Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active MELK [2 - 651]

Enzyme description:- MELK [2 - 651]

Clone number :- DU 1199

Sour ce: - Recombinant

Expression system:- E.coli

Tag:- N-terminal GST and C-terminal His(6)
Purification method:- GSH Sepharose followed by Ni%*-NTA agarose
Expression level:- 0.5 mg/L

Calculated molecular mass.- 102, 092 daltons

Purity:- 90 %

Activation protocol:- Constitutively active

Enzyme stor age buffer :-

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

Storage temperature: - -70°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:-
[KKLNRTLSFAEPG] Final concentration: 200 uM

Specific activity range:- 150 — 300 U/mg
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Clone Data Sheset

MELK [2 - 651]

MELK [2 - 651]
DU 1199
Human
NM_014791

N-terminal GST and C-terminal His(6)

VBPI LGYVIKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL G
LEFPNLPYYI DGDVKLTQSMAI | RYl ADKHNM. GGCPKERAE! SM_EGA
VLDI RYGVSRI AYSKDFETLKVDFLSKLPEM. KMFEDRL CHKT YL NGDH
VTHPDFML YDAL DVVL YNDPMCL DAFPKLVCFKKRI EAl PQI DKYLKSS
KY! AWPL QGAQAT FGGGDHPPKSDL EVL FQGPL GSKDYDEL LKYYEL HE
TI GTGGFAKVKLACH LTGEMVAI KI MDKNTLGSDLPRI KTEI EALKNL
RHQHI CQLYHVL ETANKI FMVLEYCPGGEL FDY! | SQDRLSEEETRWF
RQ VSAVAYVHSQGYAHRDL KPENL LFDEYHKLKL| DFGLCAKPKGNKD
YHL QTCOGSL AYAAPEL | QGKSYL GSEADVWASMG! L L YVLMOGFLPFDD
DNVMVAL YKKI MRGKYDVPKW.SPSSI LLLQQVLQVDPKKRI SMKNLLNH
PW MQDYNYPVEWQSKNPFI HLDDDCVTEL SVHHRNNRQTVEDL | SLWQ
YDHL TATYLL L L AKKARGKPVRL RL SSFSCGQASATPFTDI KSNNWSLE
DVTASDKNYVAGLI DYDWCEDDL STGAATPRTSQFTKYWTESNGVESKS
L TPAL CRTPANKLKNKENVYTPKSAVKNEEYFMFPEPKTPVNKNQHKRE
| LTTPNRYTTPSKARNQCLKETPI KI PVNSTGTDKLMIGVI SPERRCRS
VEL DLNQAHVEETPKRKGAKVFGSL ERGL DKV TVL TRSKRKGSARDGP
RRLKLHYNVTTTRLVNPDQLLNE! MBI LPKKHVDFVQKGYTLKCQTQSD
FGKVTMQFEL EVCQL QKPDVWG RRQRLKGDAW/YKRLVEDI LSSCKVH
HHHHH

Amino acids K2 — V651 (end) of human MELK.

Residue K232 of the fusion protein is equivalent to K2 of the native
enzyme. The GST tag islocated at residues 1 - 220 and the His(6) is
located at residues 882 - 887

PreScission (LEVLFQGPL) residues 221 - 229

BamH1 and Not1 site of pGEX 6P-1



Nucleotide
Seqguence of insert
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GGATCCAAAGATTATGATGAACTTCTCAAATATTATGAATTA
CATGAAACT AT TGGGACAGGT GGCTTTGCAAAGGTCAAACTT
GCCTGCCATATCCTTACTGGAGAGATGGTAGCTATAAAAATC
ATGGATAAAAACACACTAGGGAGT GAT TTGCCCCGGATCAAA
ACGGAGAT TGAGGCCTTGAAGAACCT GAGACATCAGCATATA
TGTCAACTCTACCATGT GCTAGAGACAGCCAACAAAATATTC
ATGGTTCTTGAGTACT GCCCTGGAGGAGAGCTGI TTGACTAT
ATAATTTCCCAGGATCGCCT GT CAGAAGAGGAGACCCGEGTT
GICTTCCGICAGATAGTATCTGCTGI TGCTTATGTGCACAGC
CAGGGCTATGCTCACAGGCGACCT CAAGCCAGAAAATTTGCT G
TTTGATGAATATCATAAATTAAAGCTGATTGACTTTGGTICTC
TGTGCAAAACCCAAGGGTAACAAGGAT TACCATCTACAGACA
TGCTGTGGGAGT CTGECT TATGCAGCACCTGAGI TAATACAA
GGCAAATCATATCTTGGATCAGAGGCAGATGT TTGGAGCATG
GCCATACTGI TATATGT TCTTATGTGTGGATTTCTACCATTT
GATGATGATAATGTAATGECTTTATACAAGAAGATTATGAGA
GGAAAATATGATGI TCCCAAGT GECTCTCTCCCAGTAGCATT
CTGCTTCTTCAACAAAT GCTGCAGGT GGACCCAAAGAAACGG
ATTTCTATGAAAAATCTATTGAACCATCCCTGGATCATGCAA
GATTACAACTATCCTGI TGAGT GGCAAAGCAAGAATCCTTTT
ATTCACCTCGATGATGATTGCGTAACAGAACTTTCTGTACAT
CACAGAAACAACAGGCAAACAATGCGAGGATTTAATTTCACTG
TGGCAGTATGATCACCTCACGGCTACCTATCTTCTGCTTCTA
GCCAAGAAGGECTCGEEGAAAACCAGT TCGT TTAAGGCTTTCT
TCTTTCTCCTGI GGACAAGCCAGT GCTACCCCATTCACAGAC
ATCAAGT CAAATAATTGGAGT CTGGAAGATGTGACCGCAAGT
GATAAAAATTATGT GCCGCGATTAATAGACTATGATTGGT GT
GAAGATGATTTATCAACAGGT GCTGCTACTCCCCGAACATCA
CAGTTTACCAAGTACT GGACAGAATCAAAT GGGGT GGAATCT
AAATCATTAACT CCAGCCTTATGCAGAACACCT GCAAATAAA
TTAAAGAACAAAGAAAATGTATATACTCCTAAGTCTGCTGTA
AAGAATGAAGAGTACT TTATGT TTCCTGAGCCAAAGACTCCA
GITAATAAGAACCAGCATAAGAGAGAAATACTCACTACGCCA
AATCGTTACACTACACCCTCAAAAGCTAGAAACCAGT GCCTG
AAAGAAACT CCAATTAAAATACCAGTAAATTCAACAGGAACA
GACAAGT TAATGACAGGT GTCATTAGCCCT GAGAGGECGGTGC
CCCTCAGT GGAATTGGATCTCAACCAAGCACATATGGAGGAG
ACTCCAAAAAGAAAGGGAGCCAAAGT GTTTGEGAGCCT TGAA
AGGGGEGT TGGATAAGGT TATCACT GT GCTCACCAGGAGCAAA
AGGAAGGGT TCTGCCAGAGACGEECCCAGAAGACTAAAGCTT
CACTATAATGTGACTACAACTAGATTAGT GAATCCAGATCAA
CTGI TGAATGAAATAATGT CTATTCT TCCAAAGAAGCATGI T
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GACTTTGTACAAAAGGGT TATACACTGAAGT GTCAAACACAG
TCAGATTTTGGEGAAAGT GACAATGCAATTTGAATTAGAAGT G
TGCCAGCTTCAAAAACCCGAT GTGGT GEGTAT CAGGAGGECAG
CGGCTTAAGGEGCGATGCCTGEGT TTACAAAAGATTAGT GGAA
GACATCCTATCTAGCTGCAAGGTACACCATCACCATCACCAT

t aggcggcecgce



