Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of CREB [1 - 283]

Protein description:- CREB [1 - 283]
Clone number:- DU 1570

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

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 1 mg/L
Calculated molecular mass: - 56, 100 daltons
Purity:- 75 %

Enzyme stor age buffer :-

50 mM Trig/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
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CLONE DATA SHEET

CREB [1-282]

Protein CREB [1-282]
Clone number DU 1570
Species Rat

Accession no NM_031017
Tags N-terminal GST

Expressed protein ~ MSPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKF
ELGLEFPNLPYY! DGDVKLTQSMAI | RYl ADKHNM.GGCPKERAE!
SMLEGAVL DI RYGVSRI AYSKDFETLKVDFL SKLPEM_KMFEDRLC
HKTYL NGDHVTHPDFM_ YDAL DVWL YMDPMCL DAFPKLVCFKKRI E
Al PQl DKYLKSSKY! AWPL QGWQATFGGGDHPPKSDLVPRGSPGMT
MESGADNQQSGDAAVTEAESQQMIVQAQPQ ATLAQVSVPAAHATS
SAPTVTLVQLPNGQTVQVHGVI QAAQPSVI QSPQVQTVQSSCKDLK
RLFSGTQ STI AESEDSQESVDSVTDSQKRRE! LSRRPSYRKI LND
L SSDAPGVPRI EEEKSEEETSAPAI TTVTVPTPI YQTSSGQY! Al T
QGGAI QLANNGTDGVQGL QTL TMINAAATQPGTTI LQYAQTTDGQQ
| LVPSNQVWVQAASGDVQTYQ RTAPTSTI APGVWNMASSPAL PTQP
AEEAAV

Native sequence Amino acids M1 — A283 of rat CREB.
[Full length protein ends at residue D341]
Residue M 229 of the fusion protein is equilivalent to M1 of the
native protein. The GST tag islocated at residues 1 —220. The
following amino acid is present after the CREB sequence, V, at
residue 512.

The following amino acid substitution is present:
D — E, where D4 of the native sequence is E232 of the fusion protein

Proteasecleavage  Thrombin (LVPRGS) residues 221 - 226

Cloning sites Smal and Xbal of pGEX 2T
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Nudleotide GGATOCCCGGGAAT GACCAT GGAAT CT GGAGCAGACAACCAGCAGA
e GT GGAGAT GCTGCT GT AACAGAAGCT GAAAGT CAACAAAT GACAGT
TCAAGCCCAGCCACAGATTGOCACAT TAGCCCAGGT ATCCATGOCA
GCAGCTCATGCGACGT CATCTGCTCOCACT GTAACCT TAGTGCAGC
TGOCCAAT GGGECAGACAGT CCAGGT CCATGGGGT CATCCAGGCGRC
CCAGOCAT CAGTTATTCAGT CTCCACAAGT CCAAACAGT TCAGTCT
TCCTGT AAGGACT TAAAAAGACT TTTCTCCGGAACT CAGATTTCAA
CTATTGCAGAAAGT GAAGATTCACAGGAGT CTGTGGATAGTGTAAC
TGATTCCCAAAAACGAAGGGAAAT CCTTTCAAGGAGGCCTTCCTAC
AGGAAAATTTTGAATGACTTATCTTCTGAT GCACCAGGGGT GCCAA
GGATTGAAGAAGAAAAAT CAGAAGAAGAGACT TCAGCCCCTGOCAT
CACCACT GTAACAGT GOCAACCOCGAT TTACCAAACT AGCAGT GGG
CAGTATATTGCCAT TACCCAGGGAGGAGCAATACAGCT GGCTAACA
ATGGTACCGAT GGGGT ACAGGGECCT GCAGACAT TAACCATGACCAA
TGCAGCT GCCACT CAGCOGGGT ACTACCATTCTACAATATGCACAG
ACCACT GATGGACAGCAGAT TCTAGT GCOCAGCAACCAAGT TGTTG
TTCAAGCTGOCTCTGGT GATGTACAAACAT ACCAGATTCGCACAGC
ACCCACT AGCACCAT TGOOCCT GGAGT TGT TATGGCGT CCTCCCCA
GCACTTCCTACACAGCCTGCTGAAGAAGCAGCAGTCY ag

sequence of insert




