Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of SAP90 [1 - 723]

Protein description:- SAPO0 [1-723]
Clone number:- DU 390

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

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 1 mg/L
Calculated molecular mass: - 107, 255 daltons
Purity:- 80 %

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




Division of Signal Tranduction Therapy

CLONE DATA SHEET

SAP90 [1-723]
Protein SAP90 [1-723]
Clone number DU 390
Species Rat
Accession no M96853
Tags N-terminal GST
Bacterially VEPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL

expressed prtoein GLEFPNLPYYI DGDVKLTQSMAI | RYl ADKHNM. GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM_KMFEDRLCHKTYLN
GDHVTHPDFM_YDAL DVVL YNDPMCL DAFPKLVCFKKRI EAlI PQI DKY
LKSSKY! AWPL QGWQAT FGGGEDHPPKSDLVPRGSMDCL CI VT TKKYRY
QDEDTPPLEHSPAHL PNQANSPPVI VNTDTL EAPGYEL QVNGTEGEME
YEEI TLERGNSGLGFSI AGGTDNPHI GDDPSI FI TKI | PGGAAAQDGR
LRVNDSI LFVNEVDVREVTHSAAVEAL KEAGSI VRLYVMRRKPPAEKV
MEI KLI KGPKGLGFSI AGGVGNQHI PGDNSI YVTKI | EGGAAHKDGRL
Q GDKI LAVNSVGALEDVMHEDAVAAL KNTYDVVYLKVAKPSNAYL SDS
YAPPDI TTSYSCQHLDNEI SHSSYL GTDYPTAMIPTSPRRYSPVAKDL L
GEEDI PREPRRI VI HRGSTGLG-NI VGEDCGEG FI SFI LAGGPADLS
GELRKGDQ LSVNGVDLRNASHEQAAI ALKNAGQTVTI | AQYKPEEYS
RFEAKI HDLREQLMNSSL GSGTASL RSNPKRGFY! RALFDYDKTKDCG
FLSQAL SFRFGDVLHVI DAGDEEVWNQARRVHSDSETDDI G-I PSKRRV
ERREWBRL KAKDWGSSSGSQGREDSVLSYETVTQVEVHYARPI | | LGP
TKDRANDDL L SEFPDKFGSCVPHT TRPKREYEI DGRDYHFVSSREKME
KDI QAHKFI EAGQYNSHL YGT SVQSVREVAEQGKHC! LDVSANAVRRL
QAAHLHPI Al FI RPRSLENVLEI NKRI TEEQARKAFDRATKLEQEFTE
CFSAI VEGDSFEEI YHKVKRVI EDLSGPYI W/PARERRI HRD

Native sequence Amino acids M1 — R723 (L724 end) of rat SAPQO.
Residue M 227 of the fusion protein is equivalent to M1 of the native
protein. The GST tag islocated at residues 1 — 220.

The following sequence is present after the SAPO0 sequence, RIHRD,
residues 950 — 954.

Proteasecleavage  Thrombin (LVPRGS) residues 221 - 226




Cloning sites
Nucleotide

sequence of insert
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BamH1 and EcolRI of pGEX-4T

ggat ccCATGGACTGTCTCTGTATAGT GACAACCAAGAAATACCCCTAC
CAAGAT GAAGACACGCCCCCTCTGGAACACAGCCCEECCCACCTCCCC
AACCAGGCCAATTCTCCCCCTGTGATTGTCAACACGGACACCCTAGAA
GCCCCAGGATATGAGT TGCAGGT GAAT GGAACAGAGGGGGAGATGGAG
TATGAGGAGATCACAT TGGAAAGGGGTAACT CAGGTCTGGECTTCAGC
ATCGCAGGT GGCACTGACAACCCGCACATCGGTGACGACCCGTCCATT
TTTATCACCAAGATCATTCCTGGT GGGGECT GCAGCCCAGGATGECCGC
CTCAGGGTCAATGACAGCATCCTGI TTGTAAATGAAGT GGATGTI TCGG
GAGGTGACCCATTCAGCT GCGGT GGAGGCCCTCAAAGAGGCAGGTTCC
ATCGTTCGCCTCTATGT CATGCGCCGGAAACCCCCAGCCGAAAAGGTC
ATGGAGATCAAACT CATCAAAGGGCCTAAAGGACTTGGCTTCAGCATT
GCGGGEEEGECGT TGGGAACCAGCACATCCCTGGAGATAACAGCATCTAT
GTAACGAAGAT CATCGAAGGAGGT GCTGCCCACAAGGATGCCAGGT TG
CAGATTGGAGACAAGAT CCTGECGGT CAACAGT GTGEGEECTGGAGGAC
GTCATGCACGAGGAT GCCGT GGCAGCCCTGAAGAACACATATGACGT T
GTGTACCTAAAGGT GGCCAAGCCCAGCAATGCCTACCTGAGTGACACGC
TATGCTCCCCCAGACATCACAACCTCGTATTCTCAGCACCTGGACAAT
GAGATCAGT CATAGCAGCTACT TGGGCACTGACTACCCCACAGCCATG
ACCCCCACTTCCCCTCGGCGCTACT CCCCTGTGECCAAGGACCTCCTG
GGGGAGGAAGACAT TCCCCGGGAACCAAGGCGGATCGTGATCCATCGG
GGCTCCACCGGCCT GGGECT TCAACAT CGT GGGCGGCGAGGATGGTGAA
GGCATCTTCATCTCCTTCATCCT TGCTGGEGEGT CCAGCCGACCT CAGT
GGGGAGCTACGGAAGGEGGACCAGATCCTGTCEGTCAATGGTGT TGAC
CTCCGCAATGCCAGT CACGAACAGCCTGCCATTGCCCTGAAGAATGCG
GGTCAGACGGT CACGATCATCGCTCAGTATAAACCAGAAGAGTATAGT
CGATTCGAGGCCAAGATCCATGATCTTCGGGAACAGCTCATGAATAGT
AGCCTAGGCTCAGGGACT GCAT CCTTGCGAAGCAACCCCAAGAGEEEC
TTCTACATTAGGGCCCTGT TTGATTACGACAAGACCAAGGACT GCGGT
TTCTTGAGCCAGGECCCTGAGCTTCCGCTTCGEGGATGTGCTTCATGTC
ATTGACGCTGGT GACGAAGAGT GGTGECAAGCACGGECGGEGTCCACTCC
GACAGT GAGACCGACGACATTGGCTTCATTCCCAGCAAACGECGEGEGTC
GAGCGACGAGAGT GGT CAAGGT TAAAGGCCAAGGACTGEGEECTCCAGC
TCTGGATCACAGGGT CGAGAAGACT CGGT TCTGAGCTATGAGACGGT G
ACCCAGATGGAAGT GCACTATGCTCGTCCCATCATCATCCTTGGACCC
ACCAAAGACCGTGCCAACGATGATCTTCTCTCCGAGT TCCCCGACAAG
TTTGGATCCTGTGTCCCTCATACGACACGT CCTAAGCGGGAATATGAG
ATAGACGGCCGGGATTACCACT TTGTCTCCTCCCGCGAGAAAATGGAG
AAGGACAT CCAGGCACACAAGT TCATTGAGGCTGGECCAGTACAACAGC
CACCTCTATGGGACCAGCGT CCAGT CT GT GCGAGAGGTAGCAGAGCAG
GGGAAGCACTGCATCCTCGATGT CTCGBCCAAT GCCGT GCGECGECTG
CAGGCGGCCCACCTGCACCCCATCGCCATCTTCATCCGT CCCCGCTCC
CTGGAGAAT GTGCTAGAGATCAATAAGCGGAT CACAGAGGAGCAAGCC
CGGAAAGCCT TCGACAGAGCCACGAAGCT GGAGCAGGAGT TCACAGAG
TGCTTCTCAGCCATCGTAGAGGGCGACAGCTTTGAAGAGATCTATCAC
AAAGT GAAACGT GTCATTGAAGACCT CTCAGGCCCCTACATCTGGGTC
CCAGCCCGAGAGAGACGAATTC
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