Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of ATXNI1 [1 — 765]

Enzyme description:- ATXNI [1 - 765]
Clone number:- DU 31668
Source:- Recombinant
Expression system:- E.coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose

Calculated molecular mass:-

Monoisotopic 113, 675.80 daltons

Average Mass 113, 746.82 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 7.25

Purity:- >80 %

Enzyme storage buffer:-
50 mM Tris-HCl pH 7.5, 270 mM 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
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Clone Data Sheet

ATXNI1 [1 - 765]

ATXNI [1 - 765]
DU 31668
Human

NM 001128164.1

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KYIAWPLOGWQATFGGGDHPPKSDLEVLFQGPLGSMKSNQERSNECLPP
KKREIPATSRSSEEKAPTLPSDNHRVEGTAWLPGNPGGRGHGGGRHGPA
GTSVELGLOQGIGLHKALSTGLDYSPPSAPRSVPVATTLPAAYATPQPG
TPVSPVQYAHLPHTFQF IGSSQYSGTYASFIPSQLIPPTANPVTSAVAS
AAGATTPSORSQLEAYSTLLANMGSLSQTPGHKAEQOQQQO0000000HO
HO0000000000000HLSRAPGLITPGSPPPAQONQYVHISSSPONTGR
TASPPAIPVHLHPHQTMIPHTLTLGPPSQVVMQYADSGSHFVPREATKK
AESSRLOOAIQAKEVLNGEMEKSRRYGAPSSADLGLGKAGGKSVPHPYE
SRHVVVHPSPSDYSSRDPSGVRASVMVLPNSNTPAADLEVQOATHREAS
PSTLNDKSGLHLGKPGHRSYALSPHTVIQTTHSASEPLPVGLPATAFYA
GTOPPVIGYLSGQOQQAITYAGSLPQHLVIPGTQPLLIPVGSTDMEASGA
APAIVTSSPQFAAVPHTFVTTALPKSENFNPEALVTQAAYPAMVOAQIH
LPVVQSVASPAAAPPTLPPYFMKGSIIQLANGELKKVEDLKTEDFIQSA
EISNDLKIDSSTVERIEDSHSPGVAVIQFAVGEHRAQVSVEVLVEYPFF
VFGQGWSSCCPERTSQLFDLPCSKLSVGDVCISLTLKNLKNGSVKKGOP
VDPASVLLKHSKADGLAGSRHRYAEQENGINQGSAOMLSENGELKFPEK
MGLPAAPFLTKIEPSKPAATRKRRWSAPESRKLEKSEDEPPLTLPKPSL
IPQEVKICIEGRSNVGK

Amino acids M1 — K765 (end) of human ATXNI.
Residue M232 of the fusion protein is equivalent to M1 of the native
enzyme. The GST tag is located at residues 1 —220.

PreScission (LEVLFQGP) residues 221 — 228
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Cloning sites Bgl1 and Not1 sites into BamH1 and Not1 of pGEX6P-2

Nucleotide Sequence of insert

agatctATGAAATCCAACCAAGAGCGGAGCAACGAATGCCTGCCTCCCAA
GAAGCGCGAGATCCCCGCCACCAGCCGGTCCTCCGAGGAGAAGGCCCCTA
CCCTGCCCAGCGACAACCACCGGGTGGAGGGCACAGCATGGCTCCCGGGC
AACCCTGGTGGCCGGGGCCACGGGGGCGGGAGGCATGGGCCGGCAGGGAC
CTCGGTGGAGCTTGGTTTACAACAGGGAATAGGTTTACACAAAGCATTGT
CCACAGGGCTGGACTACTCCCCGCCCAGCGCTCCCAGGTCTGTCCCCGTG
GCCACCACGCTGCCTGCCGCGTACGCCACCCCGCAGCCAGGGACCCCGGT
GTCCCCCGTGCAGTACGCTCACCTGCCGCACACCTTCCAGTTCATTGGGT
CCTCCCAATACAGTGGAACCTATGCCAGCTTCATCCCATCACAGCTGATC
CCCCCAACCGCCAACCCCGTCACCAGTGCAGTGGCCTCGGCCGCAGGGGC
CACCACTCCATCCCAGCGCTCCCAGCTGGAGGCCTATTCCACTCTGCTGG
CCAACATGGGCAGTCTGAGCCAGACGCCGGGACACAAGGCTGAGCAGCAG
CAGCAGCAGCAGCAGCAGCAGCAGCAGCAGCATCAGCATCAGCAGCAGCA
GCAGCAGCAGCAGCAGCAGCAGCAGCAGCAGCACCTCAGCAGGGCTCCGG
GGCTCATCACCCCGGGGTCCCCCCCACCAGCCCAGCAGAACCAGTACGTC
CACATTTCCAGTTCTCCGCAGAACACCGGCCGCACCGCCTCTCCTCCGGC
CATCCCCGTCCACCTCCACCCCCACCAGACGATGATCCCACACACGCTCA
CCCTGGGGCCCCCCTCCCAGGTCGTCATGCAATACGCCGACTCCGGCAGC
CACTTTGTCCCTCGGGAGGCCACCAAGAAAGCTGAGAGCAGCCGGCTGCA
GCAGGCCATCCAGGCCAAGGAGGTCCTGAACGGTGAGATGGAGAAGAGCC
GGCGGTACGGGGCCCCGTCCTCAGCCGACCTGGGCCTGGGCAAGGCAGGC
GGCAAGTCGGTTCCTCACCCGTACGAGTCCAGGCACGTGGTGGTCCACCC
GAGCCCCTCAGACTACAGCAGTCGTGATCCTTCGGGGGTCCGGGCCTCTG
TGATGGTCCTGCCCAACAGCAACACGCCCGCAGCTGACCTGGAGGTGCAA
CAGGCCACTCATCGTGAAGCCTCCCCTTCTACCCTCAACGACAAAAGTGG
CCTGCATTTAGGGAAGCCTGGCCACCGGTCCTACGCGCTCTCACCCCACA
CGGTCATTCAGACCACACACAGTGCTTCAGAGCCACTCCCGGTGGGACTG
CCAGCCACGGCCTTCTACGCAGGGACTCAACCCCCTGTCATCGGCTACCT
GAGCGGCCAGCAGCAAGCAATCACCTACGCCGGCAGCCTGCCCCAGCACC
TGGTGATCCCCGGCACACAGCCCCTGCTCATCCCGGTCGGCAGCACTGAC
ATGGAAGCGTCGGGGGCAGCCCCGGCCATAGTCACGTCATCCCCCCAGTT
TGCTGCAGTGCCTCACACGTTCGTCACCACCGCCCTTCCCAAGAGCGAGA
ACTTCAACCCTGAGGCCCTGGTCACCCAGGCCGCCTACCCAGCCATGGTG
CAGGCCCAGATCCACCTGCCTGTGGTGCAGTCCGTGGCCTCCCCGGCGGC
GGCTCCCCCTACGCTGCCTCCCTACTTCATGAAAGGCTCCATCATCCAGT
TGGCCAACGGGGAGCTAAAGAAGGTGGAAGACTTAAAAACAGAAGATTTC
ATCCAGAGTGCAGAGATAAGCAACGACCTGAAGATCGACTCCAGCACCGT
AGAGAGGATTGAAGACAGCCATAGCCCGGGCGTGGCCGTGATACAGTTCG
CCGTCGGGGAGCACCGAGCCCAGGTCAGCGTTGAAGTTTTGGTAGAGTAT
CCTTTTTTTGTGTTTGGACAGGGCTGGTCATCCTGCTGTCCGGAGAGAAC
CAGCCAGCTCTTTGATTTGCCGTGTTCCAAACTCTCAGTTGGGGATGTCT
GCATCTCGCTTACCCTCAAGAACCTGAAGAACGGCTCTGTTAAAAAGGGC
CAGCCCGTGGATCCCGCCAGCGTCCTGCTGAAGCACTCAAAGGCCGACGG
CCTGGCGGGCAGCAGACACAGGTATGCCGAGCAGGAAAACGGAATCAACC
AGGGGAGTGCCCAGATGCTCTCTGAGAATGGCGAACTGAAGTTTCCAGAG
AAAATGGGATTGCCTGCAGCGCCCTTCCTCACCAAAATAGAACCCAGCAA
GCCCGCGGCAACGAGGAAGAGGAGGTGGTCGGCGCCAGAGAGCCGCAAAC
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TGGAGAAGTCAGAAGACGAACCACCTTTGACTCTTCCTAAGCCTTCTCTA
ATTCCTCAGGAGGTTAAGATTTGCATTGAAGGCCGGTCTAATGTAGGCAA
Gtagcggccgce



