Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of srGAP3B [1 —1075]

Enzyme description:- stGAP3B [1 —1075]
Clone number:- DU 11369

Source:- Recombinant
Expression system:- E.coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose

Calculated molecular mass:-

Monoisotopic 148, 883.69 daltons

Average Mass 148, 977.93 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 6.04

Purity:- >80 %

Enzyme storage buffer:-
50 mM Tris-HCl 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
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Clone Data Sheet

srGAP3B [1 - 1075]

stGAP3B [1 - 1075]
DU 11369
Human

NM 001033117.2

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KYIAWPLOGWQATFGGGDHPPKSDLEVLFQGPLGSPEFMSSQTKFKKDK
EITAEYEAQIKEIRTQLVEQFKCLEQQSESRLOLLODLOEFFRRKAEIE
LEYSRSLEKLAERFSSKIRSSREHOFKKDQYLLSPVNCWYLVLHOTRRE
SRDHATLNDIFMNNVIVRLSQISEDVIRLFKKSKEIGLOMHEELLKVTN
ELYTVMKTYHMYHAESISAESKLKEAEKQEEKQFNKSGDLSMNLLRHED
RPORRSSVKKIEKMKEKRQAKYSENKLKCTKARNDYLLNLAATNAAISK
YYIHDVSDLIDCCDLGFHASLARTFRTYLSAEYNLETSRHEGLDVIENA
VDNLDSRSDKHTVMDMCNQVFCPPLKFEFQPHMGDEVCQOVSAQQPVOQTE
LLMRYHOLQSRLATLKIENEEVRKTLDATMQTLODMLTVEDFDVSDAFQ
HSRSTESVKSAASETYMSKINIAKRRANQQETEMFYFTKFKEYVNGSNL
ITKLOAKHDLLKQTLGEGERAECGTTRGRRNARTRNODSGOAIPLVVES
CIRYINLYGLQQQOGIFRVPGSQVEVNDIKNSFERGEDPLVDDONERDIN
SVAGVLKLYFRGLENPLFPKERFQDLISTIKLENPAERVHOIQQILVTL
PRVVIVVMRYLFAFLNHLSQYSDENMMDPYNLAICFGPTLMHIPDGQDP
VSCQAHINEVIKTIIIHHEAIFPSPRELEGPVYEKCMAGGEEYCDSPHS
EPGAIDEVDHDNGTEPHTSDEEVEQIEAIAKFDYMGRSPRELSFKKGAS
LLLYHRASEDWWEGRHNGVDGLIPHQYIVVQDMDDAFSDSLSQKADSEA
SSGPLLDDKASSKNDLQSPTEHISDYGFGGVMGRVRLRSDGAAIPRRRS
GGDTHSPPRGLGPSIDTPPRAAACPSSPHKIPLTRGRIESPEKRRMATF
GSAGSINYPDKKALSEGHSMRSTCGSTRHSSLGDHKSLEAEALAEDIEK
TMSTALHELRELERONTVKQAPDVVLDTLEPLKNPPGPVSSEPASPLHT
IVIRDPDAAMRRSSSSSTEMMTTFKPALSARLAGAQLRPPPMRPVRPVV
OHRSSSSSSSGVGSPAVTPTEKMFPNSSADKSGTM
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Native sequence Amino acids M1 — M1075 (end) of human srGAP3B.
Residue M235 of the fusion protein is equivalent to M1 of the native
enzyme. The GST tag is located at residues 1 —220.

Protease cleavage PreScission (LEVLFQGP) residues 221 - 228

Cloning sites EcoR1 and Notl sites of pPGEX6P1

Nucleotide Sequence of Insert:

gaattcATGTCATCTCAAACTAAGTTCAAGAAAGACAAAGAGATCATTGCTGAATATGAAGCCCAA
ATAAAAGAGATCCGCACGCAGCTGGTGGAGCAGTTCAAATGTCTGGAGCAGCAATCAGAGTCGCGA
CTGCAGCTGCTTCAAGACCTCCAGGAGTTTTTCCGCCGGAAAGCTGAGATTGAGCTCGAGTACTCC
CGCAGCCTGGAGAAGCTGGCTGAGCGCTTCTCCTCCAAAATCCGCAGCTCCCGGGAGCACCAGTTC
AAGAAGGACCAGTACCTCCTCTCGCCTGTGAACTGTTGGTATCTGGTTCTGCATCAGACCCGGCGG
GAGAGCCGAGACCATGCCACCCTCAATGACATCTTCATGAACAATGTCATCGTCCGCCTCTCCCAG
ATCAGTGAGGATGTCATCAGACTCTTCAAAAAGAGCAAGGAGATTGGCCTGCAGATGCACGAGGAG
CTCCTGAAGGTGACCAATGAGCTCTACACAGTCATGAAAACCTACCACATGTACCATGCAGAGAGC
ATCAGTGCGGAAAGCAAGCTGAAGGAGGCTGAGAAGCAGGAGGAGAAGCAGTTCAATAAGTCAGGA
GACCTCAGCATGAACCTGCTCCGGCACGAGGACCGGCCCCAGCGCCGCAGCTCTGTGAAGAAGATT
GAGAAGATGAAGGAGAAGAGGCAGGCCAAGTACTCTGAGAACAAGCTGAAATGCACAAAGGCCCGG
AATGACTACTTGCTCAATCTGGCAGCCACCAACGCAGCTATAAGCAAATACTACATCCATGATGTC
TCTGATCTGATCGATTGCTGTGATTTGGGCTTCCATGCCAGCCTGGCCCGCACCTTCCGGACCTAT
CTCTCAGCTGAATACAACCTGGAGACCTCTCGCCACGAAGGGCTGGATGTCATTGAGAATGCAGTG
GACAACCTGGATTCCCGAAGTGACAAGCACACAGTCATGGACATGTGCAATCAAGTCTTCTGCCCT
CCACTCAAGTTCGAGTTCCAGCCCCACATGGGGGATGAGGTCTGCCAGGTCAGCGCTCAGCAGCCC
GTCCAGACAGAACTGCTCATGCGTTATCACCAGCTGCAGTCCAGACTGGCCACCCTCAAGATAGAG
AATGAGGAGGTTAGGAAAACCCTGGATGCCACCATGCAGACATTACAGGACATGCTGACTGTGGAG
GACTTTGATGTCTCCGATGCCTTCCAACACAGTCGATCGACAGAGTCCGTCAAGTCGGCTGCCTCT
GAGACCTACATGAGCAAGATCAACATTGCCAAGAGGAGAGCCAACCAGCAGGAAACAGAAATGTTT
TATTTTACAAAATTTAAAGAGTATGTGAATGGCAGTAACCTCATCACCAAGCTGCAGGCCAAGCAC
GATTTACTCAAGCAGACCCTGGGCGAAGGGGAAAGAGCAGAATGCGGCACCACCAGAGGAAGAAGA
AATGCTCGAACCAGGAACCAGGATTCAGGACAAGCTATACCGCTTGTAGTCGAGAGCTGCATCCGT
TACATCAATTTATATGGACTCCAGCAGCAGGGGATCTTCAGAGTGCCAGGATCTCAGGTGGAAGTC
AATGACATCAAAAATTCCTTTGAGAGAGGTGAAGACCCCCTTGTGGACGATCAAAATGAACGAGAT
ATCAATTCAGTCGCTGGTGTTTTAAAACTGTATTTCCGAGGACTGGAAAACCCACTCTTTCCTAAG
GAAAGGTTTCAAGATTTGATATCTACTATTAAACTGGAGAACCCAGCCGAGAGGGTGCACCAGATC
CAACAAATCCTCGTCACCCTTCCCCGCGTGGTCATTGTGGTCATGAGATACCTCTTCGCTTTCCTC
AACCACCTCTCCCAGTATAGCGACGAGAACATGATGGATCCCTACAACCTGGCCATCTGCTTCGGG
CCTACCCTCATGCACATCCCTGATGGGCAGGACCCTGTGTCCTGCCAGGCACACATCAATGAAGTC
ATCAAAACCATCATCATCCATCATGAAGCCATCTTCCCCAGCCCCCGGGAGCTAGAGGGACCTGTG
TATGAAAAATGCATGGCTGGAGGGGAAGAATATTGTGACAGCCCACACAGCGAGCCAGGGGCCATC
GATGAAGTTGACCATGACAATGGCACTGAGCCTCATACCAGCGATGAAGAAGTGGAGCAGATCGAG
GCTATTGCCAAGTTTGACTACATGGGGCGGTCCCCGCGTGAGCTATCCTTCAAGAAGGGGGCCTCG
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CTGCTCCTGTAC CACCGCGCCTCGGAGGACTGGTGGGAGGGCCGGCACAACGGCGTGGATGG
ACTCATCCCCCATCAGTACATAGTTGTACAGGACATGGATGATGCCTTCTCCGACAGCCTGAGCCA
GAAGGCTGACAGCGAGGCCAGCAGTGGGCCATTGCTGGATGACAAGGCCTCTTCCAAAAACGACCT
CCAGTCCCCCACGGAGCACATCTCGGATTACGGCTTTGGGGGGGTGATGGGCCGAGTGCGGTTACG
ATCTGATGGAGCAGCCATCCCCAGACGCCGAAGCGGGGGCGACACACACAGCLCCLGLeceeaaGaaecT
GGGCCCCAGCATAGACACACCACCCCGGGCTGCTGCCTGCCCCAGCAGLCCCCCACAAAATCCCCCT
CACCCGGGGGAGGATCGAGAGCCCTGAGAAGCGGAGGATGGCGACGTTCGGGAGCGCTGGCAGCAT
CAACTACCCTGACAAGAAGGCGCTCTCCGAAGGGCACTCGATGAGGTCGACCTGCGGTTCCACCAG
GCACAGCAGCCTAGGGGACCACAAGTCCCTGGAGGCCGAGGCCCTGGCAGAAGACATCGAGAAGAC
CATGAGCACGGCTCTGCACGAGTTGCGGGAACTCGAGAGGCAGAACACGGTCAAGCAGGCGCCAGA
TGTGGTGCTGGACACCCTGGAGCCCCTGAAGAACCCGCCAGGCCCCGTCAGCTCGGAGCCCGCCAG
TCCCCTTCACACCATCGTCATCCGCGACCCCGATGCCGCCATGCGCCGCAGCAGCAGCTCCTCCAC
CGAGATGATGACCACCTTCAAGCCAGCCCTGTCCGCCCGCCTGGCTGGCGCCCAGCTCLCGLCCG e
CCCCATGCGGCCCGTGCGGCCGGTGGTCCAGCACCGGTCCAGCAGCAGCAGCAGCTCGGGCGTGGG
CAGCCCGGCCGTGACGCCCACCGAGAAGATGTTCCCCAACAGCTCAGCGGACAAGTCGGGCACCAT
Gtgagcggccgce



