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Abstract: Objective To clone, express, purify the soluble Ngb fusion protein containing protein transduction
domain of HIV-1 trans- activator (TAT PTD- Ngb) and to verify its transmembrane ability in vitro. Methods The
sequence coding TAT PTD- Ngb fusion gene was amplified by PCR from rat brain RNA after being anti- transcripted
to cDNA and cloned into the expression plasmid pET28b.  After sequence analysis, the recombinants were
transducted into the E.coli. BL21(DE3)plysS, which was induced with IPTG (0.4 mmol/L) to express the TAT PTD-
Ngb fusion proteins. Ni- NTA resin was used to purify the products, which were verified by means of SDS- PAGE and
Western blot analysis subsequently. The primary cultured cortical neurons had been incubated in neurobasal medium
with TAT PTD- Ngb at different final concentrations for 2 hours, and test the internalization of fusion protein into
cells by Western blot analysis in order to examine the ability of TAT PTD- Ngb to transfer into cortical neurons.

Results The TAT PTD- Ngb expression vector were successfully constructed, containing the insert of 500 bp. The
fusion protein TAT PTD- Ngb was about 20 k, which could react immunologically with anti- his- tag monoclonal
antibody. Western blot analysis displayed that TAT PTD- Ngb internalized into neurons and the amount of fusion
protein also increased with the final concentration of TAT PTD- Ngb in the culture medium.  Conclusion  The
recombinants TAT PTD- Ngb which expressed by E.coli BL21 could be transferred into cortical neurons. Our results
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will facilitate further functional study of Ngb and clinical application of protein transduction technology.
Key words: protein transduction; neuroglobin; prokaryotic soluble expression
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dependent amelioration against ischemic brain damage
by glial cell line derived neurotrophic factor after
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