Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active CAK1[2 - 368]

Enzyme description:- CAK1[2-368]
Clone Number :- DU 1089

Sour ce: - Recombinant
Expression system:- E.coli

Tag:- N-terminal GST and C-terminal His(6) tag
Purification method:- GSH Sepharose
Expression level:- <100 pg/L
Calculated molecular mass.- 69, 801 daltons
Purity:- 70 %

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

50 mM Tris-HCI pH 7.5, 270 mM Sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine.

Stor age temper atur e: - -70°C

Assay:-

Two step assay in which CAK1 activates CDK 2 [DU 1043] / cyclin A2 [DU 1064].
The activity of CDK2 / cyclin A2 isthen assayed against Histone H1 as a substrate (fina
concentration of 1 mg/ml) in the standard filter binding assay.

Assay buffer:-

50 mM Tris-HCI pH 7.5, 0. 1 mM EGTA, 0.1 % 2-mercaptoethanal,
0.1 mM sodium vanadate, 10 mM magnesium acetate
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Clone Data Sheset

CAK1[3-368]

Protein CAK1[3-368]
Clone number DU 1089
Species Y east

Accession humber U60192

Tags N-terminal GST + C-terminal His(6)
Bacterially MSPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL G

expressed protein  LEFPNLPYY! DGDVKLTGSMAI | RYI ADKHNM. GGCPKERAE! SM_EGA
VLDl RYGVSRI AYSKDFETLKVDFL SKLPEM. KMFEDRL CHKT YL NGDH
VTHPDFM. YDAL DVWL YNDPMCL DAFPKLVCFKKRI EAl PQI DKYLKSS
KY! AWPL QGWOATFGGGDHPPKSDL EVLFQGPL GSKLDSI DI THCQLVK
STRTARI YRSDTYAI KCLALDFDI PPHNAKFEVSI LNKLGNKCKHI LPL
L ESKATDNNDL L L L FPFEEMNL YEFMQVHYKRDRRKKNPYYDLLNPS| P
| VADPPVQKYTNQLDVNRYSL SFFRQWEGH AFLHENKI | HRDI KPQNI
MLTNNTSTVSPKLY! | DFG SYDMANNSQTSAEPVDSKVTDI STG YKA
PEVLFGVKCYDGGVDWASLLI | | SQAFQRETSRMGHVPAM DDGSDDVN
SDGSDFRLI CSI FEKLG PSI QKWEEVAQHGSVDAFVGVFGADGDGKYV
LDQEKDVQ SI VERNVPRL DEI ADVKVKQKFI NCI LGWSFSPNERWSC
QR LQEL EKPGSHHHHHH

Native sequence Amino acids K2 — P368 (end) of yeast CAK 1.
Residue K232 of fusion protein is equilivalent to K2 of the native
enzyme. The GST tag islocated at residues 1 - 220 and the His(6) tag is
located at residues 601 — 606. The following sequence is present after the
CAK1 sequence and before the His(6) tag, GS, residues 599 and 600.

Pr otease cleavage PreScission (LEVLFQGPL) at residues 221 — 229

Cloning sites BamH1 and EcoR1 site of pGEX6P-1



Nucleotide

sequence of
insert
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GGATCCAAACTGGATAGTATAGACATTACACACTGTCAGITG
GTCAAATCTACTAGAACTGCTAGGATTTATAGGT CGGATACA
TATGCCATTAAATGTCTAGCACTAGATTTCGATATCCCGCCA
CATAACGCCAAATTCGAAGTATCGATATTAAACAAACTGEGEC
AACAAATGTAAGCACATCTTACCTCTTCTAGAGI CTAAGECT
ACCGATAATAATGACCTATTGITGITGITTCCCTTTGAAGAG
ATGAACCTTTATGAGI TCATGCAAATGCACTATAAAAGAGAT
AGAAGAAAAAAAAAT CCCTATTACGATTTGCTAAATCCCAGT
ATCCCAATTGTTGCGGACCCCCCCGTTCAGAAATATACTAAT
CAATTGGACGTCAATCGGTATTCTTTGTCCTTTTTCCGGCAA
ATGGTTGAAGGGATTGCATTCTTACATGAGAACAAGATCATT
CACCGCGACATCAAACCGCAAAATATCATGCTAACAAACAAT
ACCAGCACCGTATCCCCAAAGTI TGTACATAATTGATTTTGEC
ATCTCTTATGACATGGCAAATAACTCACAAACAAGTGCGGAA
CCCATGGATAGCAAGGTGACGGATATAAGCACAGGAATTTAC
AAGGCCCCAGAAGT GCTTTTTGGAGTAAAATGCTATGATGGT
GECGTGRACGTGTGGTCGTTGT TGATAATTATTTCTCAGT GG
TTCCAGAGAGAAACAAGCCGTATGEEECACGTTCCGECCATG
ATTGATGACGGECAGCGACGACATGAACTCAGATGEAAGCGAT
TTCAGACTGATTTGCTCAATATTCGAAAAGT TGGEECATACCG
TCCATTCAGAAAT GEGAAGAGGT TGCGCAACACEXCTCEETT
GATGCATTTGITGGTATGI TTGGT GCAGATGGECGATGGCAAG
TATGTACTGGACCAGGAGAAAGATGTACAGATTAGCATTGIT
GAGAGGAATATGCCTCGACT GGACGAGATTGCGGATGI CAAA
GTCAAGCAGAAGT TCATTAATTGTATCCTGGGGATGGTITTCA
TTTTCACCAAACGAAAGATGGAGCTGTCAAAGAATCTTGCAA
GAATTAGAAAAGCCAGGTTCACACCACCACCACCACCACt aa
gaattc




