Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of NogoB [2 — 373]

Protein description:- NogoB [2 —373]

Clone number:- DU 092

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

Tag:- N-terminal GST and HA
Purification method:- GSH Sepharose
Expression level:- 1 mg/L

Calculated molecular mass: - 68, 355 daltons
Purity:- 50 %

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.

Stor age temper atur e: - -20°C
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CLONE DATA SHEET
NogoB [2 —373]

Protein NogoB [2 - 373]

Clone number DU 092

Species Human

Accession no AJ251384

Tags N-terminal GST and HA

Bacterially VEPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKVWRN

expressed prtoein KKFELGLEFPNLPYYI DGDVKLTQSMAI | RYl ADKHNM.GGCP
KERAEI SMLEGAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM
L KMFEDRL CHKTYLNGDHVTHPDFM. YDAL DVWL YNMDPMCL DA
FPKLVCFKKRI EAI PQ DKYLKSSKYI AWPL QGWQAT FGGGEDH
PPKSDL EVL FQGPL GSATMYPYDVPDYAEDL DQSPL VSSSDSP
PRPQPAFKYQFVREPEDEEEEEEEEEEDEDEDL EEL EVL ERKP
AAGLSAAPVPTAPAAGAPL NDFGNDFVPPAPRGPL PAAPPVAP
ERQPSVWDPSPVSSTVPAPSPL SAAAVSPSKL PEDDEPPARPPP
PPPASVSPQAEPVWI PPAPAPAAPPSTPAAPKRRGSSGSVVWD
LLYWRDI KKTGVWFGASLFLLLSLTVFSI VSVTAYI ALALLSV
TI SFRI YKGVI QAI QKSDEGHPFRAYLESEVAI SEELVQKYSN
SALGHVNCTI KELRRLFLVDDLVDSLKFAVLMAWFTYVGALFN
GLTLLI LALI SLFSVPVI YERHQAQ DHYL GL ANKNVKDAMAK
| QAKI PGLKRKAE

Native sequence Amino acids E2 — E373 (end) of human NogoB.
Residue E244 of the fusion protein is equivalent to E2 of the native
protein. The GST tag islocated at residues 1 — 220 and the HA tag
[YPYDVPDYA] islocated at residues 235 — 243.

Protease cleavage  preScission (LEVLFOQGPL) residues 221 - 229

Cloning sites BamH1 of pGEX 6P-1



Nucleotide
sequence of insert
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ggat cc GCCACCATGTACCCATACGATGTGCCAGATTACGCCCGAAGACCT
GGACCAGT CTCCTCTGGT CTCGT CCT CGGACAGCCCACCCCGGECCGCAGC
CCGCGT TCAAGTACCAGT TCGT GAGGGAGCCCGAGGACGAGGAGGAAGAA
GAGGAGGAGGAAGAGGAGGACGAGGACGAAGACCT GGAGGACGCT GGAGGT
GCTGGAGAGGAAGCCCECCECCEEECT GTCCECEECCCCAGI GCCCACCG
CCCCTGCCGCCEECGCECCCCTGATGGACT TCCGAAATGACT TCGT GCCG
CCGECECCCCCEEGEACCCCT GCCGECCAECT CCCCCCGT CECCCCCGAGCG
GCAGCCGT CT TGGGACCCGAGCCCGGT GT CGT CGACCGT GCCCGCGCCAT
CCCCGCTGTI CTGCTGCCGCAGI CTCGCCCT CCAAGCT CCCTGAGGACGAC
GAGCCT CCGECCCGEECCTCCCCCT CCTCCCCCGECCAGCGT GAGCCCCCA
GGCAGAGCCCGT GT GGACCCCGCCAGCCCCEECT CCcarcaeaEcceeeeTt
CCACCCCGEECCECECCCAAGCGCAGEEECTCCTCCEECTCAGTGGITGT T
GACCTCCTGTACTGGAGAGACATTAAGAAGACTGGAGTGGTGTTTGGTGC
CAGCCTATTCCTGCTGCTTTCATTGACAGTATTCAGCATTGTGAGCGTAA
CAGCCTACATTGCCTTGECCCTGCTCTCTGTGACCATCAGCTTTAGGATA
TACAAGGGT GTGATCCAAGCTATCCAGAAAT CAGATGAAGGCCACCCATT
CAGGGCATATCTGGAATCTGAAGT TGCTATATCTGAGGAGT TGGT TCAGA
AGTACAGTAATTCTGCTCTTGGT CATGTGAACT GCACGATAAAGGAACTC
AGGCCCCCTCTTCTTAGT TGATGATTTAGT TGATTCTCTGAAGT TTGCAGT
GITGATGTGEGTATTTACCTATGTI TGGTGCCTTGT TTAATGGTCTGACAC
TACTGATTTTGECTCTCATTTCACTCTTCAGTGITCCTGITATTTATGAA
CGGCATCAGGCACAGATAGATCATTATCTAGGACT TGCAAATAAGAATGT
TAAAGATGCTATGGCCTAAAAT CCAAGCAAAAAT CCCTGGATTGAAGCGCA
AAGCTGAAL ga



