Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active SHIP2 [418 - 884]

Enzyme description:- SHIP2 [418 - 884]
Clone number :- DU 616

Sour ce: - Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)
Purification method:- Ni#*-NTA agarose
Expression level:- 3-5mg/L
Calculated molecular mass.- 56, 281 daltons
Purity:- 80 %

Activation protocol:- Constitutively active
Enzyme stor age buffer :-

50 mM HEPES pH 7.5, 10 % glycerol, 150 mM NaCl, 5 mM MgCl,

Storage temper atur e: - -20°C

Assay:-

Currently being configured by Dr Alex Gray.
Please contact Alex directly for further details [az.gray@Dundee.ac.uk]



Protein

Clone Number

Species

Accession humber

Tags

Baculovirus
expressed protein

Native sequence

Pr otease cleavage

Cloning sites

Division of Signal Tranduction Therapy

Clone Data Sheset

SHIP2[418 - 884]

SHIP2 [418 - 884]
DU 616

Human

HSY 14385

N-terminal His(6)

VHHHHHHDYDI PTTENL YFQGAMGSQDEPDM SVFI GTVWNMGSVPPPKN
VTSWFTSKGLGKTLDEVTVTI PHDI YVFGT QENSVGDREW.DLLRGGLK
ELTDLDYRPI AMQSLWNI KVAVLVKPEHENRI SHVSTSSVKTA ANTLG
NKGAVGVSFM-NGT SFGFVNCHL TSGNEKTARRNCONYLDI LRLLSLGDR
QLNAFDI SLRFTHLFWFGDLNYRLDVDI QEI LNYI SRKEFEPLLRVDQL
NLEREKHKVFLRFSEEEI SFPPTYRYERGSRDTYAWHKQKPTGVRTNVP
SWCDRI LVWKSYPETHI | CNSYGCTDDI VTSDHSPVFGTFEVGVTSQFI S
KKGLSKTSDQAYI EFESI EAl VKTASRTKFFI EFYSTCLEEYKKSFEND
AQSSDNI NFLKVQWESRQLPTLKPI LADI EYLQDQHLLLTVKSVDGYES
YGECWALKSM GSTAQQFLTFLSHRGEETGNI RGSMKVRVPTERLGTR
ER

Amino acids Q418 - R884 of human SHIP2.

[Full length protein ends at residue K1258]

Residue Q26 of the fusion protein is equilivalent to Q418 of the native
enzyme. The His(6) tag islocated at residues 2 - 7

rTEV site (ENLYFQG) isresidues 15—-21

BamHI site of pFastBAC HTb



Nucleotide
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CAGGACGAGCCCGACATGATCTCAGT CTTCATAGGCACCTGGAACAT GG
GAAGT GTACCACCT CCAAAAAACGT GACATCCTGGT TCACATCGAAGGG
TCTGGEEGAAGACCCT GGACGAGGT CACAGT GACCATACCCCATGACATC
TATGICTTTGGGACCCAGGAGAACT CAGT GGGCGACCGCGAGT GECTGG
ACCTACT GCGCGEEEECCT CAAGGAGCT TACGGAT CTGGAT TACCGCCC
GATTGCCATGCAATCACT GTGGAATAT CAAGGT GGCAGT GCTGGT CAAG
CCAGAGCACGAGAACCGT ATCAGCCATGIT CAGTACGT CCAGT GTGAAGA
CTGGCATCGCCAACACCCT GEEGAACAAGEEEECTGIGEECGTCTCCT T
CATGTTTAATGGCACCTCATTTGECTTTGTGAATTGTCACCTCACCTCG
GGAAAT GAGAAGACGECT CGGAGGAACCAAAACTACT TGGACATCCTGC
GGCTGCTCTCGCT GEECGACCEECAGCTCAATGCCTTTGACATCTCTCT
GCGTTTCACACACCTCTTCTGGI TTGGGEGACCTCAACTACCGCCTGGAC
ATGGATATCCAGGAGATCCTGAACTACAT CAGCAGGAAAGAGT TTGAGC
CCCTCCTCAGGGT GGACCAGCT CAACCT GGAGCGEEGAGAAGCACAAGGT
CTTCCTTCGATTCAGI GAGGAGGAGATCTCCTTCCCACCCACCTACCGC
TATGAGCGGEGEGET TCCCGEGACACAT AT GCCT GGCACAAGCAGAAGCCAA
CTGGGEGTCCEGACCAAT GT GCCCTCATGGT GT GACCGGATTCTGT GGAA
ATCCTACCCTGAAACTCACATCATCTGCAATTCTTATGGT TGCACTGAT
GACATCGT CACCAGCGACCATTCCCCCGTGT TTGCGACATTTGAGGT TG
GAGITACCTCCCAGT TCATCT CCAAGAAAGGGECTCTCAAAGACTTCAGA
CCAGGCCTACATTGAGT TTGAGAGCAT CGAGGCCATTGT GAAGACAGCC
AGCCGCACCAAGT TCTTCATCGAGT TCTACTCTACCTGCCTGGAGGAAT
ACAAGAAGAGCT TTGAGAAT GATGCCCAGAGCAGT GACAACATCAACTT
CCTCAAAGT GCAGT GGT CTTCACGCCAGCTGCCCACGCTCAAACCAATT
CTGGCTGATATCGAGT ACCT GCAGGACCAGCACCT CCTGCTCACAGTI CA
AGTCCATGGATGCECTATGAAT CCTATGEGGAGT GTGTGGT TGCACTCAA
ATCCATGAT CGECAGCACGECCCAACAGT TCCTGACCTTCCTATCCCAC
CGT GECGAGGAGACAGECAATAT CAGAGGCT CCATGAAGGT GCGEGTGC
CCACGGAGCGECCT GEECACCCGT GAGCGG



