Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active CK1 delta[1 —294]

Enzyme description:- CK1lddta[l—294]
Clone number:- DU 1632

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

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 2mg/L

Calculated molecular mass: - 60, 909 daltons
Activation protocol:- Congtitutively 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 temper atur e: - -20°C
Assay:- Standard filter binding assay
Assay buffer:-

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

Substrate: -
RRKDLHDDEEDEAMSITA Final concentration: 250 uM

Specific activity range: - 400 — 800 U/mg




Division of Signal Tranduction Therapy

Clone Data Sheet
CKldeta[l—-294]

Protein CK1deta[l-294]
Clone number DU 1632
Species Rat

Accession number  AB063114

Tags N-terminal GST
Bacterially MSPI LGYWKI KGLVQPTRLLLEYLEEKYEEHLYERDEG

expressed protein ~ DKWRNKKFEL GLEFPNPLYY! DGDVKLTQSMAI | RYI A
DKHNIVL GGCPKERAEI SMLEGAVLDI RYGVSRI AYSKD
FETLKVDFL SKL PEM_HVFEDRL CHKTYLNGDHVTHPD
FMLYDALAWVL YMDPMCLDAFPKLVCFKKRI EAl PQ D
KYLKSSKY! AWPL QGWQATFGGGDHPPKSDLVPRGSPG
| RLMEL RVGNRYRL GRKI GSGSFGDI YLGTDI AAGEEV
Al KLECVKTKHPQLHI ESKI YKMVIQGGVG PTI RWCGA
EGDYNVMVMVEL L GPSL EDL FNFCSRKFSLKTVLLLADQ
M SRI EYI HSKNFI HRDVKPDNFLMGL GKKGNLVYI | D
FGLAKKYRDARTHQHI PYRENKNLTGTARYASI NTHLG
| EQSRRDDL ESL GYVL MYFNL GSL PWQGL KAATKRQKY
ERI SEKKVSTPI EVLCKGYPSEFATYLNFCRSL RFDDK
PDYSYLRQL FRNL FHRQGFSYDYVFDWAMLK

Native sequence Amino acids M1 — K294 of rat CK1 delta.
[Full length protein ends at residue R415]
Residue M232 of the fusion protein is equilivalent to M1 of the
native enzyme. The GST tag islocated at residues 1 - 220.

Protease cleavage Thrombin (LVPRGS) residues 221 - 226

Cloning sites EcoRI and Smal sites of pGEX-2T



Nucleotide
sequence of insert
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ATGGAGCT GAGGGT CGGGAACAGGTACCGACT GGGCCGCAAGATC
GGCAGCGGCT CCTTCGGAGACAT CTAT CTCGGTACGGACATTGCT
GCAGGAGAAGAAGT TGCCATCAAGCT TGAATGT GTCAAAACCAAA
CATCCTCAGCT CCACATTGAGAGCAAGATCTACAAAATGATGCAG
GGAGGAGT GGGCATCCCTACCAT CAGAT GGTGT GGGGCT GAGGGG
GACTACAATGT CATGGT GATGGAGCT ACT GGGACCCAGCCT GGAA
GACCTATTCAACTTCTGTTCAAGGAAGT TTAGTCTCAAAACTGTT
CTGTTGCTTGCTGACCAAAT GATAAGT CGTATTGAGTACATTCAT
TCGAAGAATTTTATCCACCGAGACGT GAAACCAGATAACTTCCTC
ATGGGGCT GGGAAAGAAAGGCAACCT GGTCTACATCATTGACTTT
GGGCTGGCCAAGAAGT ATCGGGAT GCCOGCACCCACCAGCATATC
CCCTATCGAGAGAACAAGAACCT CACAGGGACAGCACGCTATGCC
TCCATCAACACACACCT TGGCAT TGAACAATCTCGAAGGGATGAC
TTGGAGTCTCTGGGGTACGT GCTGATGTACT TCAACCT GGGCTCT
CTCCCCT GGCAGGGRCT GAAGGCCGCCACCAAGAGGCAGAAGTAT
GAGAGGATCAGT GAGAAGAAGAT GT CCACTCCAATTGAAGTGCTG
TGCAAGGGCTATCCTTCTGAATTTGOCACATACCTGAATTTCTGC
CGTTCCTTACGT TTTGATGACAAACCT GACTACTCCTACCT GAGA
CAGCTCTTCAGAAATCTGT TCCATCGCCAGGGCTTCTCCTACGAC
TATGTGTTCGACTGGAACATGCTCAAAL ag



