Division of Signal Transduction Therapy

Standard Operating Procedure

Preparation of active CSK [1 - 450]

Enzyme description:- CSK [1 -450]
Clone number:- DU 1500

Source:- Recombinant
Expression system:- E.coli expression vector system
Tag:- N-terminal GST
Purification method:- GSH Sepharose
Calculated molecular mass:-

Monoisotopic 76,947.11 daltons

Average Mass 76, 996.90 daltons

[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 6.42

Purity:- >80 %

Activation protocol:- Constitutively active

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 150 mM NaCl, 270 mM sucrose, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF

Storage temperature:- -70 °C

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

Substrate:-
KVEKIGEGTYGVVYK Final concentration: 300 uM
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Clone Data Sheet
CSK [1 - 450]

CSK [1 - 450]
DU 1500
Human
NM_004383.2

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYYIDGDVKLTQSMAITRYTIADKHNMLGGCPKERAEISMLE
GAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLN
GDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKY
LKSSKYIAWPLOGWOATFGGGDHPPKSDLVPRGSMSAIQAAWPSGTEC
IAKYNFHGTAEQDLPFCKGDVLTIVAVTKDPNWYKAKNKVGREGIIPA
NYVQKREGVKAGTKLSLMPWFHGKITREQAERLLYPPETGLFLVREST
NYPGDYTLCVSCDGKVEHYRIMYHASKLSIDEEVYFENLMOLVEHYTS
DADGLCTRLIKPKVMEGTVAAQDEFYRSGWALNMKELKLLOTIGKGEF
GDVMLGDYRGNKVAVKCIKNDATAQAFLAEASVMTQLRHSNLVQLLGV
IVEEKGGLYIVTEYMAKGSLVDYLRSRGRSVLGGDCLLKFSLDVCEAM
EYLEGNNFVHRDLAARNVLVSEDNVAKVSDFGLTKEASSTODTGKLPV
KWTAPEALREKKFSTKSDVWSFGILLWEIYSFGRVPYPRIPLKDVVPR
VEKGYKMDAPDGCPPAVYEVMKNCWHLDAAMRPSFLOLREQLEHIKTH
ELHL

Amino acids M1 — L450 (end) of human CSK.

Residue M227 of the fusion protein is equivalent to M1 of the native
enzyme. The GST tag is located at residues 1 — 220.

Thrombin site (LVPRGS) residues 221 — 226

BamH1 sites of pGex4T1
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ggatccATGTCAGCAATACAGGCCGCCTGGCCATCCGGTACAGAATGT
ATTGCCAAGTACAACTTCCACGGCACTGCCGAGCAGGACCTGCCCTTC
TGCAAAGGAGACGTGCTCACCATTGTGGCCGTCACCAAGGACCCCAAC
TGGTACAAAGCCAAAAACAAGGTGGGCCGTGAGGGCATCATCCCAGCC
AACTACGTCCAGAAGCGGGAGGGCGTGAAGGCGGGTACCAAACTCAGC
CTCATGCCTTGGTTCCACGGCAAGATCACACGGGAGCAGGCTGAGCGG
CTTCTGTACCCGCCGGAGACAGGCCTGTTCCTGGTGCGGGAGAGCACC
AACTACCCCGGAGACTACACGCTGTGCGTGAGCTGCGACGGCAAGGTG
GAGCACTACCGCATCATGTACCATGCCAGCAAGCTCAGCATCGACGAG
GAGGTGTACTTTGAGAACCTCATGCAGCTGGTGGAGCACTACACCTCA
GACGCAGATGGACTCTGTACGCGCCTCATTAAACCAAAGGTCATGGAG
GGCACAGTGGCGGCCCAGGATGAGTTCTACCGCAGCGGCTGGGCCCTG
AACATGAAGGAGCTGAAGCTGCTGCAGACCATCGGGAAGGGGGAGTTC
GGAGACGTGATGCTGGGCGATTACCGAGGGAACAAAGTCGCCGTCAAG
TGCATTAAGAACGACGCCACTGCCCAGGCCTTCCTGGCTGAAGCCTCA
GTCATGACGCAACTGCGGCATAGCAACCTGGTGCAGCTCCTGGGCGTG
ATCGTGGAGGAGAAGGGCGGGCTCTACATCGTCACTGAGTACATGGCC
AAGGGGAGCCTTGTGGACTACCTGCGGTCTAGGGGTCGGTCAGTGCTG
GGCGGAGACTGTCTCCTCAAGTTCTCGCTAGATGTCTGCGAGGCCATG
GAATACCTGGAGGGCAACAATTTCGTGCATCGAGACCTGGCTGCCCGC
AATGTGCTGGTGTCTGAGGACAACGTGGCCAAGGTCAGCGACTTTGGT
CTCACCAAGGAGGCGTCCAGCACCCAGGACACGGGCAAGCTGCCAGTC
AAGTGGACAGCCCCTGAGGCCCTGAGAGAGAAGAAATTCTCCACTAAG
TCTGACGTGTGGAGTTTCGGAATCCTTCTCTGGGAAATCTACTCCTTT
GGGCGAGTGCCTTATCCAAGAATTCCCCTGAAGGACGTCGTCCCTCGG
GTGGAGAAGGGCTACAAGATGGATGCCCCCGACGGCTGCCCGCCCGCA
GTCTATGAAGTCATGAAGAACTGCTGGCACCTGGACGCCGCCATGCGG
CCCTCCTTCCTACAGCTCCGAGAGCAGCTTGAGCACATCAAAACCCAC
GAGCTGCACCTGTGACGGCTGGCCTCCGCCTGGGTCATGGGCCTGTGG
GGACtgaacctggaagatcatggacggatcc



