Division of Signal Transduction Therapy

Standard Operating Procedure

Preparation of active Diacylglyerol Kinase beta isoform 1 [1 - 804]

Enzyme description:- DGK beta [1 - 804]

Clone number:- DU 9153

Source:- Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)

Purification method:- Ni**-NTA agarose

Expression level:- 4 mg/L.

Calculated molecular mass:-

Monoisotopic 95, 295.55 daltons

Average Mass 95, 357.49 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 7.70

Purity:- >80 %

Activation protocol:- Constitutively active

Enzyme storage buffer:-
50 mM HEPES pH 7.0, 150 mM NacCl, 20 % glycerol, 5 mM DTT

Storage temperature:- -70 °C
Assay:- ADP Glo

Assay buffer:-
20 mM Tris-HCI, 67 mM KCl, 1 mM DTT, 0.05 mg/ml BSA, 10 mM MgCl,

Substrate:-
Diacylglycerol Final concentration: 0.1 mM

Specific activity range:- To be determined
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Clone Data Sheet

Diacylglyerol Kinase beta isoform 1 [1 — 804]

Protein

Clone number
Species

Accession number
Tags

Baculovirus
Expressed protein

Native sequence

Protease cleavage

Cloning sites

DGK beta [1 - 804]
DU 9153

Human

NM_004080.2
N-terminal His(6)

MSYYHHHHHHDYDIPTTENLYFQGAMGIRNSKAYVDELTSMTNQEKWAH
LSPSEFSQLOKYAEYSTKKLKDVLEEFHGNGVLAKYNPEGKQDILNOQTI
DFEGFKLFMKTFLEAELPDDFTAHLFMSFSNKFPHSSPMVKSKPALLSG
GLRMNKGAITPPRTTSPANTCSPEVIHLKDIVCYLSLLERGRPEDKLEF
MFRLYDTDGNGFLDSSELENIISQMMHVAEYLEWDVTELNPILHEMMEE
IDYDHDGTVSLEEWIQGGMTTIPLLVLLGLENNVKDDGOQHVWRLKHFNK
PAYCNLCLNMLIGVGKQGLCCSFCKYTVHERCVARAPPSCIKTYVKSKR
NTDVMHHYWVEGNCPTKCDKCHKTVKCYQGLTGLHCVWCOQITLHNKCAS
HLKPECDCGPLKDHILPPTTICPVVLOTLPTSGVSVPEERQSTVKKEKS
GSQQPNKVIDKNKMORANSVTVDGOGLOQVTPVPGTHPLLVFVNPKSGGK
QOGERIYRKFQYLLNPROVYSLSGNGPMPGLNFFRDVPDFRVLACGGDGT
VGWVLDCIEKANVGKHPPVAILPLGTGNDLARCLRWGGGYEGENLMKIL
KDIENSTEIMLDRWKFEVIPNDKDEKGDPVPYSIINNYFSIGVDASIAH
RFHIMREKHPEKFNSRMKNKFWYFEFGTSETFSATCKKLHESVEIECDG
VOIDLINISLEGIAILNIPSMHGGSNLWGESKKRRSHRRIEKKGSDKRT
TVIDAKELKFASQDLSDOLLEVVGLEGAMEMGQIYTGLKSAGRRLAQCS
CVVIRTSKSLPMOQIDGEPWMQTPCTIKITHKNQAPMLMGPPPKTGLFCS
LVKRTRNRSKE

Amino acids M1 — E804 (end) of human DGK beta isoform 1.
Residue M41 of the fusion protein is equivalent to M1 of the native
enzyme. The His(6) tag is located at residues 5 — 10.

rTEV (ENLYFQG) residues 18 — 24

Spel and Kpnl of pFastBac HTc



Nucleotide
of sequence of
insert
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actagtATGACAAACCAGGAAAAATGGGCCCACCTCAGCCCTTCGGAAT
TTTCCCAACTTCAGAAATATGCTGAGTATTCTACAAAGAAATTAAAGGA
TGTTCTTGAAGAATTCCATGGTAATGGTGTGCTTGCAAAGTATAATCCT
GAAGGGAAACAAGACATTCTTAACCAAACAATAGATTTTGAAGGTTTCA
AACTATTCATGAAGACATTCCTGGAAGCCGAGCTTCCTGATGATTTCAC
TGCACACCTTTTCATGTCATTTAGCAACAAGTTTCCTCATTCTAGTCCA
ATGGTAAAAAGTAAGCCTGCTCTCCTATCAGGCGGTCTGAGAATGAATA
AAGGTGCCATCACCCCTCCCCGAACTACTTCTCCTGCAAATACGTGTTC
CCCAGAAGTAATCCATCTGAAGGACATTGTCTGTTACCTGTCTCTGCTT
GAAAGAGGAAGACCTGAGGATAAGCTTGAGTTTATGTTTCGCCTTTATG
ACACGGATGGGAATGGCTTCCTGGACAGCTCGGAGCTAGAAAATATCAT
CAGTCAGATGATGCATGTTGCAGAATACCTTGAGTGGGATGTCACTGAA
CTTAATCCAATCCTCCATGAAATGATGGAAGAAATTGACTATGATCATG
ATGGAACCGTGTCTCTGGAGGAATGGATTCAAGGAGGAATGACAACGAT
TCCACTTCTTGTGCTCCTGGGCTTAGAAAATAACGTGAAGGATGATGGA
CAGCACGTGTGGCGACTGAAGCACTTTAACAAACCTGCCTATTGCAACC
TTTGCCTGAACATGCTGATTGGCGTGGGGAAGCAGGGCCTCTGCTGTTC
CTTCTGCAAGTACACAGTCCATGAGCGCTGTGTGGCTCGAGCACCTCCC
TCTTGCATCAAGACCTATGTGAAGTCCAAAAGGAACACTGATGTCATGC
ACCATTACTGGGTTGAAGGTAACTGCCCAACCAAGTGTGATAAGTGCCA
CAAAACTGTTAAATGTTACCAGGGCCTGACAGGACTGCATTGTGTTTGG
TGTCAGATCACACTGCATAATAAATGTGCTTCTCATCTAAAACCTGAAT
GTGACTGTGGACCTTTGAAGGACCATATTTTACCACCCACAACAATCTG
TCCAGTGGTACTGCAGACTCTGCCCACTTCAGGAGTTTCAGTTCCTGAG
GAAAGACAATCAACAGTGAAAAAGGAAAAGAGTGGTTCCCAGCAGCCAA
ACAAAGTGATTGACAAGAATAAAATGCAAAGAGCCAACTCTGTTACTGT
AGATGGACAAGGCCTGCAGGTCACTCCTGTGCCTGGTACTCACCCACTT
TTAGTTTTTGTGAACCCCAAAAGTGGTGGAAAACAAGGAGAACGAATTT
ACAGAAAATTCCAGTATCTATTAAATCCTCGTCAGGTTTACAGTCTTTC
TGGAAATGGACCAATGCCAGGGTTAAACTTTTTCCGTGATGTTCCTGAC
TTCAGAGTGTTAGCCTGTGGTGGAGATGGAACCGTGGGCTGGGTTTTGG
ATTGCATAGAAAAGGCCAATGTAGGCAAGCATCCTCCAGTTGCGATTCT
GCCTCTTGGGACTGGCAATGATCTAGCAAGATGCCTGCGATGGGGAGGA
GGTTACGAAGGTGAGAATCTGATGAAAATTCTAAAAGACATTGAAAACA
GCACAGAAATCATGTTGGACAGGTGGAAGTTTGAAGTCATACCTAATGA
CAAAGATGAGAAAGGAGACCCAGTGCCTTACAGTATCATCAATAATTAC
TTTTCCATTGGCGTGGATGCCTCCATTGCACACAGATTCCACATCATGA
GAGAAAAACACCCAGAGAAATTCAACAGTAGAATGAAGAACAAATTTTG
GTATTTTGAGTTTGGCACATCTGAAACTTTCTCAGCCACCTGCAAGAAG
CTACATGAATCTGTAGAAATAGAATGTGATGGAGTACAGATAGATTTAA
TAAACATCTCTCTGGAAGGAATTGCTATTTTGAATATACCAAGCATGCA
TGGAGGATCCAATCTTTGGGGAGAGTCTAAGAAAAGACGAAGCCATCGA
CGAATAGAGAAAAAAGGGTCTGACAAAAGGACCACCGTCACAGATGCCA
AAGAGTTGAAGTTTGCAAGTCAAGATCTCAGTGACCAGCTGCTGGAGGT
GGTCGGCTTGGAAGGAGCCATGGAGATGGGGCAAATATACACAGGCCTG
AAAAGTGCTGGCCGGCGGCTGGCTCAGTGTTCCTGCGTGGTCATCAGGA
CGAGCAAGTCTCTGCCAATGCAAATTGATGGGGAGCCATGGATGCAGAC
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CCCATGCACAATAAAAATTACACACAAGAACCAAGCCCCAATGCTGATG
GGCCCGCCTCCAAAAACCGGTTTATTCTGCTCCCTCGTCAAAAGGACAA
GAAACCGAAGCAAGGAAtaggtacc



