Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active ULK2 [1 - 1036]

Enzyme description:- ULK2 [1 - 1036]

Clone number:- DU 30989

Source:- Recombinant

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

Purification method:- Glutathione Sepharose

Calculated molecular mass:-

Monoisotopic 140, 439.60 daltons

Average Mass 140, 529.53 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 8.57

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
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Clone Data Sheet
ULK2 [1-1036]

ULK2 [1 - 1036]
DU 30989
Human
NM_014683

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKK
FELGLEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERA
EISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFED
RLCHKTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFK
KRIEAIPQIDKYLKSSKYIAWPLQGWQATFGGGDHPPKSDLEVLF
QGPLGSPGIPGSTRAAAMEVVGDFEYSKRDLVGHGAFAVVFRGRH
ROKTDWEVAIKSINKKNLSKSQILLGKEIKILKELQHENIVALYD
VOELPNSVFLVMEYCNGGDLADYLOAKGTLSEDTIRVFLHQIAAA
MRILHSKGIIHRDLKPONILLSYANRRKSSVSGIRIKIADFGFAR
YLHSNMMAATLCGSPMYMAPEVIMSQHYDAKADLWSIGTVIYQCL
VGKPPFQANSPQODLRMFYEKNRSLMPSIPRETSPYLANLLLGLLQ
RNOKDRMDFEAFFSHPFLEQGPVKKSCPVPVPMYSGSVSGSSCGS
SPSCRFASPPSLPDMOHIQEENLSSPPLGPPNYLQVSKDSASTSS
KNSSCDTDDFVLVPHNISSDHSCDMPMGTAGRRASNEFLVCGGQOC
OPTVSPHSETAPIPVPTQIRNYQRIEQONLTSTASSGTNVHGSPRS
AVVRRSNTSPMGFLRPGSCSPVPADTAQTVGRRLSTGSSRPYSPS
PLVGTIPEQFSQCCCGHPQGHDSRSRNSSGSPVPQAQSPOSLLSG
ARLQOSAPTLTDIYONKOKLRKQHSDPVCPSHTGAGYSYSPQPSRP
GSLGTSPTKHLGSSPRSSDWFFKTPLPTIIGSPTKTTAPFKIPKT
OASSNLLALVTRHGPAEEQSKDGNEPRECAHCLLVQGSERQRAEQ
OSKAVFGRSVSTGKLSDQOGKTPICRHQGSTDSLNTERPMDIAPA
GACGGVLAPPAGTAASSKAVLFTVGSPPHSAAAPTCTHMFLRTRT
TSVGPSNSGGSLCAMSGRVCVGSPPGPGFGSSPPGAEAAPSLRYV
PYGASPPSLEGLITFEAPELPEETLMEREHTDTLRHLNVMLMFTE
CVLDLTAMRGGNPELCTSAVSLYQIQESVVVDQISQLSKDWGRVE
OLVLYMKAAQLLAASLHLAKAQIKSGKLSPSTAVKOVVKNLNERY
KFCITMCKKLTEKLNRFFSDKORFIDEINSVTAEKLIYNCAVEMV
OSAALDEMFQQOTEDIVYRYHKAALLLEGLSRILODPADIENVHKY
KCSIERRLSALCHSTATV

Amino acids M1 — V1036 (end) of human ULK?2.
Residue M243 of the fusion protein is equivalent to M1 of the
native enzyme. The GST tag is located at residues 1 - 220.
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Protease cleavage PreScission (LEVLFQGP) residues 221 - 228

Cloning sites Notl sites of pFB-GST



Nucleotide
sequence of insert
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gcggccgcgATGGAGGTGGTGGGTGACTTCGAGTACAGCAAGAGG
GATCTCGTGGGACACGGGGCCTTCGCCGTGGTCTTCCGGGGGCGG
CACCGCCAGAAAACTGATTGGGAGGTAGCTATTAAAAGTATTAAT
AAAAAGAACTTGTCAAAATCACAAATACTGCTTGGAAAGGAAATT
AAAATCTTAAAGGAACTTCAGCATGAAAATATTGTAGCACTCTAT
GATGTTCAGGAATTACCCAACTCTGTCTTTTTGGTGATGGAGTAT
TGCAATGGTGGAGACCTCGCAGATTATTTGCAAGCGAAAGGGACT
CTCAGTGAAGACACGATCAGAGTGTTTCTGCATCAGATTGCTGCT
GCCATGCGAATCCTGCACAGCAAAGGAATCATCCACAGAGATCTC
AAACCACAGAACATCTTGCTGTCCTATGCCAATCGCAGAAAATCA
AGTGTCAGTGGTATTCGCATCAAAATAGCGGATTTTGGTTTTGCT
CGTTACCTACATAGTAACATGATGGCTGCAACACTGTGTGGATCC
CCGATGTACATGGCTCCTGAGGTTATTATGTCTCAACATTATGAT
GCTAAGGCTGACTTGTGGAGCATAGGAACAGTGATATACCAATGC
CTAGTTGGAAAACCACCTTTTCAGGCCAATAGTCCTCAAGACTTA
AGGATGTTTTATGAAAAAAACAGGAGCTTAATGCCTAGTATTCCC
AGAGAAACATCACCTTATTTGGCTAATCTCCTTTTGGGTTTGCTT
CAGAGAAACCAAAAAGATAGAATGGACTTTGAAGCGTTTTTTAGC
CATCCTTTTCTTGAGCAAGGTCCAGTAAAAAAATCTTGCCCAGTT
CCAGTGCCCATGTATTCTGGTTCTGTCTCTGGAAGCTCCTGTGGC
AGCTCTCCATCTTGTCGTTTTGCTTCTCCACCATCCCTTCCAGAT
ATGCAGCATATTCAGGAAGAAAACTTATCTTCCCCACCATTGGGT
CCTCCCAACTATCTACAAGTTTCCAAAGATTCTGCCAGTACTAGT
AGCAAGAACTCTTCTTGTGACACGGATGACTTTGTTTTGGTGCCA
CACAACATCTCGTCAGACCACTCATGTGATATGCCAATGGGGACT
GCTGGCAGACGTGCTTCAAATGAATTCTTGGTGTGTGGAGGGCAG
TGTCAGCCTACTGTGTCACCTCACAGCGAAACAGCACCAATTCCA
GTTCCTACTCAAATAAGGAATTATCAGCGCATAGAGCAGAATCTT
ACATCTACTGCCAGCTCAGGCACAAATGTACATGGTTCTCCAAGA
TCTGCAGTGGTACGAAGGTCCAACACCAGCCCCATGGGCTTCCTC
CGGCCGGGATCATGCTCCCCAGTACCAGCAGACACAGCACAGACA
GTTGGACGAAGGCTCTCCACTGGGTCTTCTAGGCCTTACTCACCT
TCCCCTTTGGTTGGTACCATTCCTGAGCAATTCAGTCAGTGCTGC
TGTGGGCATCCTCAGGGCCATGACTCCAGGAGTAGAAACTCCTCA
GGTTCTCCAGTGCCACAAGCTCAGTCCCCACAGTCTCTCTTATCG
GGTGCTAGACTGCAGAGCGCCCCCACCCTCACTGACATCTATCAG
AACAAGCAGAAGCTCAGAAAACAGCACTCTGACCCCGTGTGCCCA
TCCCATACTGGGGCTGGGTACAGCTACTCGCCTCAGCCCAGTCGG
CCTGGCAGCCTTGGAACTTCTCCCACCAAGCACTTGGGGTCCTCT
CCACGGAGTTCTGACTGGTTCTTTAAAACTCCTTTGCCAACAATC
ATTGGCTCTCCTACTAAGACCACAGCTCCTTTCAAAATCCCTAAA
ACTCAAGCATCTTCCAACCTGTTAGCCTTGGTTACTCGTCATGGG
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CCTGCTGAAGAACAGTCGAAAGATGGGAATGAGCCACGGGAATGT
GCCCATTGCCTCTTAGTGCAAGGAAGTGAGAGGCAGCGGGCCGAG
CAGCAGAGCAAGGCAGTGTTTGGCAGATCTGTCAGTACCGGGAAG
TTATCAGATCAACAAGGAAAGACTCCTATATGTCGACATCAGGGC
AGCACAGACAGTTTAAATACAGAACGACCAATGGATATAGCTCCG
GCAGGAGCCTGTGGTGGTGTTCTGGCACCTCCTGCAGGTACAGCA
GCAAGTTCCAAGGCTGTCCTCTTCACTGTAGGGTCTCCTCCACAC
AGTGCGGCAGCCCCCACTTGTACCCACATGTTCCTTCGAACAAGA
ACAACCTCAGTGGGGCCCAGCAACTCCGGGGGCTCTCTTTGTGCC
ATGAGTGGCCGCGTGTGCGTGGGGTCCCCGCCTGGCCCAGGCTTC
GGCTCTTCCCCTCCAGGAGCAGAGGCAGCTCCCAGCCTGAGATAC
GTGCCTTACGGTGCTTCACCCCCCAGCCTAGAGGGGCTCATCACC
TTTGAAGCCCCTGAACTGCCGGAGGAGACGCTGATGGAGCGGGAA
CACACAGACACCTTACGCCATCTGAATGTGATGCTGATGTTCACT
GAGTGTGTGCTGGACCTGACAGCCATGAGGGGAGGAAACCCTGAG
CTGTGCACATCTGCTGTGTCCTTGTACCAGATCCAGGAGAGTGTG
GTGGTGGACCAAATCAGTCAGCTGAGCAAAGACTGGGGGCGGGTG
GAGCAGCTGGTGTTGTACATGAAAGCAGCACAGCTGCTTGCGGCT
TCTCTGCATCTTGCCAAAGCCCAGATCAAGTCCGGGAAACTGAGT
CCATCCACAGCTGTGAAACAAGTTGTCAAGAATCTGAACGAACGA
TATAAATTCTGCATCACCATGTGCAAGAAACTTACAGAAAAGCTG
AATCGATTCTTCTCTGACAAACAGAGGTTTATTGATGAAATCAAC
AGTGTGACTGCAGAGAAACTCATCTATAATTGTGCTGTAGAAATG
GTTCAGTCTGCAGCCCTGGATGAGATGTTTCAGCAGACCGAAGAT
ATTGTTTATCGCTATCATAAGGCAGCCCTTCTTTTGGAAGGCCTA
AGTAGGATTCTACAGGACCCTGCAGATATTGAAAATGTGCATAAA
TATAAATGTAGTATTGAGAGAAGACTGTCGGCGCTCTGCCATAGC
ACCGCAACCGTGtgagcggceccgce



