Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active smooth muscle ML CK [475 - 838]

Enzyme description:- smooth muscle MLCK [475 - 838]
Clone number :- DU 1106

Sour ce: - Recombinant

Expression system:- E.coli

Tag:- N-terminal GST

Purification method:- GSH Sepharose

Expression level:- 3 mg/L

Calculated molecular mass: -

M onoi sotopic 68, 727.67 daltons

Average Mass 68, 771.90 daltons

[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.36

Purity:- 90 %

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, 1 mM benzamidine, 0.2 mM PMSF

Stor age temper atur e: - -20°C
Assay:- Standard filter binding assay
Assay buffer:-

50 mM Hepes-NaOH pH 7.5, 0.5 mM CaCl,, 1 uM calmodulin,
0.1 % 2- mercaptoethanol, 10 mM magnesium acetate

Substrate:- KKRPQRATSNVFA
Residues 12-23 (from second K) of human smooth muscle myosin regulatory light chain
Final concentration: 300 uM

Specific activity range:- 30-60 U/mg
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Clone Data Sheset

smooth muscle ML CK [475 - 83§]

Protein smooth muscle MLCK [475 - 838]
Clone number DU 1106
Species Human

Accession number  NM_005965

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 QGWQATFGGGDHPPKSDL EVL FQGPL GSDHEYKFRVRAI NVY
GTSEPSQESEL TTVGEKPEEPKDEVEVSDDDEKEPEVDYRTVTI NTEQK
VSDFYDI EERL GSGKFGQVFRL VEKKTRKVWAGKFFKAYSAKEKENI RQ
El S| MNCL HHPKL VQCVDAFEEKANI VWLEI VSGGELFERI | DEDFEL
TEREC! KYMRQ SEGVEY! HKQE VHLDLKPENI MCVNKTGTRI KLI DF
GLARRLENAGSL KVL FGTPEFVAPEVI NYEPI GYATDMASI GVI CYI LV
SGL SPFMGDNDNETL ANVT SATWDFDDEAFDEI SDDAKDFI SNLLKKDM
KNRL DCTQCL QHPW. MKDTKNVEAKKL SKDRMKKYMARRKWQKTGNAVR
Al GRLSS

Native sequence Amino acids D475 — S838 of human smooth muscle MLCK.
[Full length protein ends at residue E991]
Residue D232 of the fusion protein is equivalent to D2 of the native
enzyme. The GST tag islocated at residues 1 - 220

Pr otease cleavage PreScission (LEVLFQGPL) residues 221 - 229

Cloning sites BamH1 and EcoR1 site of pGEX 6P-1



Nucleotide
Sequence of insert
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GGATCCGACCACGAATATAAGT TCCGTGTACGTGCAATCAAC
GTGTATGGAACCAGT GAGCCAAGCCAGGAGTCTGAACTCACA
ACGGTAGGAGAGAAACCT GAAGAGCCGAAGGATGAAGT GGAG
GTGTCAGATGATGAT GAGAAGGAGCCCGAGGTTGATTACCGG
ACAGTGACAATCAATACTGAACAAAAAGTATCTGACTTCTAC
GACATTGAGGAGAGATTAGGATCTGGGAAATTTGGACAGGTC
TTTCGACTTGTAGAAAAGAAAACT CGAAAAGT CTGGGCAGGG
AAGTTCTTCAAGGCATATTCAGCAAAAGAGAAAGAGAATATC
CGGCAGGAGATTAGCATCATGAACTGCCTCCACCACCCTAAG
CTGGTCCAGT GTGTGGATGCCTTTGAAGAAAAGGCCAACATC
GT'CATGGT CCTGGAGATCGT GT CAGGAGECGAGCTGITTGAG
CGCATCATTGACGAGGACT TTGAGCTGACGGAGCGTGAGTGC
ATCAAGTACATGCGECAGATCTCGGAGEGAGT GGAGTACATC
CACAAGCAGGGECATCGTGCACCT GGACCTCAAGCCGGAGAAC
ATCATGT GT GTCAACAAGACGGGCACCAGGATCAACGCTCATC
GACTTTGGT CTGGCCAGGAGGCTGGAGAATGCGGEGGTCTCTG
AAGGTCCTCTTTGGECACCCCAGAATTTGTGGCTCCTGAAGT G
ATCAACTATGAGCCCATCGGCTACGCCACAGACATGIGGAGC
ATCGGGGTCATCTGCTACATCCTAGTCAGTGGCCTTTCCCCC
TTCATGGGAGACAACGATAACGAAACCTTGECCAACGT TACC
TCAGCCACCTGGGACT TCGACGACGAGGCATTCGATGAGATC
TCCGACGATGCCAAGGATTTCATCAGCAATCTGCTGAAGAAA
GATATGAAAAACCGCCTGGACT GCACGCAGT GCCTTCAGCAT
CCATGGCTAATGAAAGATACCAAGAACAT GGAGGCCAAGAAA
CTCTCCAAGGACCGGATGAAGAAGT ACATGGCAAGAAGGAAA
TGGCAGAAAACGGEGCAATGCTGTGAGAGCCATTGGAAGACT G
TCCTCTt aggaattc



