Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of MYPT1[714 - 1004]

Protein description:- MY PT1[714 - 1004]

Clone number :- DU 652

Sour ce: - Recombinant

Expression system:- E.coli

Tag:- N-terminal Maltose Binding Protein (MBP) and HA
Purification method:- Amylose agarose

Expression level:- 1 mg/L

Calculated molecular mass.- 81, 406 daltons

Purity:- 75 %

Enzyme stor age buffer :-

50 mM Trig/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:- Substrate for ROK alpha



Protein

Clone number

Species

Accession humber

Tags

Bacterially
expressed protein

Native sequence

Pr otease cleavage

Cloning sites

Division of Signal Tranduction Therapy

CLONE DATA SHEET

MYPT1[714 - 1004]

MY PT1 [714 - 1004]
DU 652
Chicken
D37985

N-terminal MBP and HA

MKI KTGARI LALSALTTMVFSASALAKI EEGKLVI W NGDKGYNGLAE
VGKKFEKDTG KVTVEHPDKL EEKFPQVAATGDGPDI | FWAHDRFGGY
AQSGLLAEI TPDKAFQDKL YPFTWDAVRYNGKLI AYPI AVEALSLI YN
KDLLPNPPKTVEEI PAL DKELKAKGKSALMFNLQEPYFTWPLI AADGG
YAFKYENGKYDI KDVGVDNAGAKAGL TFLVDLI KNKHVNADTDYS! AE
AAFNKGETAMT | NGPWAWSNI DTSKVNYGVTVL PTEKGQPSKPFVGVL
SAG NAASPNKEL AKEFL ENYL L TDEGL EAVNKDKPL GAVALKSYEEE
LAKDPRI AATMENAQKGE! MPNI PQVBAFWYAVRTAVI NAASGRQTVD
EAL KDAQTNSSSNNNNNNNNNNLGE EGRI SEFMAYPYDVPDCASL GGH
MARI RSTRTREQENEEKEKEEKEKQDKEKQEEKKESETKDDDYRQRYS
RTVEEPYHRYRPTSTSTSTSSTSSLSTSTSSLSSSSQLNRPNSLI G T
SAYSRSGTKESEREGGKKEEEKEEDKSQPKSI RERRRPREKRRSTGVS
FWI QDSDENEQEHQSDSEEGTNKKETQSDSL SRYDTGSL SVSSGDRYD
SAQGRSGSQSYL EDRKPYCSRL EKEDSTDFKKL YEQ LAENEKL KAQL
HDTNVEL TDLKL QLEKTTQRQERFADRSL L EMEKRVSGKSQYL LGGKK
SSRKKDI

Amino acids R714 — 11004 (end) of chicken MYPT1.

Residue R714 of the fusion protein is equivalent to R437 of the native
protein. The MBP tag islocated at residues 1 — 408 and the HA tag is
located at residues 419 — 427.

The following sequence is present after the HA tag, SLGGHMARI,
residues 428 - 436.

Factor Xa (IEGR) at residues 409 - 412

EcoRl sites of pMAL p2X
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GAATTCATGGECTTACCCATACGATGI TCCAGAT TGCGCTAGCTTGEGT
GGTCATATGGECTAGAAT TCGT TCCACACGAACCAGAGAACAAGAAAAT
GAAGAAAAAGAAAAGGAAGAGAAAGAAAAGCAAGACAAAGAAAAACAA
GAAGAAAAGAAAGAATCTGAAACTAAAGATGATGATTATAGACAAAGA
TATTCCCGAACTGT TGAAGAGCCATATCATCGCTATAGACCAACTTCA
ACTTCAACTTCTACATCATCCACCTCTTCGCTCTCCACCTCCACTAGC
TCTCTTTCAAGT TCAAGT CAGCTAAACAGACCAAACAGCCTTATAGGT
ATAACTTCTGCCTATTCTCGGAGT GGAACAAAGGAAAGT GAGAGAGAA
GGGGEECAAAAAAGAGGAAGAGAAGGAGGAAGATAAGT CACAGCCCAAA
TCTATACGGCGAAAGGECGEECGACCAAGAGAAAAACGGECGATCTACAGEA
GITTCATTTTGGACT CAAGATAGT GATGAAAAT GAACAGGAGCACCAG
TCTGATTCAGAAGAAGGAACAAATAAGAAAGAAACT CAGAGTGATAGC
CTTTCAAGATATGACACGGGATCACTCAGT GTGTCTTCGGGT GATCGT
TACGATTCAGCACAGGGEGCGAT CTGGATCACAGAGT TACCTTGAAGAT
CGAAAACCT TACTGCAGTAGGCTAGAAAAAGAAGATAGCACTGATTTT
AAGAAGCT TTATGAACAGAT CCTAGCT GAAAACGAAAAGCT GAAAGCA
CAGITACATGATACCAACATGGAACTTACAGATCTTAAACTACAGCTG
GAGAAGACCACTCAGAGACAAGAAAGATTTGCTGACAGATCCCTCCTG
GAAATGGAGAAAAGGEGT GT CCGGCAAGAGT CAGTATCTACT GEGCGEA
AAGAAGAGCTCTAGAAAGAAGGATATCt ga



