Division of Signal Transduction Therapy

Standard Operating Procedure

Preparation of active PIM2 [2 - 311]

Enzyme description:- PIM2 [2 - 311]
Clone number:- DU 5143
Source:- Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)
Purification method:- Ni**-NTA agarose
Expression level:- 3 mg/L
Calculated molecular mass:-

Monoisotopic 37, 406.91 daltons

Average Mass 37, 430.80 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 5.70

Purity:- >85 %
Activation protocol:- Constitutively active

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 270 mM sucrose, 150 mM NaCl, 0.1mM EGTA,

0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF.

Storage temperature:- -70 °C [Long term stability to be determined]
Assay:- Standard filter binding assay

Assay buffer:-
50 mM Tris-HCl pH 7.5, 0.1 % 2-mercaptoethanol, 0.1 mM EGTA, 10 mM MgAc

Substrate:-
[RSRHSSYPAGT] residues 107 — 117 of mouse BAD
Final concentration: 300 yuM

Specific activity range:- To be determined
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PIM2 [2 - 311]

PIM2 [2 - 311]
DU 5143

Human
NM_006875
N-terminal His(6)

MSYYHHHHHHDYDIPTTENLYFQGAMGSLTKPLOGPPAPPGTPTPPPGG
KDREAFEAEYRLGPLLGKGGFGTVFAGHRLTDRLOVAIKVIPRNRVLGW
SPLSDSVTCPLEVALLWKVGAGGGHPGVIRLLDWFETQEGFMLVLERPL
PAQDLFDYITEKGPLGEGPSRCFFGQVVAAIQHCHSRGVVHRDIKDENI
LIDLRRGCAKLIDFGSGALLHDEPYTDFDGTRVYSPPEWISRHQYHALP
ATVWSLGILLYDMVCGDIPFERDQEILEAELHFPAHVSPDCCALIRRCL
APKPSSRPSLEEILLDPWMQTPAEDVPLNPSKGGPAPLAWSLLP

Amino acids 2 — 311 (end) of human PIM2.
Residue L29 of the fusion protein is equivalent to L2 of the native
enzyme. The His(6) tag is located at residues 5 — 10.

ITEV (ENLYFQG) residues 18 - 24

BamH1 sites in pFastBAC HTb
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atgtcgtactaccatcaccatcaccatcacgattacgatatcccaacga
ccgaaaacctgtattttcagggcgccatgggatccTTGACCAAGCCTCT
ACAGGGGCCTCCCGCGCCCCCCGGGACCCCCACGCCGCCGCCAGGAGGL
AAGGATCGGGAAGCGTTCGAGGCCGAGTATCGACTCGGCCCCCTCCTGG
GTAAGGGGGGCTTTGGCACCGTCTTCGCAGGACACCGCCTCACAGATCG
ACTCCAGGTGGCCATCAAAGTGATTCCCCGGAATCGTGTGCTGGGCTGG
TCCCCCTTGTCAGACTCAGTCACATGCCCACTCGAAGTCGCACTGCTAT
GGAAAGTGGGTGCAGGTGGTGGGCACCCTGGCGTGATCCGCCTGCTTGA
CTGGTTTGAGACACAGGAGGGCTTCATGCTGGTCCTCGAGCGGCCTTTG
CCCGCCCAGGATCTCTTTGACTATATCACAGAGAAGGGCCCACTGGGTG
AAGGCCCAAGCCGCTGCTTCTTTGGCCAAGTAGTGGCAGCCATCCAGCA
CTGCCATTCCCGTGGAGTTGTCCATCGTGACATCAAGGATGAGAACATC
CTGATAGACCTACGCCGTGGCTGTGCCAAACTCATTGATTTTGGTTCTG
GTGCCCTGCTTCATGATGAACCCTACACTGACTTTGATGGGACAAGGGT
GTACAGCCCCCCAGAGTGGATCTCTCGACACCAGTACCATGCACTCCCG
GCCACTGTCTGGTCACTGGGCATCCTCCTCTATGACATGGTGTGTGGGG
ACATTCCCTTTGAGAGGGACCAGGAGATTCTGGAAGCTGAGCTCCACTT
CCCAGCCCATGTCTCCCCAGACTGCTGTGCCCTAATCCGCCGGTGCCTG
GCCCCCAAACCTTCTTCCCGACCCTCACTGGAAGAGATCCTGCTGGACC
CCTGGATGCAAACACCAGCCGAGGATGTACCCCTCAACCCCTCCAAAGG
AGGCCCTGCCCCTTTGGCCTGGTCCTTGCTACCCtaa



