Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of SAP97 [1 — 893]

Protein description:- SAP97 [1-893]
Clone number:- DU 391

Sour ce: - Recombinant
Expression system: - E.coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 5mg/L
Calculated molecular mass: - 125, 636 daltons
Purity:- >90%

Enzyme stor age buffer :-

50 mM Tris-HCI 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.

Stor age temper atur e: - -20°C




Protein

Clone number

Species
Accession no
Tags

Bacteriall
expressed prtoen

Native sequence

Division of Signal Tranduction Therapy

CLONE DATA SHEET
SAP97 [1—893]

SAP97 [1-893]
DU 391

Mouse
AAN87264

N-terminal GST

MBPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL
GLEFPNLPYY! DGDVKLTQSMAI | RYl ADKHNM.GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFL SKLPEM_KMFEDRLCHKTYLN
GDHVTHPDFM. YDAL DVWL YNDPMCL DAFPKL VCFKKRI EAl PQI DKY
LKSSKY! AWPL QGWQATFGGGDHPPKSDL VPRGSMPVRKQDT QRAL HL
LEEYRSKLNQTEDRQLRSSI ERVI S| FQSNLFQALI DI QEFYEVTLLD
NPKCVDHSKQCEPVQPGNPWESGSL SSAAVT SESL PGGL SPPVEKYRY
QDEEVLPSERI SPQVPNEVLGPEL VHVSEKSL SEI ENVHGFVSHSHI S
Pl KANPPPVLVNTDSLETPTYVNGTDADYEYEE! TLERGNSGLGFSI A
GGTDNPHI GDDSSI FI TKI | TGGAAAQDGRLRVNDC! L RVNEADVRDV
THSKAVEALKEAGS| VRLYVKRRKPASEKI MEI KLI KGPKGLGFSI AG
GVGNQHI PGDNSI YVTKI | EGGAAHKDGKL QI GDKLLAVNSVCLEEVT
HEEAVTAL KNTSDFVYLKVAKPTSMYI NDGYAPPDI TNSSSQSVDNHV
SPSSYLGQTPASPARYSPI SKAVL GDDEI TREPRKVWLHRGSTGLGFN
| VGGEDGEG FI SFI LAGGPADLSGELRKGDRI | SVNSVDLRAASHEQ
AAAAL KNAGQAVTI VAQYRPEEYSRFEAKI HDL REQVVNSSVSSGSGS
L RTSQKRSL YVRAL FDYDKTKDSGL PSQGLNFKFGDI LHVI NASDDEW
WOARQVTPDGESDEVGVI PSKRRVEKKERARL KTVKFNSKTRGDKGSF
NDKRKKNL FSRKFPFYKNKDQSEQET SDADQHVT SNASDSESSYRGQE
EYVLSYEPVNQQEVNYTRPVI | LGPVKDRVNDDL| SEFPDKFGSCVPH
TTRPKRDYEVDGRDYHFVTSREQVEKDI QEHKFI EAGQYNNHL YGTSV
QSVRAVAEKGKHC! LDVSGNAI KRLQ AQLYPI STFI KPKSMVENI VEM
NKRL TDEQARKTFERAVRL EQEFTEHFTAI VQGDTLEDI YNQVKQ | E
EQSGPYI WPAKEKL

Amino acids M1 — L 893 (end) of mouse SAP97.
Residue M227 of the fusion protein is equivalent to M1 of the native
protein. The GST tag islocated at residues 1 — 220



Pr otease cleavage

Cloning sites
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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 —1, where T81 of the native enzyme is 1307 of the fusion protein

| — S, where 184 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 enzymeis'Y 629 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

| — T, where 1817 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 enzymeis V1073 of the fusion protein
K — R, where K848 of the native enzyme is R1074 of the fusion protein

Thrombin (LVPRGS) residues 221 - 226

BamH1 and Bglll of pGEX-2T



Nucleotide
sequence of insert
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ggat cc ATGCCGGT CCGGAAGCAAGATACCCAGAGAGCATTGCATCTG
TTGGAAGAATAT CGGT CGAAACT AAa CCAAACCGAAGACAGACAGCTC
AGGAGI TCCATAGAGCGGGT TATTAGCATATTTCAGAGCAACCTCTTT
CAGCCTTTAATAGACATTCAAGAATTTTATGAAGTGACCTTACTTGAT
AATCCAAAATGT GTGGATCATTCAAAGCAGT GT GAACCGGT CCAACCC
GGGAATCCT TGGGAGAGT GGCAGCCT TTCAAGTGCTGCTGT GACTTCA
GAGAGCCT GCCCGECEECCT TAGCCCT CCAGTAGAGAAATACCGGTAT
CAGGACGAAGAGGT GCTGCCT TCAGAGCGGATTTCCCCGCAAGI CCCA
AATGAGGT GCT GEGT CCGRAGCT GGT TCACGT CTCCGAGAAGAGCCT G
TCAGAGATTGAGAATGT CCACGGGT TTGICTCTCACTCTCATATCTCA
CCCATAAAGGCAAATCCTCCTCCTGT GCTGGT CAACACAGACACCT TG
GAGACACCAACTTATGT TAATGGTACTGATGCAGATTATGAATATGAG
GAAATCACACT TGAAAGGGGAAAT TCAGGECCTTGGT TTCAGCATTGCA
GGAGGTACAGACAACCCACACATTGGAGATGACTCAAGTATTTTCATC
ACCAAAAT TAT CACGGCGAGGAGCAGCT GCCCAGGATGGAAGAT TGCGG
GIAAATGACTGTATACTGAGAGT AAATGAAGCAGATGT TCGTGATGTA
ACCCACAGCAAAGCAGT TGAAGCATTGAAAGAAGCTGGATCGATAGT G
CGATTATATGTGAAAAGGCGGAAGCCAGCCT CAGAAAAAAT CATGGAA
ATAAAACTTATTAAAGGCCCTAAAGGT CTTGEGT TCAGCATTGCTGGA
GGTGT TGGAAACCAGCACATTCCTGGEGGATAACAGCATCTATGTAACC
AAAATAAT TGAAGGAGGT GCAGCACACAAGGACGECAAACT TCAGATT
GGAGACAAGCTTCTAGCAGT GAACAGT GTCTGT TTAGAAGAAGI TACT
CATGAAGAAGCAGTGACTGCCTTAAAGAATACATCTGATTTTGITTAT
TTGAAAGT GGCAAAACCAACAAGTATGTATATAAATGATGGECTATGCA
CCACCCGACATCACTAATTCTTCTTCTCAGICTGT TGACAACCATGTT
AGCCCGT CTTCATACT TGGGECCAGACT CCAGCGT CACCAGCCAGATAC
TCACCCATTTCTAAAGCAGT GCTTGGAGATGATGAGATCACTAGGGAA
CCTAGAAAAGTI TGTTCT TCATCGT GGCTCAACCEGACTTGGT TTCAAC
ATTGT GGGAGECGAAGATCGAGAAGGGATTTTTATCTCTTTCATCCTT
GCTGGEEEGACCT GCTGACCT AAGCGGAGAGCT CAGAAAAGGAGATCGEC
ATTATATCGGTAAACAGT GT TGACCTCAgAGCTGCAAGT CATGAACAA
GCAGCTGCCGCATTAAAAAACGCAGGCCAAGCTGTCACTATTGI CGCA
CAGTATCGGECCTGAAgAGTACAGT CGTTTTGAAGCTAAAATTCACGAC
TTGCCCEGAGCAGATGAT GAACAGCAGT GT CAGCT CAGGGT CAGGGTCT
CTCCGAACCAGCCAAAAGCGGTCCCTCTATGTCAGAGCCCTTTTTGAT
TACGACAAGACTAAAGACAGT GGCCTTCCCAGT CAAGEGT TGAACTTC
AAATTCGGAGATATTCTCCATGT TATCAATGCTTCTGATGACGAGT GG
TGGCAGGCCAGACAGGT GACCCCAGATGGT GAGAGT GACGAAGT TGGA
GTAATTCCTAGTAAACGCAGAGT TGAGAAGAAAGAACGAGCCCGATTA
AAAACAGT CAAATTCAATTCTAAAACAAGAGGAGATAAAGGGTCATTC
AATGACAAGCGTAAAAAGAACCTCTTTTCCCGAAAATTTCCCTTCTAC
AAGAACAAGGACCAGAGT GAGCAGGAAACAAGT GATGCTGACCAGCAC
GTAACTTCTAATGCCAGCGATAGCGAAAGT AGT TACCGT GGTCAAGAA
GAATATGT TTTATCGTATGAGCCGGT GAATCAGCAAGAAGT TAATTAT
ACCCGACCAGT CATCATATTAGGACCTATGAAAGACAGAGT AAATGAT
GACTTAATCTCAGAATTTCCTGACAAATTTGGATCCTGTGTCCCTCAT
ACAACTAGACCAAAGCGT GACTATGAGGT GGATGGACGAGATTACCAT
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TTTGTGACT TCAAGAGAACAGAT GGAGAAAGATATCCAGGAGCATAAA
TTCATTGAAGCT GGCCAGTATAACAACCATCTATACGGAACGAGTGIC
CAATCTGI GCGAGCAGT AGCAGAGAAGGGCAAGCATTGTATCCTTGAT
GTGTCTGGAAATGCCATCAAGAGGT TGCAGATTGCACAGCTCTATCCA
ATATCTACTTTTATTAAACCCAAATCCATGGAAAATATCATGGAAATG
AATAAACGCCTAACAGACGAACAGGCCAGAAAAACGT TTGAGAGAGCA
GTGAGACT GGAGCAGGAGT TCACTGAGCATTTCACAGCTATTGI CCAG
GCGAGACACGCTGGAGGACATTTACAATCAAGT GAAGCAGATCATAGAA
GAGCAGT CTGGTCCTTACAT CTGGGT CCCAGCAAAAGAAAAATTAL ga
agat ct



