
Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of SAP97 [1 – 893]

Protein description:- SAP97 [1 – 893]

Clone number:- DU 391

Source:- Recombinant

Expression system:-   E.coli

Tag:- N-terminal GST

Purification  method:- GSH Sepharose

Expression level:- 5 mg/L

Calculated molecular mass:- 125, 636 daltons

Purity:- > 90 %

Enzyme storage buffer:-

50 mM Tris-HCl pH 7.5, 50 % glycerol, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2−mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine.

Storage temperature:- –20 °C
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CLONE DATA SHEET

SAP97 [1 – 893]

Protein SAP97 [1 – 893]

Clone number DU 391

Species Mouse

Accession no AAN87264

Tags N-terminal GST

Bacterially
expressed prtoein

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLE
GAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLN
GDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKY
LKSSKYIAWPLQGWQATFGGGDHPPKSDLVPRGSMPVRKQDTQRALHL
LEEYRSKLNQTEDRQLRSSIERVISIFQSNLFQALIDIQEFYEVTLLD
NPKCVDHSKQCEPVQPGNPWESGSLSSAAVTSESLPGGLSPPVEKYRY
QDEEVLPSERISPQVPNEVLGPELVHVSEKSLSEIENVHGFVSHSHIS
PIKANPPPVLVNTDSLETPTYVNGTDADYEYEEITLERGNSGLGFSIA
GGTDNPHIGDDSSIFITKIITGGAAAQDGRLRVNDCILRVNEADVRDV
THSKAVEALKEAGSIVRLYVKRRKPASEKIMEIKLIKGPKGLGFSIAG
GVGNQHIPGDNSIYVTKIIEGGAAHKDGKLQIGDKLLAVNSVCLEEVT
HEEAVTALKNTSDFVYLKVAKPTSMYINDGYAPPDITNSSSQSVDNHV
SPSSYLGQTPASPARYSPISKAVLGDDEITREPRKVVLHRGSTGLGFN
IVGGEDGEGIFISFILAGGPADLSGELRKGDRIISVNSVDLRAASHEQ
AAAALKNAGQAVTIVAQYRPEEYSRFEAKIHDLREQMMNSSVSSGSGS
LRTSQKRSLYVRALFDYDKTKDSGLPSQGLNFKFGDILHVINASDDEW
WQARQVTPDGESDEVGVIPSKRRVEKKERARLKTVKFNSKTRGDKGSF
NDKRKKNLFSRKFPFYKNKDQSEQETSDADQHVTSNASDSESSYRGQE
EYVLSYEPVNQQEVNYTRPVIILGPMKDRVNDDLISEFPDKFGSCVPH
TTRPKRDYEVDGRDYHFVTSREQMEKDIQEHKFIEAGQYNNHLYGTSV
QSVRAVAEKGKHCILDVSGNAIKRLQIAQLYPISTFIKPKSMENIMEM
NKRLTDEQARKTFERAVRLEQEFTEHFTAIVQGDTLEDIYNQVKQIIE
EQSGPYIWVPAKEKL

Native sequence Amino acids M1 – L893 (end) of mouse SAP97.
Residue M227 of the fusion protein is equivalent to M1 of the native
protein.  The GST tag is located at residues 1 – 220
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The following amino acid substitutions are present:

S – N, where S23 of the native enzyme is N249 of the fusion protein
N – S, where N39 of the native enzyme is S265 of the fusion protein
S – G, where S79 of the native enzyme is G305 of the fusion protein
T – N, where T80 of the native enzyme is N306 of the fusion protein
T – I, where T81 of the native enzyme is I307 of the fusion protein
I – S, where I84 of the native enzyme is S310 of the fusion protein
A – G, where A85 of the native enzyme is G311 of the fusion protein
P – S, where P88 of the native enzyme is S314 of the fusion protein
T – A, where T90 of the native enzyme is A316 of the fusion protein
T – S, where T96 of the native enzyme is S322 of the fusion protein
S – G, where S100 of the native enzyme is G326 of the fusion protein
P – S, where P118 of the native enzyme is S344 of the fusion protein
H – R, where H120 of the native enzyme is R346 of the fusion protein
T – P, where T126 of the native enzyme is P351 of the fusion protein
N – S, where N141 of the native enzyme is S367 of the fusion protein
C – Y, where C403 of the native enzyme is Y629 of the fusion protein
T – A, where T409 of the native enzyme is A635 of the fusion protein
R – H, where R437 of the native enzyme is H663 of the fusion protein
R – K, where R575 of the native enzyme is K801 of the fusion protein
I – T, where I817 of the native enzyme is T1043 of the fusion protein
E – D, where E836 of the native enzyme is D1062 of the fusion protein
M – V, where M847 of the native enzyme is V1073 of the fusion protein
K – R, where K848 of the native enzyme is R1074 of the fusion protein

Protease cleavage Thrombin (LVPRGS) residues 221 - 226

Cloning sites BamH1 and BglII of pGEX-2T
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Nucleotide
sequence of insert

ggatccATGCCGGTCCGGAAGCAAGATACCCAGAGAGCATTGCATCTG
TTGGAAGAATATCGGTCGAAACTAAaCCAAACCGAAGACAGACAGCTC
AGGAGTTCCATAGAGCGGGTTATTAGCATATTTCAGAGCAACCTCTTT
CAGGCTTTAATAGACATTCAAGAATTTTATGAAGTGACCTTACTTGAT
AATCCAAAATGTGTGGATCATTCAAAGCAGTGTGAACCGGTCCAACCC
GGGAATCCTTGGGAGAGTGGCAGCCTTTCAAGTGCTGCTGTGACTTCA
GAGAGCCTGCCCGGCGGCCTTAGCCCTCCAGTAGAGAAATACCGGTAT
CAGGACGAAGAGGTGCTGCCTTCAGAGCGGATTTCCCCGCAAGTCCCA
AATGAGGTGCTGGGTCCGGAGCTGGTTCACGTCTCGGAGAAGAGCCTG
TCAGAGATTGAGAATGTCCACGGGTTTGTCTCTCACTCTCATATCTCA
CCCATAAAGGCAAATCCTCCTCCTGTGCTGGTCAACACAGACAGCTTG
GAGACACCAACTTATGTTAATGGTACTGATGCAGATTATGAATATGAG
GAAATCACACTTGAAAGGGGAAATTCAGGCCTTGGTTTCAGCATTGCA
GGAGGTACAGACAACCCACACATTGGAGATGACTCAAGTATTTTCATC
ACCAAAATTATCACGGGAGGAGCAGCTGCCCAGGATGGAAGATTGCGG
GTAAATGACTGTATACTGAGAGTAAATGAAGCAGATGTTCGTGATGTA
ACCCACAGCAAAGCAGTTGAAGCATTGAAAGAAGCTGGATCGATAGTG
CGATTATATGTGAAAAGGCGGAAGCCAGCCTCAGAAAAAATCATGGAA
ATAAAACTTATTAAAGGCCCTAAAGGTCTTGGGTTCAGCATTGCTGGA
GGTGTTGGAAACCAGCACATTCCTGGGGATAACAGCATCTATGTAACC
AAAATAATTGAAGGAGGTGCAGCACACAAGGACGGCAAACTTCAGATT
GGAGACAAGCTTCTAGCAGTGAACAGTGTCTGTTTAGAAGAAGTTACT
CATGAAGAAGCAGTGACTGCCTTAAAGAATACATCTGATTTTGTTTAT
TTGAAAGTGGCAAAACCAACAAGTATGTATATAAATGATGGCTATGCA
CCACCCGACATCACTAATTCTTCTTCTCAGTCTGTTGACAACCATGTT
AGCCCGTCTTCATACTTGGGCCAGACTCCAGCGTCACCAGCCAGATAC
TCACCCATTTCTAAAGCAGTGCTTGGAGATGATGAGATCACTAGGGAA
CCTAGAAAAGTTGTTCTTCATCGTGGCTCAACGGGACTTGGTTTCAAC
ATTGTGGGAGGCGAAGATGGAGAAGGGATTTTTATCTCTTTCATCCTT
GCTGGGGGACCTGCTGACCTAAGCGGAGAGCTCAGAAAAGGAGATCGC
ATTATATCGGTAAACAGTGTTGACCTCAgAGCTGCAAGTCATGAACAA
GCAGCTGCCGCATTAAAAAACGCAGGCCAAGCTGTCACTATTGTCGCA
CAGTATCGGCCTGAAgAGTACAGTCGTTTTGAAGCTAAAATTCACGAC
TTGCGGGAGCAGATGATGAACAGCAGTGTCAGCTCAGGGTCAGGGTCT
CTCCGAACCAGCCAAAAGCGGTCCCTCTATGTCAGAGCCCTTTTTGAT
TACGACAAGACTAAAGACAGTGGCCTTCCCAGTCAAGGGTTGAACTTC
AAATTCGGAGATATTCTCCATGTTATCAATGCTTCTGATGACGAGTGG
TGGCAGGCCAGACAGGTGACCCCAGATGGTGAGAGTGACGAAGTTGGA
GTAATTCCTAGTAAACGCAGAGTTGAGAAGAAAGAACGAGCCCGATTA
AAAACAGTCAAATTCAATTCTAAAACAAGAGGAGATAAAGGGTCATTC
AATGACAAGCGTAAAAAGAACCTCTTTTCCCGAAAATTTCCCTTCTAC
AAGAACAAGGACCAGAGTGAGCAGGAAACAAGTGATGCTGACCAGCAC
GTAACTTCTAATGCCAGCGATAGCGAAAGTAGTTACCGTGGTCAAGAA
GAATATGTTTTATCGTATGAGCCGGTGAATCAGCAAGAAGTTAATTAT
ACCCGACCAGTCATCATATTAGGACCTATGAAAGACAGAGTAAATGAT
GACTTAATCTCAGAATTTCCTGACAAATTTGGATCCTGTGTCCCTCAT
ACAACTAGACCAAAGCGTGACTATGAGGTGGATGGACGAGATTACCAT
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TTTGTGACTTCAAGAGAACAGATGGAGAAAGATATCCAGGAGCATAAA
TTCATTGAAGCTGGCCAGTATAACAACCATCTATACGGAACGAGTGTC
CAATCTGTGCGAGCAGTAGCAGAGAAGGGCAAGCATTGTATCCTTGAT
GTGTCTGGAAATGCCATCAAGAGGTTGCAGATTGCACAGCTCTATCCA
ATATCTAcTTTTATTAAACCCAAATCCATGGAAAATATCATGGAAATG
AATAAACGCCTAACAGACGAACAGGCCAGAAAAACGTTTGAGAGAGCA
GTGAGACTGGAGCAGGAGTTCACTGAGCATTTCACAGCTATTGTCCAG
GGAGACACGCTGGAGGACATTTACAATCAAGTGAAGCAGATCATAGAA
GAGCAGTCTGGTCCTTACATCTGGGTCCCAGCAAAAGAAAAATTAtga
agatct


