Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active Lck [2 - 509]

Enzyme description:- Lck [2 - 509]

Clone number :- DU 567

Sour ce: - Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)
Purification method:- Ni*-NTA agarose
Expression level:- 2 mg/L

Calculated molecular mass.- 64, 734 daltons
Purity:- >85 %

Activation protocol:- Congtitutively active
Enzyme stor age buffer :-

50 mM Tris-HCI pH 7.5, 50 % glycerol, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine.

Storage temperature: - -20°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: -
KVEKIGEGTYGVVYK [Residues 5 — 20 of human CDK?2]
Final concentration: 250 uM

Specific activity range:- 700 — 1400 U/mg
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Clone Data Sheset

Lck [2-509]
Protein Lck [2 - 509]
Clone number DU 567
Species Mouse
Accession no X03533
Tags N-terminal His(6)
Baculovirus MSYYHHHHHHDYDI PTTENL YFQGAVDPEFGCGCSSHPEDDWVE

expressed protein NI DVCENCHYPI VPLDSKI SLPI RNGSEVRDPLVTYEGSLPPAS
PLQDNLVI ALHSYEPSHDGDL GFEKGEQLRI L EQSGEWNKAQSL
TTGCREGF PFNFVAKANSL EPEPWFFKNL SRKDAERQLLAPGNT
HGSFL1 RESESTAGSFSL SVRDFDQNQGEVVKHYKI RNL DNGG-
Yl SPRI TFPGLHDLVRHYTNASDG. CTKL SRPCQT QKPQKPWAE
DEVEVPRET LKL VERL GAGQFGEVWMGY YNGHT KVAVKSL KQGS
VSPDAFL AEANL MKQLQHPRLVRLYAWWTCEPI YI | TEYMENGS
LVDFLKTPSGA KLNVNKLLDVAAQ AEGVAFI EEQNYI HRDLRA
ANI LVSDTLSCKI ADFGLARLI EDNEYTAREGAKFPI KWTAPEA
I NYGTFTI KSDVWASFG LLTEI VTHGRI PYPGMINPEVI QNLER
GYRWRPDNCPEEL YHL MVL CWKERPEDRPTFDYLRSVLDDFFT

ATEGQYQPQPVDL

Native sequence Amino acids G2 — P509 (end) of mouse L ck.
Residue G3L1 of the fusion protein is equivalent to G2 of mouse Lck.
The His(6) tag islocated at residues 5 —10. The following sequenceis
present after the Lck sequence, VDL, residues 539 — 541.

The following amino acid substitutions are present:
V — G, where V4 of the native sequence is G33 of the fusion protein.
N —H, where N8 of the native sequence is H37 of the fusion protein.

Protease cleavage rTEV (ENLYFQG) residues 18 - 24

Cloning sites EcoR1 and Not1 sites of pFastBAC HTa



Nucleotide
sequence of insert
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GAATTCGGCTGT GGCTGCAGCT CACACCCTGAAGATGACTGGATGGAGAA
CATTGACGT GTGTGAAAACT GCCACTATCCCATAGT CCCACTGGACAGCA
AGATCTCGCCTGCCCAT CCGGAATGGCTCTGAAGT GCGGGACCCACTGGTC
ACCTATGAGGGATCTCTCCCACCAGCAT CCCCGCTGCAAGACAACCTGGT
TATCGCCCTGCACAGT TATGAGCCCTCCCATGATGGAGACTTGEECTTTG
AGAAGGGT GAACAGCT CCGAAT CCTGGAGCAGAGCGGT GAGT GGTGGAAG
GCTCAGT CCCTGACGACT GGCCAAGAAGECTTCATTCCCTTCAACTTCGT
GGCGAAAGCAAACAGCCT GGAGCCTGAACCTTGGT TCTTCAAGAATCTGA
GCCGTAAGGACGCCGAGCGGECAGCTTTTGECGCCCEEGAACACGCATGGA
TCCTTCCTGAT CCGCGAAAGCGAAAGCACTGCEEEGTCCTTTTCCCTGIC
GGTCAGAGACTTCGACCAGAACCAGGGAGAAGT GGTGAAACATTACAAGA
TCCGTAACCTAGACAACGGTGGCTTCTACATCTCCCCTCGTATCACTTTT
CCCGGATTGCACGATCTAGT CCGCCATTACACCAACGCCTCTGATGEECT
GTGCACAAAGT TGAGCCGT CCTTGCCAGACCCAGAAGCCCCAGAAACCAT
GGTGGGAGGACGAAT GGGAAGT TCCCAGGGAAACACT GAAGT TGGTGGAG
CGGCTGCGAGCT GGCCAGT TCEEGEGAAGT GTGGATGGGGTACTACAACGG
ACACACGAAGGT GECGGT GAAGAGT CTGAAACAAGGGAGCAT GT CCCCCG
ACGCCTTCCTGGCTGAGGCTAACCT CATGAAGCAGCT GCAGCACCCGCGG
CTAGTCCGCCTTTATGCAGT GGTCACCCAGGAACCCATCTACATCATCAC
GGAATACAT GGAGAACGGGAGCCTAGTAGATTTTCTCAAGACT CCCTCGG
GCATCAAGTI TGAATGTCAACAAACTTTTGGACATGGCAGCCCAGATTGCA
GAGGGCATGGECGT TCATCGAAGAACAGAATTACAT CCATCGEGGACCTECG
CGCCGCCAACATCCTGGTGTCTGACACGCT GAGCTGCAAGATTGCAGACT
TTGGCCTGGCGCGCCT CAT TGAGGACAAT GAGT ACACGECCCGERAGEEG
GCCAAATTTCCCATTAAGT GGACAGCACCAGAAGCCATTAACTATGGGAC
CTTCACCATCAAGTI CAGACGT GTGGTCCTTCGGGATCTTGCTTACAGAGA
TCGT CACCCACGGT CGAAT CCCTTACCCAGGAATGACCAACCCTGAAGTC
ATTCAGAACCT GGAGAGAGGCTACCGCATGGTGAGACCTGACAACTGTICC
GGAAGAGCTGTACCACCTCATGATGCT GT GCTGGAAGGAGCGCCCAGAGG
ACCGGCCCACGTTTGACTACCTTCGGAGTGTTCTGGATGACTTCTTCACA
GCCACAGAGGGECCAGTACCAGCCCCAGCCTGICGACCTCr aggeggcecgce



