Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active ULK1 [2 - 1050]

Enzyme description:- ULK1 [2 - 1050]

Clone number:- DU 30195

Source:- Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST

Purification method:- Glutathione Sepharose

Calculated molecular mass:-

Monoisotopic 139, 355.14 daltons

Average Mass 139,423 .48 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 8.61

Purity:- 60 %

Activation protocol:- Constitutively active

Enzyme storage buffer:-
50 mM Tris-HCI 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 buffer:-
50 mM Tris-HCI pH 7.5,0.1 % 2-mercaptoethanol, 0.1 mM EGTA, 10 mM MgAc

Substrate:-
KKAGAGSGQLIDSMANSFVGTR Final concentration: 300 M



Protein

Clone number

Species

Accession number

Tags

Baculovirus
expressed protein
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Clone Data Sheet
ULK1 [2 -1050]

ULK1 [2 - 1050]
DU 30195
Human
NM_003565

N-terminal GST

MSPILGYWKIKGLVOQPTRLLLEYLEEKYEEHLYERDEGDKWRNKK
FELGLEFPNLPYYIDGDVKLTQSMAITRYTIADKHNMLGGCPKERA
EISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFED
RLCHKTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFK
KRIEATIPQIDKYLKSSKYIAWPLOGWOATFGGGDHPPKSDLEVLF
OGPLGSLEPGRGGTETVGKFEFSRKDLIGHGAFAVVFKGRHREKH
DLEVAVKCINKKNLAKSOQTLLGKEIKILKELKHENIVALYDFQEM
ANSVYLVMEYCNGGDLADYLHAMRTLSEDTIRLFLQOOIAGAMRLL
HSKGIIHRDLKPONILLSNPAGRRANPNSIRVKIADFGFARYLQS
NMMAATLCGSPMYMAPEVIMSQHYDGKADLWSIGTIVYQCLTGKA
PFOASSPODLRLFYEKNKTLVPTIPRETSAPLROLLLALLQRNHK
DRMDFDEFFHHPFLDASPSVRKSPPVPVPSYPSSGSGSSSSSSST
SHLASPPSLGEMQOQLOKTLASPADTAGFLHSSRDSGGSKDSSCDT
DDFVMVPAQFPGDLVAEAPSAKPPPDSLMCSGSSLVASAGLESHG
RTPSPSPPCSSSPSPSGRAGPFSSSRCGASVPIPVPTQVONYORI
ERNLQSPTOFQTPRSSAIRRSGSTSPLGFARASPSPPAHAEHGGV
LARKMSLGGGRPYTPSPQVGTIPERPGWSGTPSPQGAEMRGGRSP
RPGSSAPEHSPRTSGLGCRLHSAPNLSDLHVVRPKLPKPPTDPLG
AVFSPPQASPPQPSHGLQOSCRNLRGSPKLPDFLORNPLPPILGSP
TKAVPSFDFPKTPSSONLLALLARQGVVMTPPRNRTLPDLSEVGP
FHGOPLGPGLRPGEDPKGPFGRSFSTSRLTDLLLKAAFGTQAPDL
GSTESLQEKPMEIAPSAGFGGSLHPGARAGGTSSPSPVVFTVGSP
PSGSTPPQGPRTRMFSAGPTGSASSSARHLVPGPCSEAPAPELPA
PGHGCSFADPIAANLEGAVTFEAPDLPEETLMEQEHTEILRGLRF
TLLFVOHVLEIAALKGSASEAAGGPEYQLOESVVADQISLLSREW
GFAEQLVLYLKVAELLSSGLOSAIDQIRAGKLCLSSTVKQVVRRL
NELYKASVVSCOGLSLRLORFFLDKORLLDRIHSITAERLIFSHA
VOMVOSAALDEMFQOHREGCVPRYHKALLLLEGLOHMLSDOADIEN
VTKCKLCIERRLSALLTGICA
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Native sequence Amino acids E2 — A1050 (end) of human ULK1.
Residue E233 of the fusion protein is equivalent to E2 of the native
enzyme. The GST tag is located at residues 1 - 220.

The following amino acid substitution is present
P — L, where P714 of the native enzyme is L.945 of the fusion
protein

Protease cleavage PreScission (LEVLFQGP) residues 221 - 228

Cloning sites BamH]1 and Notl sites of pFB-GST



Nucleotide
sequence of insert
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ggatccctgGAGCCCGGCCGCGGCGGCACAGAGACCGTGGGCAAG
TTCGAGTTCTCCCGCAAGGACCTGATCGGCCACGGCGCCTTCGCG
GTGGTCTTCAAGGGCCGCCACCGCGAGAAGCACGATTTGGAGGTC
GCCGTCAAGTGCATTAACAAGAAGAACCTCGCCAAGTCTCAGACG
CTGCTGGGGAAGGAAATCAAAATCCTGAAGGAACTGAAACATGAA
AACATCGTGGCCCTGTACGACTTCCAGGAAATGGCTAATTCTGTC
TACCTGGTTATGGAGTACTGCAACGGTGGGGACCTGGCCGACTAC
CTGCACGCCATGCGCACGCTGAGCGAGGACACCATCAGGCTCTTC
CTGCAGCAGATCGCGGGCGCCATGCGGCTTCTGCACAGCAAAGGC
ATCATCCACCGCGACCTGAAACCGCAGAACATCCTGCTGTCCAAC
CCCGCCGGCCGCCGCGCCAACCCCAACAGCATCCGCGTCAAGATC
GCTGACTTCGGCTTCGCGCGGTACCTCCAGAGCAACATGATGGCG
GCCACACTCTGCGGCTCCCCCATGTACATGGCCCCCGAGGTCATC
ATGTCCCAGCACTACGACGGGAAGGCGGACCTGTGGAGCATCGGC
ACCATCGTCTACCAGTGCCTGACGGGGAAGGCGCCCTTCCAGGCC
AGCAGCCCCCAGGACCTGCGCCTGTTCTACGAGAAGAACAAGACG
TTGGTCCCCACCATCCCCCGGGAGACCTCGGCCCCGCTGCGGCAG
CTGCTCCTGGCCCTACTGCAACGCAACCACAAGGACCGCATGGAC
TTCGATGAGTTTTTTCATCACCCTTTCCTCGATGCCAGCCCCTCG
GTCAGGAAATCCCCACCCGTGCCTGTGCCCTCGTACCCAAGCTCG
GGGTCCGGCAGCAGCTCCAGCAGCAGCTCCACCTCCCACCTGGCC
TCCCCGCCGTCCCTGGGCGAGATGCAGCAGCTGCAGAAGACCCTG
GCCTCCCCGGCTGACACCGCTGGCTTCCTGCACAGCTCCCGGGAC
TCTGGTGGCAGCAAGGACTCTTCCTGTGACACAGATGACTTCGTC
ATGGTCCCCGCGCAGTTTCCAGGTGACCTGGTGGCTGAGGCGCCC
AGTGCCAAACCCCCGCCAGACAGCCTGATGTGCAGTGGGAGCTCA
CTGGTGGCCTCTGCGGGCTTGGAGAGCCACGGCCGGACCCCATCT
CCATCCCCACCCTGCAGCAGCTCCCCCAGTCCCTCAGGCCGGGCT
GGCCCGTTCTCCAGCAGCAGGTGCGGCGCCTCTGTCCCCATCCCA
GTCCCCACGCAGGTGCAGAACTACCAGCGCATTGAGCGAAACCTG
CAGTCACCCACCCAGTTCCAAACACCTCGGTCCTCTGCCATCCGC
AGGTCAGGCAGCACCAGCCCCCTGGGCTTTGCAAGGGCCAGCCCC
TCGCCCCCTGCCCACGCTGAGCATGGAGGCGTCCTGGCCAGGAAG
ATGTCTCTGGGTGGAGGCCGGCCCTACACGCCATCTCCTCAAGTT
GGAACCATCCCTGAGCGGCCAGGCTGGAGCGGGACGCCCTCCCCA
CAGGGAGCTGAGATGCGGGGTGGCAGGTCCCCTCGTCCAGGCTCC
TCTGCACCCGAGCACTCTCCCCGCACTTCCGGGCTGGGCTGCCGC
CTGCACAGCGCCCCCAACCTGTCTGACTTGCACGTCGTCCGCCCC
AAGCTGCCCAAACCCCCCACGGACCCCCTGGGAGCTGTGTTCAGC
CCACCACAGGCCAGCCCTCCCCAGCCGTCCCACGGCCTGCAGTCC
TGCCGGAACCTGCGGGGCTCACCCAAGCTGCCCGACTTCCTGCAG
CGAAACCCCCTGCCCCCCATCCTGGGCTCCCCCACCAAGGCTGTG
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CCCTCCTTTGACTTCCCGAAGACCCCCAGCTCCCAGAACCTGCTG
GCCCTCCTAGCCCGGCAGGGCGTGGTGATGACGCCCCCTCGAAAC
CGGACGCTGCCCGACCTCTCGGAGGTGGGACCCTTCCATGGTCAG
CCGTTGGGCCCTGGCCTGCGGCCAGGCGAGGACCCCAAGGGCCCC
TTTGGCCGGTCTTTCAGCACCAGCCGCCTCACTGACCTGCTCCTT
AAGGCGGCGTTTGGGACACAAGCCCCGGACCTGGGCAGCACGGAG
AGCCTGCAGGAGAAGCCCATGGAGATCGCACCCTCAGCTGGCTTT
GGAGGGAGCCTGCACCCAGGAGCCCGTGCTGGGGGCACCAGCAGC
CCTTCCCCGGTGGTCTTCACCGTGGGCTCTCCCCCGAGCGGGAGC
ACGCCCCCCCAGGGCCCCCGCACCAGGATGTTCTCAGCGGGCCCC
ACTGGCTCTGCCAGCTCTTCTGCCCGCCACCTGGTGCCTGGGCCC
TGCAGCGAGGCCCCAGCCCCTGAGCTCCCTGCTCCAGGACACGGC
TGCAGCTTTGCCGACCCCATTGCTGCGAACCTGGAGGGGGCTGTG
ACCTTCGAGGCCCCCGACCTCCCTGAGGAGACCCTCATGGAGCAA
GAGCACACGGAGATCCTGCGTGGCCTGCGCTTCACGCTGCTGTTC
GTGCAGCACGTCCTGGAGATCGCAGCCCTGAAGGGCAGCGCCAGT
GAGGCGGCGGGGGGCCCTGAGTACCAGCTGCAGGAGAGTGTGGTG
GCCGACCAGATCAGCCTGCTGAGCCGAGAATGGGGCTTCGCGGAA
CAGCTGGTGCTGTACCTGAAGGTGGCCGAGCTACTGTCCTCCGGC
CTGCAAAGTGCCATCGACCAGATCCGGGCCGGCAAGCTCTGCCTG
TCGTCCACTGTGAAGCAGGTGGTGCGCAGGCTGAATGAGCTGTAC
AAGGCCAGCGTGGTGTCCTGCCAGGGCCTGAGCCTGCGGCTGCAG
CGCTTCTTCCTGGACAAGCAGCGGCTCCTGGACCGCATTCACAGC
ATCACTGCCGAGAGGCTCATCTTCAGCCACGCTGTGCAGATGGTG
CAGTCGGCTGCCCTGGACGAGATGTTCCAGCACCGTGAGGGCTGC
GTCCCACGCTACCACAAGGCCCTGCTGCTCCTGGAGGGGCTGCAG
CACATGCTCTCGGACCAGGCCGACATCGAGAACGTCACCAAGTGC
AAGCTGTGCATTGAGCGGAGACTCTCGGCGCTGCTGACTGGCATC
TGTGCCtgagcggccgc



