Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active PI3 kinase gamma [2 — 1102]

Enzyme description:- PI3 kinase gamma [2 — 1102]

Clone number:- DU 1747

Source:- Recombinant

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

Purification method:- Ni**-NTA agarose

Calculated molecular mass:-

Monoisotopic 129, 611.53 daltons

Average Mass 129, 694.07 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 6.93

Purity:- 80 %

Activation protocol:- Constitutively active

Enzyme storage buffer:-

50mM Hepes/NaOH pH7.0, 150 mM NaCl, 5 mM DTT, 20 % glycerol

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

12.5 mM glycine-NaOH pH 8.5, 50 mM KCl, 1 mM DTT, 0.05 % CHAPS, 2.5 mM
MgClz

Substrate:-
P1(4,5)P.diC8 Final concentration: 0.05 mM
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Clone Data Sheet
PI3 kinase gamma [2 — 1102]

PI3 kinase gamma [2 — 1102]
DU 1747

Human

NM_002649

N-terminal His(6)

MSYYHHHHHHDYDIPTTENLYFQGAMGSELENYKQPVVLREDNCRRRRR
MKPRSAAASLSSMELIPIEFVLPTSQRKCKSPETALLHVAGHGNVEQMK
AQVWLRALETSVAADFYHRLGPHHFLLLYQKKGOWYEIYDKYQVVQTLD
CLRYWKATHRSPGQIHLVQRHPPSEESQAFQROLTALIGYDVTDVSNVH
DDELEFTRRGLVTPRMAEVASRDPKLYAMHPWVTSKPLPEYLWKKIANN
CIFIVIHRSTTSQTIKVSPDDTPGAILQSFFTKMAKKKSLMDIPESQSE
ODFVLRVCGRDEYLVGETPIKNFOWVRHCLKNGEEIHVVLDTPPDPALD
EVRKEEWPLVDDCTGVTGYHEQLTIHGKDHESVFTVSLWDCDRKFRVKI
RGIDIPVLPRNTDLTVFVEANIQHGQQVLCORRTSPKPFTEEVLWNVWL
EFSIKIKDLPKGALLNLQIYCGKAPALSSKASAESPSSESKGKVOLLYY
VNLLLIDHRFLLRRGEYVLHMWQISGKGEDQGSFNADKLTSATNPDKEN
SMSISILLDNYCHPIALPKHQPTPDPEGDRVRAEMPNOLRKOLEAIIAT
DPLNPLTAEDKELLWHFRYESLKHPKAYPKLFSSVKWGQQOEIVAKTYQL
LARREVWDQSALDVGLTMQOLLDCNFSDENVRAIAVOKLESLEDDDVLHY
LLOLVOAVKFEPYHDSALARFLLKRGLRNKRIGHFLFWFLRSEIAQSRH
YOORFAVILEAYLRGCGTAMLHDFTQQVQVIEMLOKVTLDIKSLSAEKY
DVSSQVISQOLKOKLENLONSQLPESFRVPYDPGLKAGALAIEKCKVMAS
KKKPLWLEFKCADPTALSNETIGIIFKHGDDLRODMLILQILRIMESIW
ETESLDLCLLPYGCISTGDKIGMIEIVKDATTIAKIQQSTVGNTGAFKD
EVLNHWLKEKSPTEEKFQAAVERFVYSCAGYCVATFVLGIGDRHNDNIM
ITETGNLFHIDFGHILGNYKSFLGINKERVPFVLTPDFLFVMGTSGKKT
SPHFQKFQODICVKAYLALRHHTNLLIILFSMMLMTGMPQOLTSKEDIEYI
RDALTVGKNEEDAKKYFLDQIEVCRDKGWTVQFNWFLHLVLGIKQGEKH
SA

Amino acids E2 — A1102 (end) of human PI3 kinase gamma.
Residue E29 of the fusion protein is equilivalent to E2 of the native
enzyme. The His(6) tag is located at residues 5 - 10

rTEV site (ENLYFQG) is residues 18 — 24

BamHI and Notl site of pFastBAC HTb



Nucleotide
sequence of insert
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GGATCCGAGCTGGAGAACTATAAACAGCCCGTGGTGCTGAGAGAGGACA
ACTGCCGAAGGCGCCGGAGGATGAAGCCGCGCAGTGCTGCGGCCAGCCT
GTCCTCCATGGAGCTCATCCCCATCGAGTTCGTGCTGCCCACCAGCCAG
CGCAAATGCAAGAGCCCCGAAACGGCGCTGCTGCACGTGGCCGGCCACG
GCAACGTGGAGCAGATGAAGGCCCAGGTGTGGCTGCGAGCGCTGGAGAC
CAGCGTGGCGGCGGACTTCTACCACCGGCTGGGACCGCATCACTTCCTC
CTGCTCTATCAGAAGAAGGGGCAGTGGTACGAGATCTACGACAAGTACC
AGGTGGTGCAGACTCTGGACTGCCTGCGCTACTGGAAGGCCACGCACCG
GAGCCCGGGCCAGATCCACCTGGTGCAGCGGCACCCGCCCTCCGAGGAG
TCCCAAGCCTTCCAGCGGCAGCTCACGGCGCTGATTGGCTATGACGTCA
CTGACGTCAGCAACGTGCACGACGATGAGCTGGAGTTCACGCGCCGTGG
CTTGGTGACCCCGCGCATGGCGGAGGTGGCCAGCCGCGACCCCAAGCTC
TACGCCATGCACCCGTGGGTGACGTCCAAGCCCCTCCCGGAGTACCTGT
GGAAGAAGATTGCCAACAACTGCATCTTCATCGTCATTCACCGCAGCAC
CACCAGCCAGACCATTAAGGTCTCACCCGACGACACCCCCGGCGCCATC
CTGCAGAGCTTCTTCACCAAGATGGCCAAGAAGAAATCTCTGATGGATA
TTCCCGAAAGCCAAAGCGAACAGGATTTTGTGCTGCGCGTCTGTGGCCG
GGATGAGTACCTGGTGGGCGAAACGCCCATCAAAAACTTCCAGTGGGTG
AGGCACTGCCTCAAGAACGGAGAAGAGATTCACGTGGTACTGGACACGC
CTCCAGACCCGGCCCTAGACGAGGTGAGGAAGGAAGAGTGGCCGCTGGT
GGATGACTGCACGGGAGTCACCGGCTACCATGAGCAGCTTACCATCCAC
GGCAAGGACCACGAGAGTGTGTTCACCGTGTCCCTGTGGGACTGCGACC
GCAAGTTCAGGGTCAAGATCAGAGGCATTGATATCCCCGTCCTGCCTCG
GAACACCGACCTCACAGTTTTTGTAGAGGCAAACATCCAGCATGGGCAA
CAAGTCCTTTGCCAAAGGAGAACCAGCCCCAAACCCTTCACAGAGGAGG
TGCTGTGGAATGTGTGGCTTGAGTTCAGTATCAAAATCAAAGACTTGCC
CAAAGGGGCTCTACTGAACCTCCAGATCTACTGCGGTAAAGCTCCAGCA
CTGTCCAGCAAGGCCTCTGCAGAGTCCCCCAGTTCTGAGTCCAAGGGCA
AAGTTCAGCTTCTCTATTATGTGAACCTGCTGCTGATAGACCACCGTTT
CCTCCTGCGCCGTGGAGAATACGTCCTCCACATGTGGCAGATATCTGGG
AAGGGAGAAGACCAAGGAAGCTTCAATGCTGACAAACTCACGTCTGCAA
CTAACCCAGACAAGGAGAACTCAATGTCCATCTCCATTCTTCTGGACAA
TTACTGCCACCCGATAGCCCTGCCTAAGCATCAGCCCACCCCTGACCCG
GAAGGGGACCGGGTTCGAGCAGAAATGCCCAACCAGCTTCGCAAGCAAT
TGGAGGCGATCATAGCCACTGATCCACTTAACCCTCTCACAGCAGAGGA
CAAAGAATTGCTCTGGCATTTTAGATACGAAAGCCTTAAGCACCCAAAA
GCATATCCTAAGCTATTTAGTTCAGTGAAATGGGGACAGCAAGAAATTG
TGGCCAAAACATACCAATTGTTGGCCAGAAGGGAAGTCTGGGATCAAAG
TGCTTTGGATGTTGGGTTAACAATGCAGCTCCTGGACTGCAACTTCTCA
GATGAAAATGTAAGAGCCATTGCAGTTCAGAAACTGGAGAGCTTGGAGG
ACGATGATGTTCTGCATTACCTTCTACAATTGGTCCAGGCTGTGAAATT
TGAACCATACCATGATAGCGCCCTTGCCAGATTTCTGCTGAAGCGTGGT
TTAAGAAACAAAAGAATTGGTCACTTTTTGTTTTGGTTCTTGAGAAGTG
AGATAGCCCAGTCCAGACACTATCAGCAGAGGTTCGCTGTGATTCTGGA
AGCCTATCTGAGGGGCTGTGGCACAGCCATGCTGCACGACTTTACCCAA
CAAGTCCAAGTAATCGAGATGTTACAAAAAGTCACCCTTGATATTAAAT
CGCTCTCTGCTGAAAAGTATGACGTCAGTTCCCAAGTTATTTCACAACT
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TAAACAAAAGCTTGAAAACCTGCAGAATTCTCAACTCCCCGAAAGCTTT
AGAGTTCCATATGATCCTGGACTGAAAGCAGGAGCGCTGGCAATTGAAA
AATGTAAAGTAATGGCCTCCAAGAAAAAACCACTATGGCTTGAGTTTAA
ATGTGCCGATCCTACAGCCCTATCAAATGAAACAATTGGAATTATCTTT
AAACATGGTGATGATCTGCGCCAAGACATGCTTATTTTACAGATTCTAC
GAATCATGGAGTCTATTTGGGAGACTGAATCTTTGGATCTATGCCTCCT
GCCATATGGTTGCATTTCAACTGGTGACAAAATAGGAATGATCGAGATT
GTGAAAGACGCCACGACAATTGCCAAAATTCAGCAAAGCACAGTGGGCA
ACACGGGAGCATTTAAAGATGAAGTCCTGAATCACTGGCTCAAAGAAAA
ATCCCCTACTGAAGAAAAGTTTCAGGCAGCAGTGGAGAGATTTGTTTAT
TCCTGTGCAGGCTACTGTGTGGCAACCTTTGTTCTTGGAATAGGCGACA
GACACAATGACAATATTATGATCACCGAGACAGGAAACCTATTTCATAT
TGACTTCGGGCACATTCTTGGGAATTACAAAAGTTTCCTGGGCATTAAT
AAAGAGAGAGTGCCATTTGTGCTAACCCCTGACTTCCTCTTTGTGATGG
GAACTTCTGGAAAGAAGACAAGCCCACACTTCCAGAAATTTCAGGACAT
CTGTGTTAAGGCTTATCTAGCCCTTCGTCATCACACAAACCTACTGATC
ATCCTGTTCTCCATGATGCTGATGACAGGAATGCCCCAGTTAACAAGCA
AAGAAGACATTGAATATATCCGGGATGCCCTCACAGTGGGGAAAAATGA
GGAGGATGCTAAAAAGTATTTTCTTGATCAGATCGAAGTTTGCAGAGAC
AAAGGATGGACTGTGCAGTTTAATTGGTTTCTACATCTTGTTCTTGGCA
TCAAACAAGGAGAGAAACATTCAGCCtaagcggccgc



