Division of Signal Transduction Therapy
Standard Operation Procedure

Preparation of His-USP10 C424S

Enzyme description:- His-USP10 C424S
Clone number:- DU22202
Source:- Sf21 Recombinant
Tag:- N-terminal His
Purification method:- Ni™*-Sepharose
Expression level:- 10 mg/L.

Calculated molecular mass:-

Monoisotopic 91881 Da
Average Mass 91935 Da
[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 5.39
Purity:- 90%

Enzyme storage buffer:-

50mM HEPES pH 7.5, 10% glycerol, 150mM NaCl, ImM DTT

Storage temperature:- -80°C

Assay:-

Ub-Rho110-Gly cleavage assay monitored by Ex/Em 485/535 nm

Assay buffer:-

40 mM Tris pH 7.5, 100 mM NaCl, 5 mM DTT, 0.01% Triton X-100, 0.005% Ovalbumin,
0.5 uM Ub-Rho110-Gly
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His-USP10 C424S

His-USP10

DU22202

Human

Protein: Q14694 DNA: NM_005153.2
N-terminal His, tag

MSYYHHHHHHDYDIPTTENLYFQGAMGSGIQRPTSTSSLVAAAMALHSPQYIF
GDFSPDEFNQFFVTPRSSVELPPYSGTVLCGTQAVDKLPDGOEYQRIEFGVDE
VIEPSDTLPRTPSYSISSTLNPQAPEFILGCTASKITPDGITKEASYGSIDCQ
YPGSALALDGSSNVEAEVLENDGVSGGLGOQRERKKKKKRPPGYYSYLKDGGDD
SISTEALVNGHANSAVPNSVSAEDAEFMGDMPPPLTPRTCNSPONSTDSVSDI
VPDSPFPGALGSDTRTAGQPEGGPGADFGQSCFPAEAGRDTLSRTAGAQPCVG
TDTTENLGVANGQILESSGEGTATNGVELHTTESIDLDPTKPESASPPADGTG
SASGTLPVSQPKSWASLFHDSKPSSSSPVAYVETKYSPPAISPLVSEKQVEVK
EGLVPVSEDPVAIKIAELLENVTLIHKPVSLOPRGLINKGNWSYINATLQALV
ASPPMYHLMKFIPLYSKVORPCTSTPMIDSFVRLMNEFTNMPVPPKPRQALGD
KIVRDIRPGAAFEPTYIYRLLTVNKSSLSEKGROQEDAEEYLGFILNGLHEEML
NLKKLLSPSNEKLTISNGPKNHSVNEEEQEEQGEGSEDEWEQVGPRNKTSVTR
OADFVOTPITGIFGGHIRSVVYQOSSKESATLOPFFTLOLDIQSDKIRTVQDA
LESLVARESVQGYTTKTKOQEVEISRRVTLEKLPPVLVLHLKRFVYEKTGGCOK
LIKNIEYPVDLEISKELLSPGVKNKNFKCHRTYRLFAVVYHHGNSATGGHYTT
DVFQIGLNGWLRIDDOQTVKVINQYQOVVKPTAERTAYLLYYRRVDLL

in bold

TEV cleavage site underlined



DNA sequence of
insert

GCGGCCGCgatggccctccacagecccgcagtatatttttggagattttagecce
tgatgaattcaatcaattctttgtgactcctcgatcttcagttgagecttecte
catacagtggaacagttctgtgtggcacacaggctgtggataaactacctgat
ggacaagaatatcagagaattgagtttggtgtcgatgaagtcattgaacccag
tgacactttgccgagaacccccagctacagtatttcaagcacactgaaccctce
aggcccctgaatttattctcggttgtacagcttccaaaataacccctgatggt
atcactaaagaagcaagctatggctccatcgactgccagtacccaggctctge
cctcgctttggatggaagttctaatgtggaggcggaagttttggaaaatgatg
gtgtctcaggtggtcttggacaaagggagcgtaaaaagaagaaaaagcggcca
cctggatattacagctatttgaaagatggtggcgatgatagtatctccacaga
agccctggtcaatggccatgccaattcagcagtcccgaacagtgtcagtgcag
aggatgcagaatttatgggtgacatgcctccgccacttacgcccaggacttgt
aacagcccccagaactccacagactctgtcagtgacattgtgecctgacagtcec
tttccccggagcactcggcagtgacaccaggactgcagggcagccagaggggyg
gccccggggctgattttggtcagtecctgettececctgcagaggectggcagagac
accctgtcaaggacagctggggctcagccctgcgttggtaccgatactactga
aaaccttggagttgctaatggacaaatacttgaatcctcgggtgagggcacag
ctaccaacggggtggagttgcacaccacggaaagcatagacttggacccaacc
aaacccgagagtgcatcacctcctgctgacggcacgggctctgcatcaggcac
ccttcctgtcagccagcccaagtecctgggeccagectectttcatgattectaage
cctcttecctectecgecggtggectatgtggaaactaagtatteccecteccgece
atatctcccctggtttctgaaaagcaggttgaagtcaaagaagggcttgttcce
ggtttcagaggatcctgtagccataaagattgcagagttgctggagaatgtaa
ccctaatccataaaccagtgtcgttgcaaccccgtgggctgatcaataaaggg
aactggtcttacattaatgctacactgcaggcattggttgcttgcccgeccgat
gtaccacctgatgaagttcattcctctgtattccaaagtgcaaaggccttgta
cgtcaacacccatgatagacagctttgttcggctaatgaatgagttcactaat
atgccagtacctccaaaaccccgacaagctcttggagataaaatcgtgaggga
tattcgccctggagctgectttgagecccacatatatttacagactcctgacag
ttaacaagtcaagcctgtctgaaaagggtcgacaagaagatgctgaggaatac
ttaggcttcattctaaatggacttcatgaggaaatgttgaacctaaagaagct
tctctcaccaagtaatgaaaaacttacgatttccaacggccccaaaaaccact
cggtcaatgaagaagagcaggaagaacaaggtgaaggaagcgaggatgaatgg
gaacaagtgggcccccggaacaagacttccgtcacccgccaggecggattttgt
tcagactccaatcaccggcatttttggtggacacatcaggtctgtggtttacc
agcagagttcaaaagaatctgccactttgcagccatttttcacgttgcagttg
gatatccagtcagacaagatacgcacagtccaggatgcactggagagcttggt
ggcaagagaatctgtccaaggttataccacaaaaaccaaacaagaggttgaga
taagtcgaagagtgactctggaaaaactccctcctgtcctecgtgectgecacctg
aaacgattcgtttatgagaagactggtgggtgccagaagcttatcaaaaatat
tgaatatcctgtggacttggaaattagtaaagaactgctttctccaggggtta
aaaataagaattttaaatgccaccgaacctatcggctctttgcagtggtctac
catcacggcaacagtgcgacgggcggccattacactacagacgtcttccagat
cggtctgaatggctggctgcgcatcgatgaccagacagtcaaggtgatcaacc
agtaccaggtggtgaaaccaactgctgaacgcacagcctacctcctgtattac
cgccgagtggacctgctgtaaGCGGCCGC



