MRC PPU Reagents and Services

Standard Operating Procedure

Preparation of active ALK2 [175 - 509]

Enzyme description:- ALK2 [175 - 509]

Clone number:- DU 19351

Source:- Recombinant

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

Purification method:- Ni*-NTA agarose

Calculated molecular mass:-

Monoisotopic 41, 412.69 daltons

Average Mass 41, 439.28 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 6.73

Purity:- 85 %

Activation protocol:- Constitutively active

Enzyme storage buffer:-

50 mM Tris-HCI1 pH 7.5, 270 mM Sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine.

Storage temperature:- -70 °C
Assay:- Standard filter binding assay
Assay buffer:-

50 mM Tris-HC1 pH 7.5, 0.1mM EGTA, 0.1 % 2-mercaptoethanol, 10 mM MgAc

Substrate:-
Casein Final concentration: 1 mg/ml
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Clone Data Sheet

ALK?2 [175 - 509]

ALK2 [175 - 509]
DU 19351

Human

NM_001105.5

N-terminal His(6)

MSYYHHHHHHDYDIPTTENLYFQGAMGSMVGDSTLADLLDHSCTSGSGS
GLPFLVQRTVARQITLLECVGKGRYGEVWRGSWQGENVAVKIFSSRDEK
SWFRETELYNTVMLRHENILGFIASDMTSRHSSTOLWLITHYHEMGSLY
DYLOLTTLDTVSCLRIVLSIASGLAHLHIEIFGTQGKPAIAHRDLKSKN
ILVKKNGQCCIADLGLAVMHSQSTNOLDVGNNPRVGTKRYMAPEVLDET
IQVDCFDSYKRVDIWAFGLVLWEVARRMVSNGIVEDYKPPFYDVVPNDP
SFEDMRKVVCVDQORPNIPNRWFSDPTLTSLAKLMKECWYQNPSARLTA
LRIKKTLTKIDNSLDKLKTDC

Amino acids V175 — C509 (end) of human ALK?2.
Residue V30 of fusion protein is equivalent to V175 of the native
enzyme. The His(6) tag is located at residues 5 — 10.

rTEV (ENLYFQG) residues 18 - 24

BamH1 and Not1 site of pFastBAC HTb
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ggatccatgGTTGGAGACAGCACTTTAGCAGATTTATTGGATCATTCGT
GTACATCAGGAAGTGGCTCTGGTCTTCCTTTTCTGGTACAAAGAACAGT
GGCTCGCCAGATTACACTGTTGGAGTGTGTCGGGAAAGGCAGGTATGGT
GAGGTGTGGAGGGGCAGCTGGCAAGGGGAGAATGTTGCCGTGAAGATCT
TCTCCTCCCGTGATGAGAAGTCATGGTTCAGGGAAACGGAATTGTACAA
CACTGTGATGCTGAGGCATGAAAATATCTTAGGTTTCATTGCTTCAGAC
ATGACATCAAGACACTCCAGTACCCAGCTGTGGTTAATTACACATTATC
ATGAAATGGGATCGTTGTACGACTATCTTCAGCTTACTACTCTGGATAC
AGTTAGCTGCCTTCGAATAGTGCTGTCCATAGCTAGTGGTCTTGCACAT
TTGCACATAGAGATATTTGGGACCCAAGGGAAACCAGCCATTGCCCATC
GAGATTTAAAGAGCAAAAATATTCTGGTTAAGAAGAATGGACAGTGTTG
CATAGCAGATTTGGGCCTGGCAGTCATGCATTCCCAGAGCACCAATCAG
CTTGATGTGGGGAACAATCCCCGTGTGGGCACCAAGCGCTACATGGCCC
CCGAAGTTCTAGATGAAACCATCCAGGTGGATTGTTTCGATTCTTATAA
AAGGGTCGATATTTGGGCCTTTGGACTTGTTTTGTGGGAAGTGGCCAGG
CGGATGGTGAGCAATGGTATAGTGGAGGATTACAAGCCACCGTTCTACG
ATGTGGTTCCCAATGACCCAAGTTTTGAAGATATGAGGAAGGTAGTCTG
TGTGGATCAACAAAGGCCAAACATACCCAACAGATGGTTCTCAGACCCG
ACATTAACCTCTCTGGCCAAGCTAATGAAAGAATGCTGGTATCAAAATC
CATCCGCAAGACTCACAGCACTGCGTATCAAAAAGACTTTGACCAAAAT
TGATAATTCCCTCGACAAATTGAAAACTGACTGTtgagcggccgce



