@,

BiolVled Central

Microbial Cell Factories

Poster Presentations

Cellular toxicity triggered by bacterial inclusion bodies
Nuria Gonzdlez-Montalban!2, Antonio Villaverde!2 and Anna Aris*12

Address: Institut de Biotecnologia i de Biomedicina, Universitat Autonoma de Barcelona, Bellaterra, 08193 Barcelona, Spain and 2Departament
de Geneética i de Microbiologia, Universitat Autbnoma de Barcelona, Bellaterra, 08193 Barcelona, Spain

* Corresponding author

from The 4th Recombinant Protein Production Meeting: a comparative view on host physiology

Barcelona, Spain. 21-23 September 2006

Published: 10 October 2006
Microbial Cell Factories 2006, 5(Suppl 1):P9  doi:10.1186/1475-2859-5-S1-P9

© 2006 Gonzalez-Montalbén et al; licensee BioMed Central Ltd.

Background

The cytotoxicity associated with inclusion bodies and its
possible impairment to recombinant protein production
processes in E. coli, have been poorly studied so far [1]. To
explore these possible toxicity mechanisms we have
employed a well-described system used with other kinds
of protein aggregates to evaluate deleterious effects in ani-
mal cells. Cytotoxicity in animals has been associated not
only with a range of proteinaceous aggregates in several
degenerative diseases but also with prefibrilar aggregates
of protein unrelated to any clinical diseases since they
have been reported to harm cell viability by affecting bio-
chemical parameters such as intracellular redox status and
free Ca2+levels |2]. In this context this work contributes to
support the hypothesis that misfolded proteins cause neg-
ative cellular effects as a result of exposition of hydropho-
bic patches or other aggregate characteristic structures on
its surface.

Results

In this study we analysed the cellular toxicity associated
with inclusion bodies formed in MC4100 E. coli, produc-
ing the misfolding-prone polypeptide VP1LAC, consisting
on a N-terminal B-galactosidase fusion containing the
VP1 capsid protein of foot-and-mouth disease virus [3].
The protein aggregates produced during either 1 h or 5 h
were added at a range of final protein concentrations
(from 1 uM to 8.5 uM) to NHI-3T3 cells. We demon-
strated by confocal microscopy analysis that bacterial
inclusion bodies bind and enter into the cells. Moreover
its cytotoxic effect was evaluated by MTT reduction assay,
a standard indicator of cell physiological state. As shown
in figure 1, the experiments reveal that IB significantly

impairs cell viability mainly when were incubated with 5
h-inclusion bodies. Interestingly the thermal aggregates of
f-galactosidase obtained in vitro by a temperature shift to
96°C and further incubation at room temperature, do not
significantly modify MTT reduction in comparison to con-
trol wells or to cells incubated with soluble B-galactosi-
dase.
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Figure |

Percentage of cell viability respect to control cells in NIH-
3T3 cultures incubated for 24 hours with 4 uM of | h-or 5
h-aged inclusion bodies, soluble (3-gal and thermal aggregated
[-gal. Cells incubated with platinum are included in the
experiment as a citotoxicity positive control.

Page 1 of 2

(page number not for citation purposes)


http://www.biomedcentral.com/
http://www.biomedcentral.com/info/about/charter/

Microbial Cell Factories 2006, 5(Suppl 1):P9

Conclusion

In the present study, we prove that bacterial inclusion
bodies are clearly toxic for mammalian cells. Despite the
fact that it has been previously suggested that the most
highly cytotoxic aggregates are the early prefibrilar assem-
blies rather than mature fibrils [2], in our case the more
structured 5 h-aged inclusion bodies show a more pro-
nounced toxic effect compared to those formed only dur-
ing 1 h. However, the B-gal thermal aggregates, which
have been shown to present a fibrilar pattern, behave as
expected since they have not been associated with any
extent of toxicity. Overall, these results support the hypo-
thesis that different kinds of aggregates are deleterious but
encourage us to study the rules that regulate the proteina-
ceous aggregates' toxicity.

References

|.  Gonzalez-Montalban N, Carrio MM, Cuatrecasas S, Aris A, Villaverde
A: Bacterial inclusion bodies are cytotoxic in vivo in abscence
of functional chaperones DnaK or GroEL. | Biotechnol 2005,
118:406-412.

2. Bucciantini M, Calloni G, Chiti F, Formigli L, Nosi D, Dobson CM, Ste-
fani M: Prefibrillar amyloid protein aggregates share common
features of cytotoxicity. | Biol Chem 2004, 279:31374-31382.

3. Corchero]L, Viaplana E, Benito A, Villaverde A: The position of the
heterologous domain can influence the solubility and prote-
olysis of -galactosidase fusion proteins in E. coli . | Biotechnol
1996, 48:191-200.

Publish with BioMed Central and every
scientist can read your work free of charge

"BioMed Central will be the most significant development for
disseminating the results of biomedical research in our lifetime."
Sir Paul Nurse, Cancer Research UK
Your research papers will be:
« available free of charge to the entire biomedical community
« peer reviewed and publishedimmediately upon acceptance
« cited in PubMed and archived on PubMed Central
« yours — you keep the copyright

Submit your manuscript here:

O BioMedcentral
http://www.biomedcentral.com/info/publishing_adv.asp

Page 2 of 2

(page number not for citation purposes)


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16024126
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16024126
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15133040
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15133040
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8861998
http://www.biomedcentral.com/
http://www.biomedcentral.com/info/publishing_adv.asp
http://www.biomedcentral.com/

	Background
	Results
	Conclusion
	References

