Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of Dynamin-like [1 - 710]

Enzyme description:- Dynamin-like [1 — 710]
Clone number:- DU 30854
Source:- Recombinant
Expression system:- E.coli,

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Calculated molecular mass:-

Monoisotopic 106, 198.55 daltons

Average Mass 106, 265.68 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 6.23

Purity:- >80 %

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 150 mM NaCl, 270 mM sucrose, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.03 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF

Storage temperature:- -70 °C
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Clone Data Sheet

Dynamin-like [1 - 710]

Dynamin-like [1 — 710]
DU 30854

Human

NM_012063.2

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYYIDGDVKLTQSMAITRYIADKHNMLGGCPKERAEISMLE
GAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLN
GDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKY
LKSSKYIAWPLOGWOATFGGGDHPPKSDLEVLFQGPLGSMEALIPVIN
KLODVFNTVGADIIQLPQIVVVGTQSSGKSSVLESLVGRDLLPRGTGI
VIRRPLILOLVHVSQEDKRKTTGEENGVEAEEWGKFLHTKNKLYTDFD
EIRQEIENETERISGNNKGVSPEPIHLKIFSPNVVNLTLVDLPGMTKV
PVGDOPKDIELQIRELILRFISNPNSIILAVTAANTDMATSEALKISR
EVDPDGRRTLAVITKLDLMDAGTDAMDVLMGRVIPVKLGIIGVVNRSQ
LDINNKKSVTDSIRDEYAFLOKKYPSLANRNGTKYLARTLNRLLMHHI
RDCLPELKTRINVLAAQYQOSLLNSYGEPVDDKSATLLOLITKFATEYC
NTIEGTAKYIETSELCGGARICYIFHETFGRTLESVDPLGGLNTIDIL
TAIRNATGPRPALFVPEVSFELLVKRQIKRLEEPSLRCVELVHEEMQR
IIQHCSNYSTQELLRFPKLHDAIVEVVTCLLRKRLPVTNEMVHNLVAI
ELAYINTKHPDFADACGLMNNNIEEQRRNRLARELPSAVSRDKLIQODS
RRETKNVASGGGGVGDGVQEPTTGNWRGMLKTSKAEELLAEEKSKPIP
IMPASPQKGHAVNLLDVPVPVARKLSAREQRDCEVIERLIKSYFLIVR
KNIQODSVPKAVMHFLVNHVKDTLOSELVGOLYKSSLLDDLLTESEDMA
ORRKEAADMLKALQOGASQIIAEIRETHLW

Amino acids M1 — W710 (end) of human Dynamin-like.
Residue M232 of fusion protein is equivalent to M1 of the native
enzyme. The GST tag is located at residues 1 — 220.

Prescission site (LEVLFQGP) at residues 221 — 228

BamH]1 and Not1 sites of pGex



Nucleotide
sequence of insert
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ggatccATGGAGGCGCTAATTCCTGTCATAAACAAGCTCCAGGACGTC
TTCAACACGGTGGGCGCCGACATCATCCAGCTGCCTCAAATCGTCGTA
GTGGGAACGCAGAGCAGCGGAAAGAGCTCAGTGCTAGAAAGCCTGGTG
GGGAGGGACCTGCTTCCCAGAGGTACTGGAATTGTCACCCGGAGACCT
CTCATTCTGCAACTGGTCCATGTTTCACAAGAAGATAAACGGAAAACA
ACAGGAGAAGAAAATGGGGTGGAAGCAGAAGAATGGGGTAAATTTCTT
CACACCAAAAATAAGCTTTACACGGATTTTGATGAAATTCGACAAGAA
ATTGAAAATGAAACAGAAAGAATTTCAGGAAATAATAAGGGAGTAAGC
CCTGAACCAATTCATCTTAAGATTTTTTCACCCAACGTTGTCAATTTG
ACACTTGTGGATTTGCCAGGAATGACCAAGGTGCCTGTAGGTGATCAA
CCTAAGGATATTGAGCTTCAAATCAGAGAGCTCATTCTTCGGTTCATC
AGTAATCCTAATTCCATTATCCTCGCTGTCACTGCTGCTAATACAGAT
ATGGCAACATCAGAGGCACTTAAAATTTCAAGAGAGGTAGATCCAGAT
GGTCGCAGAACCCTAGCTGTAATCACTAAACTTGATCTCATGGATGCG
GGTACTGATGCCATGGATGTATTGATGGGAAGGGTTATTCCAGTCAAA
CTTGGAATAATTGGAGTAGTTAACAGGAGCCAGCTAGATATTAACAAC
AAGAAGAGTGTAACTGATTCAATCCGTGATGAGTATGCTTTTCTTCAA
AAGAAATATCCATCTCTGGCCAATAGAAATGGAACAAAGTATCTTGCT
AGGACTCTAAACAGGTTACTGATGCATCACATCAGAGATTGTTTACCA
GAGTTGAAAACAAGAATAAATGTTCTAGCTGCTCAGTATCAGTCTCTT
CTAAATAGCTACGGTGAACCCGTGGATGATAAAAGTGCTACTTTACTC
CAACTTATTACCAAATTTGCCACAGAATATTGTAACACTATTGAAGGA
ACTGCAAAATATATTGAAACTTCGGAGCTATGCGGTGGTGCTAGAATT
TGTTATATTTTCCATGAGACTTTTGGGCGAACCTTAGAATCTGTTGAT
CCACTTGGTGGCCTTAACACTATTGACATTTTGACTGCCATTAGAAAT
GCTACTGGTCCTCGTCCTGCTTTATTTGTGCCTGAGGTTTCATTTGAG
TTACTGGTGAAGCGGCAAATCAAACGTCTAGAAGAGCCCAGCCTCCGC
TGTGTGGAACTGGTTCATGAGGAAATGCAAAGGATCATTCAGCACTGT
AGCAATTACAGTACACAGGAATTGTTACGATTTCCTAAACTTCATGAT
GCCATAGTTGAAGTGGTGACTTGTCTTCTTCGTAAAAGGTTGCCTGTT
ACAAATGAAATGGTCCATAACTTAGTGGCAATTGAACTGGCTTATATC
AACACAAAACATCCAGACTTTGCTGATGCTTGTGGGCTAATGAACAAT
AATATAGAGGAACAAAGGAGAAACAGGCTAGCCAGAGAATTACCTTCA
GCTGTATCACGAGACAAGTTAATTCAGGACAGCAGAAGAGAAACTAAA
AATGTTGCATCTGGAGGTGGTGGGGTTGGAGATGGTGTTCAAGAACCA
ACCACAGGCAACTGGAGAGGAATGCTGAAAACTTCAAAAGCTGAAGAG
TTATTAGCAGAAGAAAAATCAAAACCCATTCCAATTATGCCAGCCAGT
CCACAAAAAGGTCATGCCGTGAACCTGCTAGATGTGCCAGTTCCTGTT
GCACGAAAACTATCTGCTCGGGAACAGCGAGATTGTGAGGTTATTGAA
CGACTCATTAAATCATATTTTCTCATTGTCAGAAAGAATATTCAAGAC
AGTGTGCCAAAGGCAGTAATGCATTTTTTGGTTAATCATGTGAAAGAC
ACTCTTCAGAGTGAGCTAGTAGGCCAGCTGTATAAATCATCCTTATTG
GATGATCTTCTGACAGAATCTGAGGACATGGCACAGCGCAGGAAAGAA
GCAGCTGATATGCTAAAGGCATTACAAGGAGCCAGTCAAATTATTGCT
GAAATCCGGGAGACTCATCTTTGGtgagcggccgc



