MRC PPU Reagents and Services

Standard Operating Procedure

Preparation of active MerTK [557 - 882]

Enzyme description:- MerTK [557 — 882]

Clone number:- DU 47368

Source:- Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST

Purification method:- GSH Sepharose

Calculated molecular mass:-

Monoisotopic 64, 323.65 daltons

Average Mass 64, 365.62 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 5.58

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 deg C

Assay buffer:-
50 mM Tris-HCI pH 7.5, 10 mM DTT, 10 mM magnesium acetate, 0. ImM EGTA

Substrate:-
GGMEDIYEFMGGKKK Final concentration: 300 uM
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Clone Data Sheet

MerTK [557 — 882]

MerTK [557 — 882]
DU 47368

Human

NM _006343.3

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYYIDGDVKLTQSMAITRYTIADKHNMLGGCPKERAEISMLE
GAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLN
GDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKY
LKSSKYIAWPLOGWOATFGGGDHPPKSDLEVLFQGPLGSMRRAIELTL
HSLGVSEELONKLEDVVIDRNLLILGKILGEGEFGSVMEGNLKQEDGT
SLKVAVKTMKLDNSSOREIEEFLSEAACMKDFSHPNVIRLLGVCIEMS
SQGIPKPMVILPFMKYGDLHTYLLYSRLETGPKHIPLOTLLKFMVDIA
LGMEYLSNRNFLHRDLAARNCMLRDDMTVCVADFGLSKKIYSGDYYRQ
GRIAKMPVKWIAIESLADRVYTSKSDVWAFGVTMWEIATRGMTPYPGV
ONHEMYDYLLHGHRLKQPEDCLDELYEIMYSCWRTDPLDRPTFSVLRL
OLEKLLESLPDVRNQADVIYVNTQLLESSE

Amino acids R557 — E882 (end residue is M999) of human MerTK.
Residue R233 of the fusion protein is equivalent to M1 of the native
enzyme. The GST tag is located at residues 1 —220.

PreScission (LEVLFQGP) residues 221 - 228

BamH]1 - Not1 sites of pFastBac GST
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ggatccATGCGGCGAGCCATTGAACTTACCTTACATAGCTTGGGAGTC
AGTGAGGAACTACAAAATAAACTAGAAGATGTTGTGATTGACAGGAAT
CTTCTAATTCTTGGAAAAATTCTGGGTGAAGGAGAGTTTGGGTCTGTA
ATGGAAGGAAATCTTAAGCAGGAAGATGGGACCTCTCTGAAAGTGGCA
GTGAAGACCATGAAGTTGGACAACTCTTCACAGCGGGAGATCGAGGAG
TTTCTCAGTGAGGCAGCGTGCATGAAAGACTTCAGCCACCCAAATGTC
ATTCGACTTCTAGGTGTGTGTATAGAAATGAGCTCTCAAGGCATCCCA
AAGCCCATGGTAATTTTACCCTTCATGAAATACGGGGACCTGCATACT
TACTTACTTTATTCCCGATTGGAGACAGGACCAAAGCATATTCCTCTG
CAGACACTATTGAAGTTCATGGTGGATATTGCCCTGGGAATGGAGTAT
CTGAGCAACAGGAATTTTCTTCATCGAGATTTAGCTGCTCGAAACTGC
ATGTTGCGAGATGACATGACTGTCTGTGTTGCGGACTTCGGCCTCTCT
AAGAAGATTTACAGTGGCGATTATTACCGCCAAGGCCGCATTGCTAAG
ATGCCTGTTAAATGGATCGCCATAGAAAGTCTTGCAGACCGAGTCTAC
ACAAGTAAAAGTGATGTGTGGGCATTTGGCGTGACCATGTGGGAAATA
GCTACGCGGGGAATGACTCCCTATCCTGGGGTCCAGAACCATGAGATG
TATGACTATCTTCTCCATGGCCACAGGTTGAAGCAGCCCGAAGACTGC
CTGGATGAACTGTATGAAATAATGTACTCTTGCTGGAGAACCGATCCC
TTAGACCGCCCCACCTTTTCAGTATTGAGGCTGCAGCTAGAAAAACTC
TTAGAAAGTTTGCCTGACGTTCGGAACCAAGCAGACGTTATTTACGTC
AATACACAGTTGCTGGAGAGCTCTGAGtgagcggccgce



