCAGGTGATCCAGG
TGGACAGGGACACAATCCTAGTCAGCTTTGAACGCTGTGTGAGGATTGT
CAACATGCAGGGCGAGCCCACGGCCACACTGGCACCTGAGCTGACCTTT
GATTTCCCCATCGAGACTGTGGTGTGCCTGCAGGACAGTGTGCTGGCCT
TCTGGAGCCATGGGATGCAAGGCCGAAGCCTGGATACCAATGAGGTGAC



Division of Signal Tranduction Therapy

CCAGGAGATCACAGATGAAACAAGGATCTTCCGAGTGCTTGGGGCCCAC
AGAGACATCATCCTGGAGAGCATTCCCACTGACAACCCAGAGGCGCACA
GCAACCTCTACATCCTCACGGGCCACCAGAGCACCTACtaagcggeccgce



