Division of Signal Tranduction Therapy
Standard Operating Procedure

Preparation of active MAP4K1 [1 — 821]

Enzyme description:- MAP4K1 [1 - 821]

Clone number:- DU 32902

Source:- Recombinant

Expression system:- Baculovirus Expression Vector System
Tag:- N-terminal GST
Purification method:- GSH Sepharose

Calculated molecular mass:-

Monoisotopic 118, 152.96 daltons

Average Mass 118, 228.66 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 7.76

Purity:- >80 %

Enzyme storage buffer:-
50 mM Tris-HCl pH 7.5, 270 mM Sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF

Storage temperature:- -70 °C
Assay: Standard Filter Binding
Assay buffer:-

50 mM Tris-HCI pH 7.5, 0.1 mM EGTA, 0.1 % 2-mercaptoethanol, 10 mM;MgAC

Substrate:-
MBP Final concentration: 0.3 mg/ml
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MAP4KI1 [1 - 821]

MAP4K1 [1 - 821]
DU 32902

Human

NM 001042600.2

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAITRYIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KYTIAWPLOGWQATFGGGDHPPKSDLEVLFQGPLGSPGIPGSTRAAAMDV
VDPDIFNRDPRDHYDLLORLGGGTYGEVFKARDKVSGDLVALKMVKMEP
DDDVSTLOKEILILKTCRHANIVAYHGSYLWLOKLWICMEFCGAGSLQD
IYQVTGSLSELQISYVCREVLOGLAYLHSQKKIHRDIKGANILINDAGE
VRLADFGISAQIGATLARRLSFIGTPYWMAPEVAAVALKGGYNELCDIW
SLGITAIELAELOPPLFDVHPLRVLFLMTKSGYQPPRLKEKGKWSAAFH
NFIKVTLTKSPKKRPSATKMLSHQLVSQPGLNRGLILDLLDKLKNPGKG
PSIGDIEDEEPELPPAIPRRIRSTHRSSSLGIPDADCCRRHMEFRKLRG
METRPPANTARLOPPRDLRSSSPRKQLSESSDDDYDDVDIPTPAEDTPP
PLPPKPKFRSPSDEGPGSMGDDGOLSPGVLVRCASGPPPNSPRPGPPPS
TSSPHLTAHSEPSLWNPPSRELDKPPLLPPKKEKMKRKGCALLVKLFNG
CPLRIHSTAAWTHPSTKDOQHLLLGAEEGIFILNRNDQEATLEMLFPSRT
TWVYSINNVLMSLSGKTPHLYSHSILGLLERKETRAGNPIAHISPHRLL
ARKNMVSTKIQODTKGCRACCVAEGASSGGPFLCGALETSVVLLOWYQPM
NKFLLVROQVLFPLPTPLSVFALLTGPGSELPAVCIGVSPGRPGKSVLFH
TVRFGALSCWLGEMSTEHRGPVQVTQVEEDMVMVLMDGSVKLVTPEGSP
VRGLRTPEIPMTEAVEAVAMVGGOLOAFWKHGVQVWALGSDOLLOELRD
PTLTFRLLGSPRPVVVETRPVDDPTAPSNLYIQE

Amino acids M1 — E821 (end) of human MAP4K1.
Residue M243 of the fusion protein is equivalent to M1 of the native
enzyme. The GST tag is located at residues 1 —220.

PreScission (LEVLFQGP) residues 221 - 228

Not1 sites into pFastBacDual GST-2
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Nucleotide Sequence of Insert:

gcggccgcgATGGACGTCGTGGACCCTGACATTTTCAATAGAGACCCCCG
GGACCACTATGACCTGCTACAGCGGCTGGGTGGCGGCACGTATGGGGAAG
TCTTTAAGGCTCGAGACAAGGTGTCAGGGGACCTGGTGGCACTGAAGATG
GTGAAGATGGAGCCTGATGATGATGTCTCCACCCTTCAGAAGGAAATCCT
CATATTGAAAACTTGCCGGCACGCCAACATCGTGGCCTACCATGGGAGTT
ATCTCTGGTTGCAGAAACTCTGGATCTGCATGGAATTCTGTGGGGCTGGT
TCTCTCCAGGACATCTACCAAGTGACAGGCTCCCTGTCAGAGCTCCAGAT
TAGCTATGTCTGCCGGGAAGTGCTCCAGGGACTGGCCTATTTGCACTCAC
AGAAGAAGATACACAGGGACATCAAGGGAGCTAACATCCTCATCAATGAT
GCTGGGGAGGTCAGATTGGCTGACTTTGGCATCTCGGCCCAGATTGGGGC
TACACTGGCCAGACGCCTCTCTTTCATTGGGACACCCTACTGGATGGCTC
CGGAAGTGGCAGCTGTGGCCCTGAAGGGAGGATACAATGAGCTGTGTGAC
ATCTGGTCCCTGGGCATCACGGCCATCGAACTGGCCGAGCTACAGCCACC
GCTCTTTGATGTGCACCCTCTCAGAGTTCTCTTCCTCATGACCAAGAGTG
GCTACCAGCCTCCCCGACTGAAGGAAAAAGGCAAATGGTCGGCTGCCTTC
CACAACTTCATCAAAGTCACTCTGACTAAGAGTCCCAAGAAACGACCCAG
CGCCACCAAGATGCTCAGTCATCAACTGGTATCCCAGCCTGGGCTGAATC
GAGGCCTGATCCTGGATCTTCTTGACAAACTGAAGAATCCCGGGAAAGGA
CCCTCCATTGGGGACATTGAGGATGAGGAGCCCGAGCTACCCCCTGCTAT
CCCTCGGCGGATCAGATCCACCCACCGCTCCAGCTCTCTGGGGATCCCAG
ATGCAGACTGCTGTCGGCGGCACATGGAGTTCAGGAAGCTCCGAGGAATG
GAGACCAGACCCCCAGCCAACACCGCTCGCCTACAGCCTCCTCGAGACCT
CAGGAGCAGCAGCCCCAGGAAGCAACTGTCAGAGTCGTCTGACGATGACT
ATGACGACGTGGACATCCCCACCCCTGCAGAGGACACACCTCCTCCACTT
CCCCCCAAGCCCAAGTTCCGTTCTCCATCAGACGAGGGTCCTGGGAGCAT
GGGGGATGATGGGCAGCTGAGCCCGGGGGTGCTGGTCCGGTGTGCCAGTG
GGCCCCCACCAAACAGCCCCCGTCCTGGGCCTCCCCCATCCACCAGCAGC
CCCCACCTCACCGCCCATTCAGAACCCTCACTCTGGAACCCACCCTCCCG
GGAGCTTGACAAGCCCCCACTTCTGCCCCCCAAGAAGGAAAAGATGAAGA
GAAAGGGATGTGCCCTTCTCGTAAAGTTGTTCAATGGCTGCCCCCTCCGG
ATCCACAGCACGGCCGCCTGGACACATCCCTCCACCAAGGACCAGCACCT
GCTCCTGGGGGCAGAGGAAGGCATCTTTATCCTGAACCGGAATGACCAGG
AGGCCACGCTGGAAATGCTCTTTCCTAGCCGGACTACGTGGGTGTACTCC
ATCAACAACGTTCTCATGTCTCTCTCAGGAAAGACCCCCCACCTGTATTC
TCATAGCATCCTTGGCCTGCTGGAACGGAAAGAGACCAGAGCAGGAAACC
CCATCGCTCACATTAGCCCCCACCGCCTACTGGCAAGGAAGAACATGGTT
TCCACCAAGATCCAGGACACCAAAGGCTGCCGGGCGTGCTGTGTGGCGGA
GGGTGCGAGCTCTGGGGGCCCGTTCCTGTGCGGTGCATTGGAGACGTCCG
TTGTCCTGCTTCAGTGGTACCAGCCCATGAACAAATTCCTGCTTGTCCGG
CAGGTGCTGTTCCCACTGCCGACGCCTCTGTCCGTGTTCGCGCTGCTGAC
CGGGCCAGGCTCTGAGCTGCCCGCTGTGTGCATCGGCGTGAGCCCCGGGC
GGCCGGGGAAGTCGGTGCTCTTCCACACGGTGCGCTTTGGCGCGCTCTCT
TGCTGGCTGGGCGAGATGAGCACCGAGCACAGGGGACCCGTGCAGGTGAC
CCAGGTAGAGGAAGATATGGTGATGGTGTTGATGGATGGCTCTGTGAAGC
TGGTGACCCCGGAGGGGTCCCCAGTCCGGGGACTTCGCACACCTGAGATC
CCCATGACCGAAGCGGTGGAGGCCGTGGCTATGGTTGGAGGTCAGCTTCA
GGCCTTCTGGAAGCATGGAGTGCAGGTGTGGGCTCTAGGCTCGGATCAGC
TGCTACAGGAGCTGAGAGACCCTACCCTCACTTTCCGTCTGCTTGGCTCC
CCCAGGCCTGTAGTGGTGGAGACACGCCCAGTGGATGATCCTACTGCTCC
CAGCAACCTCTACATCCAGGAAtgagcggccgce
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