Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of His-Halo-NEMO

Enzyme description:- His-Halo-NEMO (2-419)
Clone number:- DU23728

Source:- human Recombinant
Tag:- N-terminal His-TEV
Purification method:- Ni"*-NTA-Sepharose, SEC
Expression system:- E.coli

Calculated molecular mass:-

Monoisotopic 83729
Average Mass 83778
[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.54
Purity:- 90%

Enzyme storage buffer:-

50 mM HEPES pH 7.5, 150mM NaCl, ImM DTT

Storage temperature:- -80°C
Assay:- Immobilise covalently onto Chloralkane resin

and use for the capture of Met-linked and K63
linked poly ubiquitin chains.
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Division of Signal Transduction Therapy
Clone Data Sheet

Protein name His-Halo-NEMO

His-Halo-NEMO 2-419
IKK-gamma

DU23728

human

Protein: Q9Y6K9
N-terminal His-TEV-

MGSSHHHHHHENLYFQMAEIGTGFPFDPHYVEVLGERMHYVDVGPRD
GTPVLFLHGNPTSSYVWRNIIPHVAPTHRCIAPDLIGMGKSDKPDLG
YFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKG
IAFMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDONVFIEGT
LPMGVVRPLTEVEMDHYREPFLNPVDREPLWRFPNELPIAGEPANIV
ALVEEYMDWLHQSPVPKLLFWGTPGVLIPPAEAARLAKSLPNCKAVD
IGPGLNLLQEDNPDLIGSEIARWLSTLEISGGSNRHLWKSQLCEMVQ
PSGGPAADQDVLGEESPLGKPAMLHLPSEQGAPETLORCLEENQELR
DAIRQOSNQILRERCEELLHFQASOREEKEFLMCKFQEARKLVERLGL
EKLDLKRQKEQALREVEHLKRCQOOOMAEDKASVKAQVTSLLGELOQES
OSRLEAATKECQALEGRARAASEQAROLESEREALOQOQHSVQVDOLR
MQOGQSVEAALRMERQAASEEKRKLAQLOVAYHQLFQEYDNHIKSSVV
GSERKRGMQOLEDLKQOLOQAEEALVAKQOEVIDKLKEEAEQHKIVMET
VPVLKAQADIYKADFQAERQAREKLAEKKELLQEQLEQLOREYSKLK
ASCOESARIEDMRKRHVEVSQAPLPPAPAYLSSPLALPSORRSPPEE
PPDFCCPKCQYQOAPDMDTLQIHVMECIE

in bold NEMO residues 2 - 419, representing full length with the
start Met. Halo-tag in italic

TEV protease underlined
BamHI / Notl



DNA sequence
of the expression
cassette

ATGGGCAGCAGCCATCATCATCATCATCACGAAAACCTGTATTTTCAGatggc
agaaatcggtactggctttccattcgacccccattatgtggaagtcctgggceg
agcgcatgcactacgtcgatgttggtccgcgcgatggcaccecctgtgetgtte
ctgcacggtaacccgacctcctcctacgtgtggcgcaacatcatcccgcatgt
tgcaccgacccatcgctgcattgctccagacctgatcggtatgggcaaatccg
acaaaccagacctgggttatttcttcgacgaccacgtccgcttcatggatgec
ttcatcgaagccctgggtctggaagaggtcgtcctggtcattcacgactgggg
ctccgctctgggtttccactgggccaagcgcaatccagagcgcgtcaaaggta
ttgcatttatggagttcatccgccctatcccgacctgggacgaatggccagaa
tttgcccgcgagaccttccaggecctteccgcaccaccgacgtcggeccgcaaget
gatcatcgatcagaacgtttttatcgagggtacgctgccgatgggtgtcgtcce
gcccgctgactgaagtcgagatggaccattaccgcgageccgttcecctgaatcecect
gttgaccgcgagccactgtggcgcttcccaaacgagctgccaatcgccggtga
gccagcgaacatcgtcgcgctggtcgaagaatacatggactggctgcaccagt
cccctgtcccgaagectgectgttctggggcaccccaggegttectgateccaccg
gccgaagccgctcgcctggccaaaagecctgecctaactgcaaggectgtggacat
cggcccgggtctgaatctgctgcaagaagacaacccggacctgatcggcagecg
agatcgcgcgctggctgtcgacgctcgagatttccggecGGATCCAATAGGCAC
CTCTGGAAGAGCCAACTGTGTGAGATGGTGCAGCCCAGTGGTGGCCCGGCAGC
AGATCAGGACGTACTGGGCGAAGAGTCTCCTCTGGGGAAGCCAGCCATGCTGC
ACCTGCCTTCAGAACAGGGCGCTCCTGAGACCCTCCAGCGCTGCCTGGAGGAG
AATCAAGAGCTCCGAGATGCCATCCGGCAGAGCAACCAGATTCTGCGGGAGCG
CTGCGAGGAGCTTCTGCATTTCCAAGCCAGCCAGAGGGAGGAGAAGGAGTTCC
TCATGTGCAAGTTCCAGGAGGCCAGGAAACTGGTGGAGAGACTCGGCCTGGAG
AAGCTCGATCTGAAGAGGCAGAAGGAGCAGGCTCTGCGGGAGGTGGAGCACCT
GAAGAGATGCCAGCAGCAGATGGCTGAGGACAAGGCCTCTGTGAAAGCCCAGG
TGACGTCCTTGCTCGGGGAGCTGCAGGAGAGCCAGAGTCGCTTGGAGGCTGCC
ACTAAGGAATGCCAGGCTCTGGAGGGTCGGGCCCGGGCGGCCAGCGAGCAGGC
GCGGCAGCTGGAGAGTGAGCGCGAGGCGCTGCAGCAGCAGCACAGCGTGCAGG
TGGACCAGCTGCGCATGCAGGGCCAGAGCGTGGAGGCCGCGCTCCGCATGGAG
CGCCAGGCCGCCTCGGAGGAGAAGAGGAAGCTGGCCCAGTTGCAGGTGGCCTA
TCACCAGCTCTTCCAAGAATACGACAACCACATCAAGAGCAGCGTGGTGGGCA
GTGAGCGGAAGCGAGGAATGCAGCTGGAAGATCTCAAACAGCAGCTCCAGCAG
GCCGAGGAGGCCCTGGTGGCCAAACAGGAGGTGATCGATAAGCTGAAGGAGGA
GGCCGAGCAGCACAAGATTGTGATGGAGACCGTTCCGGTGCTGAAGGCCCAGG
CGGATATCTACAAGGCGGACTTCCAGGCTGAGAGGCAGGCCCGGGAGAAGCTG
GCCGAGAAGAAGGAGCTCCTGCAGGAGCAGCTGGAGCAGCTGCAGAGGGAGTA
CAGCAAACTGAAGGCCAGCTGTCAGGAGTCGGCCAGGATCGAGGACATGAGGA
AGCGGCATGTCGAGGTCTCCCAGGCCCCCTTGCCCCCCGCCCCTGCCTACCTC
TCCTCTCCCCTGGCCCTGCCCAGCCAGAGGAGGAGCCCCCCCGAGGAGCCACC
TGACTTCTGCTGTCCCAAGTGCCAGTATCAGGCCCCTGATATGGACACCCTGC
AGATACATGTCATGGAGTGCATTGAGTAGGCGGCCGC



