Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active EF2 Kinase [2 — 725]

Enzyme description:- EF2 Kinase [2 — 725]
Clone number :- DU 1446

Sour ce: - Recombinant
Expression system:- E.coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 4 mg/L

Calculated molecular mass.- 108, 283 daltons
Purity:- 90 %

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, 1 mM benzamidine, 0.2 mM PMSF

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

50 mM Hepes pH 6.6, 200 uM CaCl,, 0.3 uM calmodulin, 0.1 % 2- mercaptoethanal,

10 mM magnesium acetate

Substrate: -

RKKFGESEKTKTKEFL [Residues 2020 — 2035 of Dictyostelium myosin heavy chains]
Final concentration: 300 uM

Specific activity range: - 150 — 300 U/mg
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Clone Data Sheset

EF2 Kinase[2 — 725]

Protein EF2 Kinase [2 — 725]
Clone number DU 1446
Species Human

Accession humber AAH32665

Tags N-terminal GST
Bacterially MSPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL G

expressed protein  LEFPNLPYY! DGDVKLTQSMAI | RYI ADKHNM.GGCPKERAE!I SMLEGA
VLDI RYGVSRI AYSKDFETLKVDFL SKLPEM.KMFEDRL CHKTYLNGDH
VTHPDFM_ YDAL DVWWL YMDPMCL DAFPKLVCFKKRI EAl PQI DKYLKSS
KY! AWPL QGWQATFGGGDHPPKSDLVPRGSADEDL | FRLEGVDGGQSPR
AGRDGDSDGDSDDEEGYFI CPI TDDPSSNQNVNSKVNKYYSNLTKSERY
SSSGSPANSFHFKEAWKHAI QKAKHVPDPWAEFHLEDI ATERATRHRYN
AVTGEW. DDEVL | KMASQPFGRGAVRECFRTKKL SNFL HAQQWKGASNY
VAKRY! EPVDRDVYFEDVRL QVEAKLWGEEYNRHKPPKQVDI MVCI | E
LKDRPGKPLFHLEHYI EGKY! KYNSNSGFVRDDNI RLTPQAFSHFTFER
SGHQLI WDI QGVGDLYTDPQ HTETGTDFGDGNL GVRGVAL FFYSHAC
NRI CESMGLAPFDL SPRERDAVNONTKLL QSAKTI LRGTEEKCGSPRVR
TLSGSRPPL L RPL SENSGDENVSDVTFDSL PSSPSSATPHSQKL DHL HW
PVFSDL DNVASRDHDHL DNHRESENSGDSGYPSEKRGEL DDPEPREHGH
SYSNRKYESDEDSL GSSGRVCVEKWAL LNSSRLHLPRASAVAL EVQRLN
ALDLEKKI GKSI LGKVHL AMVRYHEGGRF CEKGEEVDQESAVFHL EHAA
NLGELEAI VGLGLMYSQLPHHI LADVSLKETEENKTKGFDYLLKAAEAG
DRQSM L VARAFDSGQNL SPDRCQDW. EAL HWYNTAL EMI DCDEGGEYD
GMQDEPRYMVL AREAEM. FTGGYGL EKDPQRSGDL YTQAAEAANEANKG

RLANQYYQKAEEAVWAQVEE

Native sequence Amino acids A2 — E725 (end) of human EF2 kinase.
Residue A227 of the fusion protein is equivalent to A2 of the native
enzyme. The GST tag islocated at residues 1 - 220.

Protease cleavage Thrombin (LVPRGS) residues 221 - 226

Cloning sites BamH1 and EcoR1 site of pGEX 4T-1



Nucleotide
Seqguence of insert
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atgtcccct at act aggtt att ggaaaat t aagggcctt gt gcaaccca
ctcgacttcttttggaat at ctt gaagaaaaat at gaagagcatttgta
t gagcgcgat gaaggt gat aaat ggcgaaacaaaaagt tt gaat t gggt
ttggagtttcccaatcttccttattatattgatggtgatgttaaattaa
cacagt ct at ggccat cat acgtt at at agct gacaagcacaacat gt t
gggt ggt t gt ccaaaagagcgt gcagagat tt caat gct t gaaggagcg
gttttggatattagatacggtgtttcgagaattgcat at agt aaagact
tt gaaactctcaaagttgattttcttagcaagct acct gaaat gct gaa
aat gtt cgaagat cgttt at gt cat aaaacat at t t aaat ggt gat cat
gt aacccatcctgacttcatgttgtatgacgctcttgatgttgttttat
acat ggacccaat gt gcct ggat gcgttcccaaaattagtttgttttaa
aaaacgt at t gaagct at cccacaaat t gat aagt act t gaaat ccagc
aagt at at agcat ggcct tt gcagggct ggcaagccacgtttggt ggtg
gcgaccat cct ccaaaat cggat ct ggt t ccgcgt ggat cc GCAGACGA
AGATCTCATCTTCCGCCTGGAAGGCGT TGATGECGEECCAGT CCCCCCGA
GCTGGCCGTGATGGT GATTCT GATGGGGACAGCGACCGATGAGGAAGGT T
ACTTCATCTGCCCCAT CACGGATGACCCAAGCTCGAACCAGAATGT CAA
TTCCAAGGT TAATAAGTACTACAGCAACCTAACAAAAAGT GAGCGGTAT
AGCTCCAGCGGGT CCCCGECAAACT CCTTCCACT TCAAGGAAGCCTGGA
AGCACGCAAT CCAGAAGGCCAAGCACATGCCCGACCCCTGEECTGAGT T
CCACCTGGAAGATATTGCCACCGAACGT GCTACTCGACACAGGTACAAC
GCCGTCACCGGGGAATGCCTGGATGATGAAGT TCTGATCAAGATGGCAT
CTCAGCCCT TCGGCCGAGGAGCAAT GAGGEGAGT GCTTCCGGACGAAGAA
GCTCTCCAACTTCTTGCATGCCCAGCAGT GGAAGGGAGCCTCCAACTAC
GT GECGAAGCGCTACAT CGAGCCCGTAGACCGGGATGTGTACT TTGAGG
ACGTGCGT CTACAGAT GGAGGCCAAGCT CTGGGEGGEGAGGAGTATAATCG
GCACAAGCCCCCCAAGCAGGT GGACATCATGCAGATGTGCATCATCGAG
CTGAAGGACAGACCGEGEECAAGCCCCTCTTCCACCTGGAGCACTACATCG
AGGGCAAGTACATCAAGTACAACTCCAACTCTGGCTTTGTCCGCGATGA
CAACATCCGCCTGACGCCGCAGGCCTTCAGCCACTTCACTTTTGAGCGT
TCCGGECCATCAGCTGATAGT GGTGGACATCCAGCGAGT TGGGGATCTCT
ACACT GACCCACAGAT CCACACGGAGACGGGECACTGACTTTGRAGACGG
CAACCTAGGT GTCCECEEGATGECCCTCTTCTTCTACTCTCATGCCTGC
AACCGGATTTGCGAGAGCATGGECCTTGCTCCCTTTGACCTCTCGCCCC
GGGAGAGGGATGCAGT GAAT CAGAACACCAAGCT GCTGCAATCAGCCAA
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GACCATCTTGAGAGGAACAGAGGAAAAAT GT GGGAGCCCCCGAGTAAGG
ACCCTCTCTGGGAGCCGGECCACCCCTGCTCCGTCCCCTTTCAGAGAACT
CTGGAGACGAGAACATGAGCGACGTGACCTTCGACTCTCTCCCTTCTTC
CCCATCTTCGGCCACACCACACAGCCAGAAGCTAGACCACCTCCATTGG
CCAGTGT TCAGTGACCTCGATAACATGGCATCCAGAGACCATGATCATC
TAGACAACCACCGGGAGT CTGAGAATAGT GGGGACAGCGGATACCCCAG
TGAGAAGCGGEEGT GAGCT GGAT GACCCT GAGCCCCGAGAACATGGECCAC
TCATACAGTAAT CGGAAGT ACGAGT CTGACGAAGACAGCCT GEGCAGCT
CTGGACGGEGTATGT GTAGAGAAGT GGAATCTCCTCAACT CCTCCCaCCT
CCACCT GCCGAGGGCT TCGECCGT GGCCCTGGAAGT GCAAAGGCTTAAT
GCTCTGGACCTCGAAAAGAAAAT CCCGAAGT CCATTTTGGGGAAGGT CC
ATCTGGCCATGGT GCGCTACCACGAGGGT GGGCCCTTCTGCGAGAAGSG
CGAGGAGT GGGACCAGGAGT CEECTGT CTTCCACCT GGAGCACGCAGCC
AACCT GEECGAGCT GGAGGCCAT CGT GEECCTGGEGACTCATGTACTCGC
AGTTGCCTCATCACATCCTAGCCGATGT CTCTCTGAAGGAGACAGAAGA
GAACAAAACCAAAGGATTTGATTACTTACTAAAGGCCGCTGAAGCTGEC
GACAGGCAGT CCATGATCCTAGT GGCGCGAGCTTTTGACTCTGECCAGA
ACCT CAGCCCGGACAGGT GCCAAGACT GECTAGAGGCCCTGCACTGGTA
CAACACTGCCCTGGAGATGACGGACT GTGAT GAGGGECGGTGAGTACGAC
GGAAT GCAGGACGAGCCCCGGTACAT GAT GCTGECCAGGGAGECCGARA
TGCTGT TCACAGGAGGCT ACGEGCT GGAGAAGGACCCGCAGAGATCAGG
GGACTTGTATACCCAGGCAGCAGAGGCAGCGATGGAAGCCATGAAGGEC
CGACTGGCCAACCAGT ACTACCAAAAGGCT GAAGAGGCCTGEECCCAGA
TGCGAGGAG aagaattc



