Division of Signal Transduction Therapy

Standard Operating Procedure

Preparation of active TYRO3 [468 - 890]

Enzyme description:- TYRO3 [468 — 890]

Clone number:- DU 61217

Source:- Recombinant

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

Purification method:- GSH Sepharose

Calculated molecular mass:-

Monoisotopic 73, 802.14 daltons

Average Mass 73, 850.01 daltons

[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.40

Purity:- >80 %

Activation protocol:- Constitutively active

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 150 mM NacCl, 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-HC1 pH 7.5, 0.1 mM EGTA, 0.1 % 2—mercaptoethanol, 10 mM MgAc

Substrate:-
Poly Glu Tyr (4:1) Final concentration: 0.1 mg/ml
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Clone Data Sheet

TYRO3 [468 - 890]

Protein TYRO3 [468 - 890]
Clone number DU 61217
Species Human

Accession number  NM 006293 .4

Tags N-terminal GST
Baculovirus MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL

expressed protein ~ GLEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLE
GAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLN
GDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKY
LKSSKYIAWPLQGWQATFGGGDHPPKSDLEVLFQGPLGSMARGEPAVH
FRAARSFNRERPERIEATLDSLGISDELKEKLEDVLIPEQQFTLGRML
GKGEFGSVREAQLKQEDGSFVKVAVKMLKADI IASSDIEEFLREAACM
KEFDHPHVAKLVGVSLRSRAKGRLPIPMVILPFMKHGDLHAFLLASRI
GENPFNLPLQTLIRFMVDIACGMEYLSSRNFIHRDLAARNCMLAEDMT
VCVADFGLSRKIYSGDYYRQGCASKLPVKWLALESLADNLYTVQSDVW
AFGVIMWEIMTRGQTPYAGIENAEIYNYLIGGNRLKQPPECMEDVYDL
MYQCWSADPKQRPSFTCLRMELENILGQLSVLSASQDPLYINIERAEE
PTAGGSLELPGRDQPYSGAGDGSGMGAVGGTPSDCRY ILTPGGLAEQP
GQAEHQPESPLNETQRLLLLQQGLLPHSSC

Native sequence Amino acids M468 — C890 (end) of human TYRO3.

Residue M232 of the fusion protein is equivalent to M468 of the native
enzyme. The GST tag is located at residues 1 —220.

Protease cleavage PreScission site (LEVLFQGP) residues 221 — 228

Cloning sites BamH]1 and Notl sites of pFastBac GST 6P1
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ggatccATGGCCCGGGGAGAGCCAGCCGTTCACTTCCGGGCAGCCCGG
TCCTTCAATCGAGAAAGGCCCGAGCGCATCGAGGCCACATTGGACAGC
TTGGGCATCAGCGATGAACTAAAGGAAAAACTGGAGGATGTGCTCATC
CCAGAGCAGCAGTTCACCCTGGGCCGGATGTTGGGCAAAGGAGAGTTT
GGTTCAGTGCGGGAGGCCCAGCTGAAGCAAGAGGATGGCTCCTTTGTG
AAAGTGGCTGTGAAGATGCTGAAAGCTGACATCATTGCCTCAAGCGAC
ATTGAAGAGTTCCTCAGGGAAGCAGCTTGCATGAAGGAGTTTGACCAT
CCACACGTGGCCAAACTTGTTGGGGTAAGCCTCCGGAGCAGGGCTAAA
GGCCGTCTCCCCATCCCCATGGTCATCTTGCCCTTCATGAAGCATGGG
GACCTGCATGCCTTCCTGCTCGCCTCCCGGATTGGGGAGAACCCCTTT
AACCTACCCCTCCAGACCCTGATCCGGTTCATGGTGGACATTGCCTGC
GGCATGGAGTACCTGAGCTCTCGGAACTTCATCCACCGAGACCTGGCT
GCTCGGAATTGCATGCTGGCAGAGGACATGACAGTGTGTGTGGCTGAC
TTCGGACTCTCCCGGAAGATCTACAGTGGGGACTACTATCGTCAAGGC
TGTGCCTCCAAACTGCCTGTCAAGTGGCTGGCCCTGGAGAGCCTGGCC
GACAACCTGTATACTGTGCAGAGTGACGTGTGGGCGTTCGGGGTGACC
ATGTGGGAGATCATGACACGTGGGCAGACGCCATATGCTGGCATCGAA
AACGCTGAGATTTACAACTACCTCATTGGCGGGAACCGCCTGAAACAG
CCTCCGGAGTGTATGGAGGACGTGTATGATCTCATGTACCAGTGCTGG
AGTGCTGACCCCAAGCAGCGCCCGAGCTTTACTTGTCTGCGAATGGAA
CTGGAGAACATCTTGGGCCAGCTGTCTGTGCTATCTGCCAGCCAGGAC
CCCTTATACATCAACATCGAGAGAGCTGAGGAGCCCACTGCGGGAGGC
AGCCTGGAGCTACCTGGCAGGGATCAGCCCTACAGTGGGGCTGGGGAT
GGCAGTGGCATGGGGGCAGTGGGTGGCACTCCCAGTGACTGTCGGTAC
ATACTCACCCCCGGAGGGCTGGCTGAGCAGCCAGGGCAGGCAGAGCAC
CAGCCAGAGAGTCCCCTCAATGAGACACAGAGGCTTTTGCTGCTGCAG
CAAGGGCTACTGCCACACAGTAGCTGTtaggcggccgce



