Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of GRP1 PH domain [241 — 399]

Protein description:- GRP1 PH domain [241 — 399]
Clone number:- DU 5047

Sour ce: - Recombinant

Expression system: - E.coli

Tag:- N-terminal GST

Purification method:- GSH Sepharose

Expression level:- 1 mg/L

Calculated molecular mass:- 45, 541 daltons

Purity:- 90 %

Enzyme stor age buffer :-

50 mM Tris-HCI pH 7.5, 10 % glycerol, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.2 MM PMSF, 1 mM Benzamidine.

Stor age temper atur e: - -20°C

Assay:- Sensor for PIP3
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CLONE DATA SHEET

GRP1 PH domain [241 - 399]

GRP1 PH domain [241 - 399]

DU 5047

Mouse [identical to human at amino acid level]
BC035296

N-terminal GST

V5PI LGYVKI KALVQPTRLLLEYLEEKYEEHL YERDEGDKW
RNKKFEL GLEFPNLPYYI DGDVKLTQSNVAI | RYI ADKHNML
GGCPKERAEI SMLEGAVLDI RYGVSRI AYSKDFETLKVDFL
SKLPEM_KMFEDRL CHKTYLNGDHVTHPDFM. YDALDWVLY
VDPMCL DAFPKLVCFKKRI EAI PQ DKYLKSSKY! AWPL QG
WOATFGGEEDHPPKSDL VPRGSPNSPFESI KNEPFKI PEDDG
NDL THTFFNPDREGW. LKL GGRVKTWKRRWFI LTDNCLYYF
EYTTDKEPRG | PLENLSI REVEDPRKPNCFEL YNPSHKGQ
VI KACKTEADGRVVEGNHVWVYRI SAPSPEEKEEWWKSI KAS
| SRDPFYDMLATRKRRI ANKK

Amino acids E241 — K399 (end) of mouse GRP1.

Residue E232 of the fusion protein is equivalent to E241 of
the native protein. The GST tag islocated at residues 1 - 220
Thrombin (LVPRGS) residues 221 - 226

EcoR1 of pGEX4T-3
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at gt cccct at act aggt t at t ggaaaat t aag
ggcctt gt gcaacccact cgacttctttt ggaa
t at ct t gaagaaaaat at gaagagcat tt gt at
gagcgcgat gaaggt gat aaat ggcgaaacaaa
aagtttgaattgggtttggagtttcccaatctt
ccttattatattgat ggtgatgttaaattaaca
cagt ct at ggccat cat acgt t at at agct gac
aagcacaacat gt t gggt ggt t gt ccaaaagag
cgt gcagagat t t caat gct t gaaggagcggt t
ttggat attagat acggtgtttcgagaattgca
t at agt aaagact t t gaaact ct caaagt t gat
tttcttagcaagct acct gaaat gct gaaaat g
ttcgaagatcgtttat gtcataaaacatattta
aat ggt gat cat gt aacccat cct gacttcat g
ttgtatgacgctcttgatgttgttttatacatg
gacccaat gt gcct ggat gcgtt cccaaaatt a
gtttgttttaaaaaacgt attgaagctatccca
caaat t gat aagt act t gaaat ccagcaagt at
at agcat ggcct t t gcagggct ggcaagccacg
tttggt ggt ggcgaccat cct ccaaaat cggat
ct gGTTCOGOGT GGATCCCCGAATTCYc CCTTT
GAAAGTATCAAGAATGAGCCGT TTAAGATCCCA
GAAGACGACGGAAATGACCTGACACACACGTTC
TTCAACCCAGACCGAGAAGCECTGECTGCTGAAG
CTGEEEEETCGT GTGAAGACCT GGAAACGECEC
TGGTTCATCCTCACAGATAACTGCCTCTACTAC
TTTGAGTACACCACGGACAAGGAGCCCAGEEEC
ATCATCCCCCTGGAGAACCTCAGCAT CAGGGAG
GTGGAGGACCCCCGGAAGCCGAACTGCCTTTGAG
CTGTATAACCCCAGTCACAAAGGTCAAGTCATC
AAGGCCTGCAAGACGGAGECCGATGEECCGTGTG
GTGGAGGECAACCACGT TGTGTACCGGATCTCT
GCCCCCAGCCCGCGAGGAAAAGGAGGAGT GATG
AAGT CCATCAAAGCAAGCATCAGTAGGEGACCCG
TTCTATGACATGI TGGCCACGAGGAAAAGGAGG
ATTGCCAATAAGAAAL ag



