Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active PIM3 [2 - 326]

Enzyme description:- PIM3 [2 - 326]

Clone number :- DU 1450

Sour ce: - Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)

Purification method:- NiZ*-NTA agarose

Expression level:- 2 mg/L

Calculated molecular mass: -

M onoi sotopic 39, 462.08 daltons

Average Mass 39, 486.97 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 5.92

Purity:- >85%
Activation protocol:- Congtitutively active
Enzyme stor age 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.

Stor age temper ature: - -70 °C [Long term stability to be determined]
Assay:- Standard filter binding assay
Assay buffer:-

50 mM Tris-HCI 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 uM

Specific activity range:- To be determined
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Clone Data Sheset

PIM3[2 - 326]
PIM3 [2 - 326]
DU 1450
Human
Q86V 86

N-terminal His(6)

MSYYHHHHHHDYDI PTTENL YFQGAMSE RNSL L SKFGSLAHLCGPGGVD
HLPVKI LQPAKADKESFEKAYQVGAVL GSCGFGTVYAGSRI ADGLPVAV
KHVVKERVTEWGSL GGATVPLEVVLLRKVGAAGGARGVI RLLDWFERPD
GFLLVLERPEPAQDLFDFI TERGAL DEPLARRFFAQVLAAVRHCHSCGV
VHRDI KDENLLVDLRSGELKLI DFGSGALLKDTVYTDFDGTRVYSPPEW
| RYHRYHGRSATWASL GVLLYDWCCGDI PFEQDEEI LRGRLLFRRRVSP
ECQQLI RWCLSLRPSERPSL DQI AAHPWWML GADGGAPESCDLRLCTLDP
DDVASTTSSSESL

Amino acids L2 — L326 (end) of human PIM3.

Residue L 32 of the fusion protein is equivalent to L2 of the native
enzyme. The His(6) tag islocated at residues 5 — 10.

rTEV (ENLYFQGQG) residues 18 - 24

EcoR1 and EcoR1 sitein pFastBAC HTc
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ATGTCGTACTACCATCACCATCACCATCACGATTACGATATCCCAACGA
CCGAAAACCTGTATTTTCAGGGECGECCAT GEEGATCCCGAATTCCCTGCT
CTCCAAGT TCGGECT CCCTGGCAECACCT CTGCGEECCCEECEECGT GGAC
CACCTCCCGGT GAAGAT CCTGCAGCCAGCCAAGGECGGACAAGGAGAGCT
TCGAGAAGGCGTACCAGGT GEECAECCGT GCT GEGT AGCGEECEECT TCEG
CACGGT CTACGCGGEGT AGCCGECAT CGCCGACEEECT CCCGGTAECTGI G
AAGCACGT GGT GAAGGAGCGEGT GACCGAGT GEEGECAGCCT GEECEECG
CGACCGT GCCCCT GGAGGT GGT GCTGCT GCGCAAGGT GEECGLCEECEEG
CGECECECECEECET CATCCECCT GCTGRACT GGT TCGAGCGECCCGAC
GGCTTCCT GCTGGT GCT CGAGCGEECCCGAGCCGECECAGGACCTCTTCG
ACTTTATCACGGAGCGECEECECCCT GGACGAGCCGECTGECECGCCECTT
CTTCGCGCAGGT GCTGECCGECCGT GCGCCACT GCCACAGCTGCGEEGTC
GI'GCACCGCGACATTAAGGACGAAAAT CTGCTTGT GGACCT GCGCTCCG
GAGAGCTCAAGCTCATCGACT TCGGT TCEGEGT GCGCTGCTCAAGGACAC
GGTCTACACCGACT TCGACGGECACCCGAGT GTACAGCCCCCCEGAGT GG
ATCCGCTACCACCGECTACCACGEGECECT CEECCACCGT GTGGTCGCT GG
GCGTGCTTCTCTACGATATGGT GT GTGGEGACATCCCCTTCGAGCAGEA
CGAGGAGAT CCTCCGAGGCCGCCTGCTCT TCCCGAGGAGEGT CTCTCCA
GAGT GCCAGCAGCTGAT CCGGT GGTGCCTGI CCCTGCGECCCTCAGAGC
GGCCGT CECTGGATCAGAT TECGEECCCATCCCTGGAT GCTGEEEECTGA
CGGEGEEECECCCCEEAGAGCT GT GACCT GCGECT GT GCACCCT CGACCCT
GATGACGT GGCCAGCACCACGT CCAGCAGCGAGACGCT TG ga



