Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active PIM1[2 - 313]

Enzyme description:- PIM1[2- 313]

Clone number :- DU 1449

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, 284.87 daltons

Average Mass 39, 309.66 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 5.86

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

PIM1[2- 313]

PIM1[2- 313
DU 1449

Human
NM_002648
N-terminal His(6)

MSYYHHHHHHDYDI PTTENL YFQGAMSE RNSLL SKI NSLAHLRAAPCND
LHATKLAPGKEKEPLESQYQVGPLLGSGG-GSVYSAE RVSDNLPVAI KH
VEKDRI SDWGEL PNGTRVPMEWL LKKVSSG-SGVI RLLDWFERPDSFV
L1 LERPEPVQDLFDFI TERGAL QEEL ARSFFWQVL EAVRHCHNCGVLHR
DI KDENI LI DLNRGELKL| DFGSGALLKDTVYTDFDGIRVYSPPEW RY
HRYHGRSAAVWSELG LLYDWCGEDI PFEHDEEI | RGQVFFRQRVSSECQ
HLI RACLALRPSDRPTFEEI QONHPWMQDVL LPQETAEI HLHSL SPGPSK

Amino acids L2 — K313 (end) of human PIM 1.

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 (ENLYFQG) residues 18 - 24

EcoR1 and EcoR1 sitein pFastBAC HTc
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ATGTCGTACTACCATCACCATCACCATCACGATTACGATATCCCAACGA
CCGAAAACCTGTATTTTCAGGECGCCATGECGATCCGGAATTCCCTCTT
GTCCAAAATCAACT CGCTTGCCCACCT GCGECGECCECGECCCTGCAACGAC
CTGCACGCCACCAAGCT GECGECCCGEECAAGGAGAAGGAGCCCCTCRAGT
CGCAGTACCAGGTGEECCCECTACT GEECAGCCEECEECT TCEECTCAEGT
CTACTCAGGCATCCGCGT CTCCGACAACTTGCCGGT GGCCATCAAACAC
GIGGAGAAGGACCGGATTTCCGACT GEEGAGAGCTGCCTAATGGCACTC
GAGTGCCCATGCGAAGT GGTCCTGCTGAAGAAGGTGAGCTCGEGTTTCTC
CGECGTCATTAGGECTCCTGCRACT GGT TCGAGAGECCCGACAGITTCGTC
CTGATCCT GGAGAGGECCCGAGCCGGTGCAAGATCTCTTCGACTTCATCA
CGGAAAGGEEGAGCCCT GCAAGAGGAGCTGECCCECAGCTTCTTCTGECA
GGT GCTGCGAGGECCGT GCGGECACT GCCACAACT GCGEEGTGCTCCACCEC
GACATCAAGGACGAAAACATCCTTATCGACCTCAATCGCGGECGAGCTCA
AGCTCATCGACT TCGGEGT CEEEEECECTGCTCAAGGACACCGTCTACAC
GGACTTCGATGGGACCCGAGT GTATAGCCCTCCAGAGTGGATCCGCTAC
CATCGCTACCAT GGCAGGT CGECGECAGTI CTGGTCCCTGEGEATCCTGC
TGTATGATATGGTGTGTGGAGATATTCCTTTCGAGCAT GACGAAGAGAT
CATCAGGGEGECCAGGTTTTCTTCAGECAGAGGGTCTCTTCAGAATGI CAG
CATCTCATTAGATGGTGCT TGECCCTGAGACCAT CAGATAGGECCAACCT
TCGAAGAAAT CCAGAACCATCCATGGATGCAAGATGI TCTCCTGCCCCA
GGAAACT GCTGAGATCCACCT CCACAGCCT GT CGCCGEGECCCAGCAAA
t ag



