Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of srGAP3A [1 -1099]

Enzyme description:- stGAP3A [1 —1099]
Clone number:- DU 11368

Source:- Recombinant
Expression system:- E.coli

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

Calculated molecular mass:-

Monoisotopic 151, 605.14 daltons

Average Mass 151, 701.36 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 6.12

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

srGAP3A [1 —1099]

stGAP3A [1 —1099]
DU 11368
Human

NM_014850

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KYIAWPLOGWQATFGGGDHPPKSDLEVLFQGPLGSPEFMSSQTKFKKDK
EITAEYEAQIKEIRTQLVEQFKCLEQQSESRLOLLODLOEFFRRKAEIE
LEYSRSLEKLAERFSSKIRSSREHOFKKDQYLLSPVNCWYLVLHOTRRE
SRDHATLNDIFMNNVIVRLSQISEDVIRLFKKSKEIGLOMHEELLKVTN
ELYTVMKTYHMYHAESISAESKLKEAEKQEEKQFNKSGDLSMNLLRHED
RPORRSSVKKIEKMKEKRQAKYSENKLKCTKARNDYLLNLAATNAAISK
YYIHDVSDLIDCCDLGFHASLARTFRTYLSAEYNLETSRHEGLDVIENA
VDNLDSRSDKHTVMDMCNQVFCPPLKFEFQPHMGDEVCQOVSAQQPVQTE
LLMRYHOLQOSRLATLKIENEEVRKTLDATMQTLODMLTVEDFDVSDAFQ
HSRSTESVKSAASETYMSKINIAKRRANQQETEMFYFTKFKEYVNGSNL
ITKLOAKHDLLKQTLGEGERAECGTTRPPCLPPKPQKMRRPRPLSVYSH
KLFNGSMEAFIKDSGQAIPLVVESCIRYINLYGLOQQGIFRVPGSQVEV
NDIKNSFERGEDPLVDDONERDINSVAGVLKLYFRGLENPLFPKERFQD
LISTIKLENPAERVHOIQQILVTLPRVVIVVMRYLFAFLNHLSQYSDEN
MMDPYNLAICFGPTLMHIPDGODPVSCQAHINEVIKTIIIHHEAIFPSP
RELEGPVYEKCMAGGEEYCDSPHSEPGAIDEVDHDNGTEPHTSDEEVEQ
IEAIAKFDYMGRSPRELSFKKGASLLLYHRASEDWWEGRHNGVDGLIPH
QYIVVODMDDAFSDSLSQKADSEASSGPLLDDKASSKNDLQSPTEHISD
YGFGGVMGRVRLRSDGAAIPRRRSGGDTHSPPRGLGPSIDTPPRAAACP
SSPHKIPLTRGRIESPEKRRMATFGSAGSINYPDKKALSEGHSMRSTCG
STRHSSLGDHKSLEAEALAEDIEKTMSTALHELRELERONTVKQAPDVV
LDTLEPLKNPPGPVSSEPASPLHTIVIRDPDAAMRRSSSSSTEMMTTFK
PALSARLAGAQLRPPPMRPVRPVVQOHRSSSSSSSGVGSPAVTPTEKMFP
NSSADKSGTM
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Native sequence Amino acids M1 — M1099 (end) of human srGAP3A.
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
GATTTACTCAAGCAGACCCTGGGCGAAGGGGAAAGAGCAGAATGCGGCACCACCAGGCCCCCCTGT
CTTCCCCCTAAACCACAGAAAATGAGGAGACCTAGGCCTCTCTCAGTGTATAGCCATAAACTCTTT
AACGGCAGTATGGAAGCATTCATTAAGGATTCAGGACAAGCTATACCGCTTGTAGTCGAGAGCTGC
ATCCGTTACATCAATTTATATGGACTCCAGCAGCAGGGGATCTTCAGAGTGCCAGGATCTCAGGTG
GAAGTCAATGACATCAAAAATTCCTTTGAGAGAGGTGAAGACCCCCTTGTGGACGATCAAAATGAA
CGAGATATCAATTCAGTCGCTGGTGTTTTAAAACTGTATTTCCGAGGACTGGAAAACCCACTCTTT
CCTAAGGAAAGGTTTCAAGATTTGATATCTACTATTAAACTGGAGAACCCAGCCGAGAGGGTGCAC
CAGATCCAACAAATCCTCGTCACCCTTCCCCGCGTGGTCATTGTGGTCATGAGATACCTCTTCGCT
TTCCTCAACCACCTCTCCCAGTATAGCGACGAGAACATGATGGATCCCTACAACCTGGCCATCTGC
TTCGGGCCTACCCTCATGCACATCCCTGATGGGCAGGACCCTGTGTCCTGCCAGGCACACATCAAT
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GAAGTCATCAAAACCATCATCATCCATCATGAAGCCATCTTCCCCAGCCCCCGGGAGCTAGAGGGA

CCTGTGTATGAAAAATGCATGGCTGGAGGGGAAGAATATTGTGACAGCCCACACAGCGAGCCAGGG
GCCATCGATGAAGTTGACCATGACAATGGCACTGAGCCTCATACCAGCGATGAAGAAGTGGAGCAG
ATCGAGGCTATTGCCAAGTTTGACTACATGGGGCGGTCCCCGCGTGAGCTATCCTTCAAGAAGGGG
GCCTCGCTGCTCCTGTACCACCGCGCCTCGGAGGACTGGTGGGAGGGCCGGCACAACGGCGTGGAT
GGACTCATCCCCCATCAGTACATAGTTGTACAGGACATGGATGATGCCTTCTCCGACAGCCTGAGC
CAGAAGGCTGACAGCGAGGCCAGCAGTGGGCCATTGCTGGATGACAAGGCCTCTTCCAAAAACGAC
CTCCAGTCCCCCACGGAGCACATCTCGGATTACGGCTTTGGGGGGGTGATGGGCCGAGTGCGGTTA
CGATCTGATGGAGCAGCCATCCCCAGACGCCGAAGCGGGGGCGACACACALCAGLCCCGLeeeaaaGae
CTGGGCCCCAGCATAGACACACCACCCCGGGCTGCTGCCTGCCCCAGCAGCCCCCACAAAATCCCC
CTCACCCGGGGGAGGATCGAGAGCCCTGAGAAGCGGAGGATGGCGACGTTCGGGAGCGCTGGCAGC
ATCAACTACCCTGACAAGAAGGCGCTCTCCGAAGGGCACTCGATGAGGTCGACCTGCGGTTCCACC
AGGCACAGCAGCCTAGGGGACCACAAGTCCCTGGAGGCCGAGGCCCTGGCAGAAGACATCGAGAAG
ACCATGAGCACGGCTCTGCACGAGTTGCGGGAACTCGAGAGGCAGAACACGGTCAAGCAGGCGCCA
GATGTGGTGCTGGACACCCTGGAGCCCCTGAAGAACCCGCCAGGCCCCGTCAGCTCGGAGCCCECG e
AGTCCCCTTCACACCATCGTCATCCGCGACCCCGATGCCGCCATGCGCCGCAGCAGCAGCTCCTCC
ACCGAGATGATGACCACCTTCAAGCCAGCCCTGTCCGCCCGCCTGGCTGGCGCCCAGCTCCGCLCCG
CCCCCCATGCGGCCCGTGCGGCCGGTGGTCCAGCACCGGTCCAGCAGCAGCAGCAGCTCGGGLCGTG
GGCAGCCCGGCCGTGACGCCCACCGAGAAGATGTTCCCCAACAGCTCAGCGGACAAGTCGGGCACC
ATGtgagcggccgc



