Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active GSK 3 beta [2 - 420]

Enzyme description:- GSK3 beta[2 - 420]
Clone number :- DU 899

Sour ce: - Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6) and EE
Purification method:- Ni#*-NTA agarose
Expression level:- 3-5mg/L

Calculated molecular mass.- 51, 020 daltons

Purity:- >85 %

Activation protocol:- Constitutively active
Enzyme stor age buffer :-

50 mM Tris-HCI pH 7.5, 50 % glycerol, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine.

Storage temperature: - -20°C
Assay:- Standard filter binding assay
Assay buffer:-

50 mM Tris-HCI pH 7.5, 0.1 % 2- mercaptoethanol, 0.1mM EGTA, 10 mM MgAc
Substrate: -

Phospho GS [Y RRAAV PPSPSL SRHSSPHQS(PO4)EDEEE]

Final concentration: 30 UM

Specific activity range: - 200 — 400 U/mg
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Clone Data Sheet
GSK3 beta[2 - 420]

GSK3 beta[2 - 420]
DU 899
Human
L 33801

N-terminal His(6) and EE (EFMPME)

MSYYHHHHHHDYDI PTTENL YFQGAMGSATMEFMPVESGRPRT TSFAE
SCKPVQQPSAFGSVKVSRDKDGSKVT TWATPGQGPDRPQEVSYTDTK
VI GNGSFGVWYQAKL CDSGEL VAI KKVL QDKRFKNREL Q' MRKL DHCN
| VRLRYFFYSSGEKKDEVYLNLVLDYVPETVYRVARHYSRAKQTLPVI
YVKLYMYQLFRSLAY!I HSFG CHRDI KPONLLLDPDTAVLKLCDFGSA
KQLVRCGEPNVSY| CSRYYRAPEL| FGATDYTSSI DVWSAGCVLAELLL
GQPI FPGDSGVDQLVEI | KVLGTPTREQ REMNPNYTEFKFPQ KAHP
W KVFRPRTPPEAI ALCSRLLEYTPTARL TPLEACAHSFFDEL RDPNV
KLPNGRDTPALFNFTTQELSSNPPLATI LI PPHARI QAAASTPTNATA
ASDANT GDRGOTNNAASASASNST

Amino acids S2 — T420 (end) of human GSK 3 beta.

Residue S38 of the fusion protein is equivalent to S2 of the native
enzyme. The His(6) tag islocated at residues 5 - 10 and the EE tag at
residues 32 - 37.

The following amino acid substitution is present:
H — L, where H350 of the native sequenceis L 386 of the fusion protein

rTEV (ENLYFQG) residues 18 - 24

BamH1/Bglll and Not1 of pFastBAC HTb
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ATGTCGTACTACCATCACCATCACCATCACGATTACGATATCCCAACG
ACCGAAAACCTGTATTTTCAGGEGCGCCATGEGATCTGCCACCATGGAG
TTCATGCCCAT GGAGT CAGGGECGECCCAGAACCACCT CCTTTGCGRAG
AGCTGCAAGCCGGT GCAGCAGCCTTCAGCT TTTGECAGCATGAAAGT T
AGCAGAGACAAGGACGGCAGCAAGGT GACAACAGT GGTGECAACTCCT
GGGCAGGGT CCAGACAGGECCACAAGAAGT CAGCTATACAGACACTAAA
GTGATTGCGAAATGCGATCATTTGGT GTGGTATATCAAGCCAAACTTTGT
GATTCAGGAGAACT GGT CGCCATCAAGAAAGTATTGCAGGACAAGAGA
TTTAAGAAT CGAGAGCTCCAGAT CATGAGAAAGCTAGATCACTGTAAC
ATAGTCCGATTGCGTTATTTCTTCTACT CCAGT GGT GAGAAGAAAGAT
GAGGTCTATCTTAATCTGGTGCTGGACTATGI TCCGGAAACAGTATAC
AGAGT TGCCAGACACTATAGT CGAGCCAAACAGACCCTCCCTGT GATT
TATGTCAAGT TGTATATGTATCAGCTGI TCCGAAGT TTAGCCTATATC
CATTCCTTTGGAATCTGCCATCGCGGATATTAAACCGCAGAACCTCTTG
TTGGATCCTGATACTGCCTGTATTAAAACTCTGTGACT TTGGAAGT GCA
AAGCAGCTGGT CCGAGGAGAACCCAATGT TTCGTATATCTGI TCTCGG
TACTATAGGGCACCAGAGT TGATCTTTGGAGCCACTGATTATACCTCT
AGTATAGATGTATGGTCTGCTGECTGI GTGTTGECTGAGCTGI TACTA
GGACAACCAATATTTCCAGGGGATAGT GGT GTGGATCAGT TGGTAGAA
ATAATCAAGGT CCTGGEGAACT CCAACAAGGGAGCAAATCAGAGAAATG
AACCCAAACTACACAGAATTTAAATTCCCTCAAATTAAGGCACATCCT
TGGACTAAGGT CTTCCGACCCCGAACT CCACCGGAGECAATTGCACTG
TGTAGCCGT CTGCTGGAGTATACACCAACT GCCCGACTAACACCACTG
GAAGCTTGTGCACATTCATTTTTTGATGAATTACGGGACCCAAATGTC
AAACTACCAAAT GGGCGAGACACACCTGCACTCTTCAACT TCACCACT
CAAGAACTGTCAAGTAATCCACCTCTGECTACCATCCTTATTCCTCCT
CATGCTCGGATTCAAGCAGCT GCTTCAACCCCCACAAATGCCACAGCA
GCGTCAGATGCTAATACT GGAGACCGT GGACAGACCAATAATGCTGCT
TCTGCATCAGCTTCCAACTCCACC ga



