
















κL chain gene in mature B cells [25]. NF-κB has recently
proved to be a ubiquitous factor associated with wound
healing through the factor’s ability to stimulate transcription

Figure 8. IKKΒ-siRNA inhibits the expression of IKKβ on both the
mRNA and protein level. A: mRNA transcription of IKKβ in HTFs
assessed by real-time RT-PCR 24 h after 5-100 nM IKKΒ-siRNA
was transfected. The normalized IKKβ mRNA level of non-
transfected HTFs is taken as 1.0 (the asterisk indicates a p<0.05,
mean±SD, n=3). B: Protein levels of IKKβ demonstrated by western
blot. C-N: Confocal laser scanning microscopy images shows the
intracellular distribution of NF-κB in HTFs. Green fluorescence
indicates the intracellular distribution of phosphated NF-κB, and
blue fluorescence represents the DAPI counterstained cell nuclei.

of various genes involved in the activation of inflammation
and cell proliferation [26,27]. Thus, we thought the NF-κB
pathway may be an essential factor in the regulation of the
proliferation of HTFs after glaucoma filtration surgery. NF-
κB is bonded with an inhibitor protein, IκB, which sequesters
NF-κB in an inactive form in the cytoplasm. A specific IκB
kinase, IKK, is a protein complex that contains three subunits,
and studies indicate that IKKβ is indispensable for the
activation of NF-κB [28]. IKK phosphorylates IκB and
initiates the inhibitor’s conjugation to ubiquitin and
subsequent degradation by proteasomes. In turn, NF-κB is
activated through release from IκB and translocates into the
nuclei [29]. RNAi is commonly used as a powerful tool in
biological and biomedical research [30] and has been used
experimentally to prevent ocular neovascularization and
inflammation [31,32]. Researchers in our group have
successfully inhibited the proliferation of HTFs through
specifically downregulating the expression of IKKβ using a
commercial transfection reagent, LipofectamineTM 2000
(Invitrogen, Carlsbad, CA), as a siRNA-delivering vector.
However, this cationic liposome compound cannot be used
for in vivo investigation in humans [33].

Therefore, another objective of our study was to design
and synthesize new compounds that are non-toxic, non-
immunogenic, degradable, and efficient for delivering siRNA
into HTFs. Among non-viral nucleotide carriers currently
under investigation, PEI is one kind of synthetic polymer with
a high cationic charge density and a protonable amino group
in every third position. PEI can condense and compact DNA
into complexes, and the strong proton capacity of PEI allows
it to deliver plasmid DNA and oligonucleotides into
mammalian cells, both in vitro and in vivo [34]. However,
despite having effective delivery capacity, high molecular

Figure 9. The inhibition effect of blocking NF-κB pathway on the
proliferation of HTFs through RNAi. Data are presented as the
percentage of viable cells compared with the untreated (control) cells
(mean ± SD, n=6). An asterisk indicates that p<0.05.

Molecular Vision 2008; 14:2616-2628 <http://www.molvis.org/molvis/v14/a299> © 2008 Molecular Vision

2624



weight PEI can not be degraded by body fluids and its high
cationic charge density also makes PEI toxic to cells [35].
Therefore, the current trend is toward using modified low
molecular weight PEI as a nucleotide delivery reagent, which
combines high biocompatibility and reduced cytotoxicity
[36,37]. PEG, a nonionic hydrophilic polyether, has been
widely investigated as a synthesizing graft copolymer with
PEI. The nonionic PEG chains can serve as a hydrophilic shell,
which makes the new copolymer more soluble and stable, and
reduces its non-specific interaction with proteins in
physiologic fluids [38,39]. One drawback of these copolymers
for in vivo application is their lack of transfection efficiency.
Chitosan is the name given to a group of linear cationic
polymers of glucosamine and N-acetylglucosamine that are
derived from the natural biopolymer, chitin, by alkaline
deacetylation. Chitosan has been investigated as a food
additive or a wound dressing, and it has been recently
considered to be a good candidate for gene delivery because
of its reported biocompatibility and biodegradability and its
relatively non-toxic nature [40].

In light of these results, we speculated that a novel
cationic copolymer combined with PEI, PEG, and CS could
be synthesized as a vehicle for delivering siRNA into
mammalian cells effectively and safely. In our research, we
found that after the grafting reaction, characteristic absorption
of PEI and mPEG appeared at 2.5−3.3 ppm and 3.5 ppm in the
1H NMR spectrum of the copolymer, respectively. CS proton
absorption signals (H-2, H-3, 4, 5, 6, 6’, 2.8−3.8 ppm) also
overlapped the PEI and mPEG proton signals (Figure 2). All
of the data above prove that the designed CS-g-(PEI-b-mPEG)
copolymer was successfully obtained. The molecular weight
of CS-g-(PEI-b-mPEG) was 2.95×104, which was relatively
larger than some reported PEI-alt-PEG copolymers [41] but
smaller than generally used PEI [37].

As indicated in previous reports, the size and shape of
nanoparticles play an important role in the delivery process
and greatly influence distribution in the body [42]. It has been
reported that the nano-size of particles is a key prerequisite
for cell uptake [43]. Similar to plasmid DNA and
oligonucleotides, siRNAs are taken up by cells through
endocytosis. Therefore, suitable particle size has an important
influence on the delivering capacity of a siRNA vector. We
investigated the diameter of the CS-g-(PEI-b-mPEG)/siRNA
complexes at five different N/P charge ratios and observed
that the complexes represented particles with nanometer size
(about 200 nm), which were much less than that of 25 kDa
PEI. Furthermore, particle size tended to decrease as the N/P
charge ratios of the CS-g-(PEI-b-mPEG)/siRNA complexes
increased, indicating that the CS-g-(PEI-b-mPEG) copolymer
can condense siRNA into a more compact structure, mainly
owing to the net electrostatic repulsive forces between
complexes.

The surface charge of the CS-g-(PEI-b-mPEG)/siRNA
complexes is also a major factor influencing transfection

efficiency. After the compaction between cationic
copolymers and siRNA, the negative charge of siRNA is
neutralized and the newly assembled nanoparticles may retain
a partial positive surface charge to help siRNA pass through
the cell membrane and escape the endolysosomes. However,
the excessive positive charge of PEI homopolymers may
subsequently lead to hyperpermeability of the membrane,
resulting in cell death [44]. The density of the surface charge
is reflected by measured zeta potential values, and as we have
shown, an initial negative value of zeta potential (−2.4 mV)
was detected when the complexes formed at an N/P ratio of
1, which means that siRNA could not be completely
compacted under this condition. Then, the positive surface
charge of the complexes exhibited an increasing trend
corresponding to the rising N/P ratio, indicating that more and
more siRNAs were compacted with CS-g-(PEI-b-mPEG) and
the negative charge was neutralized. But the zeta potential of
the CS-g-(PEI-b-mPEG)/siRNA complexes at each N/P ratio
that we measured was still lower than that of the 25 kDa PEI/
siRNA complexes. The reason for this result is probably
consistent with the reason Petersen et al. [8] regarding
copolymer-based DNA complexes, which was that the
shielding effect of neutral components on the PEI part of the
copolymer produces a relatively low zeta potential.

Condensation ability is one requirement for a siRNA
carrier. An optimal binding degree between CS-g-(PEI-b-
mPEG) and siRNA can achieve more efficient delivering
capacity. If the complexes are formed efficiently, all siRNAs
are bound to the copolymers to form nanoparticles. Hence, the
complexes become relatively large and remain immobile in
the loading well with no bands of free siRNA apparent. We
observed that the migration of siRNA was retarded to different
degrees in accordance with the increasing N/P ratio. Complete
retardation occurs at an N/P ratio of 10, which means the CS-
g-(PEI-b-mPEG)/siRNA complexes are completely formed.
The complete complexes of 600 kDa PEI and siRNA cannot
be found even at an N/P ratio of 50 (data not shown), which
indicates that the condensation ability of CS-g-(PEI-b-mPEG)
is better than low molecular weight PEI. It was also detected
that the band of siRNA at an N/P ratio of 20 demonstrated
much lower fluorescence intensity than that of the band at the
N/P ratio of 10. This decrease in fluorescence was also
observed by other experiments executed on DNA bands [8,
45]. The reason for this phenomenon is that the measured
fluorescence is attributed to the intercalated ethidium bromide
in siRNA. When the condensation degree between siRNA and
the cationic copolymer gradually increases, ethidium bromide
cannot intercalate with siRNA anymore. Therefore, the
fluorescence intensity of the bands decreases accordingly
[39].

The main hindrance to the use of RNAi as a therapeutic
tool for human diseases is that the unprotected dsRNA or
siRNA will be rapidly degraded by either nucleases in serum
or the endosomal compartment of cells. The enzymatic
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degradation of siRNA is accompanied by a rapid decline in
biological activity and therapeutic efficiency. Therefore, the
potential of this technology as a clinical therapy method
depends largely on the improvement of siRNA vectors’
protection ability against enzymatic degradation. We found
that after incubation in 10% FBS for 24 h, 64% of siRNA was
protected from degradation at the N/P ratio of 20 whereas only
0.7% naked siRNA remained intact. We attributed these
results to two factors. First, PEG not only has the reported
ability to stabilize the structure of nanospheres, but PEG can
also protect siRNA from being attacked by nucleases [46,
47]. Second, it has been reported that chitosan can effectively
protect DNA from nuclease degradation [48]. The CS-g-(PEI-
b-mPEG) we have synthesized has both PEG and CS elements
and can provide efficient protection for siRNA against
enzymatic degradation.

Low toxicity is also a major requirement for an siRNA
delivery system. The cytotoxicity of cationic copolymers is
mainly caused by the aggregation of nanoparticles on the cell
membrane, impairing its normal function. In addition, the
excessive positive surface charge of nanoparticles may also
interfere with critical intracellular processes of cells [44]. It
has been shown that chitosan salts and chitosan derivatives
are less toxic than PEI [49]. However, no data have been
reported regarding the cytotoxic analysis of a synthetic
cationic copolymer on human Tenon’s capsule fibroblasts.
Therefore, we explored the influence of different
concentrations of CS-g-(PEI-b-mPEG) and 25 kDa PEI on the
cell viability of HTFs. CS-g-(PEI-b-mPEG) showed much
less cytotoxicity than 25 kDa PEI, which is consistent with
what had been obtained by Kim et al. [18] in tests of HeLa
and HepG2 cells. The cell viabilities of the HTFs decreased
drastically as the concentrations of 25 kDa PEI increased
whereas the pure CS-g-(PEI-b-mPEG) copolymer did not
exhibit significant cytotoxicity at any determined
concentration. We hypothesize that the relatively low
cytotoxicity of CS-g-(PEI-b-mPEG) could be explained from
two aspects. First, the copolymer can be degraded into CS,
PEG, and low molecular weight PEI units in cells, all of which
can be easily eliminated by excretion pathways, thus making
this copolymer relatively less toxic than 25 kDa PEI. Second,
PEG reduces toxicity by substituting the amino groups of PEI,
which are the main toxic moieties of the copolymer [50].
Furthermore, after compacting with siRNA, both the CS-g-
(PEI-b-mPEG)/siRNA and 25 kDa PEI/siRNA complexes
showed much lower cytotoxicity, which is due to the
neutralization effect of the negative charge of siRNA on the
positive charge of the pure polymers.

The transfection efficiency of the CS-g-(PEI-b-mPEG)/
siRNA complexes was assessed at various N/P ratios in HeLa
cells and HTFs. This is mainly because the N/P ratio is directly
related to the size, surface charge, compaction degree, and
serum-resistant capacity of the CS-g-(PEI-b-mPEG)/siRNA
complexes, all of which can affect delivery efficiency. At the

N/P ratio of 20, CS-g-(PEI-b-mPEG) outperformed the
highest transfection rate in both HeLa cells and HTFs, which
can be explained by the appropriate particle size and surface
charge as well as the excellent stability of the CS-g-(PEI-b-
mPEG)/siRNA complexes. The transfection rate was a little
lower than that of 25 kDa PEI at the same N/P ratio partly
because of the shielding effect of mPEG on the positive charge
of PEI. We also found that both CS-g-(PEI-b-mPEG) and
25 kDa PEI showed a lower transfection rate in HTFs than in
HeLa cells, which may be attributed to a cell line dependency
of the cationic polymer’s delivery ability [51]. From our
results, we can conclude that PEI with low molecular weight
grafted onto CS avoids the cytotoxicity of high molecular
weight PEI. Meanwhile, mPEG improves the stability of CS-
g-(PEI-b-mPEG)/siRNA complexes, and as a result, the CS-
g-(PEI-b-mPEG)/siRNA nanoparticles can offer a substantial
gene silencing effect with minimal side effects. Moreover,
many factors governing the transfection efficiency of cationic
copolymers need to be investigated in future studies such as
the presence of serum and the pH value of solution [52], and
ligands will be conjugated to the copolymers to achieve
receptor-mediated endocytosis and potentially to target cells
or tissues.

A special siRNA targeting IKKβ gene was successfully
compacted with CS-g-(PEI-b-mPEG) and effectively
delivered into HTFs. Subsequently, both the mRNA and
protein levels of IKKβ were suppressed, and the activation of
NF-κB was inhibited in turn. Finally, IKKΒ-siRNA-mediated
blocking of the NF-κB pathway resulted in repression of the
proliferation of HTFs, and cells transfected with IKKΒ-
siRNA showed growth inhibition up to 42%. All of these
findings suggest that blocking the signaling pathway of NF-
κB could be an effective way to manipulate the scar formation
process by downregulating the proliferation of HTFs. This
novel method based on nanotechnology and RNAi could
represent a remarkable anti-scarring therapeutic approach for
glaucoma filtration surgery. Follow-up studies will focus on
the in vivo application of CS-g-(PEI-b-mPEG)/IKKΒ-siRNA
complexes.

We have reported on the synthesis and characterization
of a novel cationic copolymer, CS-g-(PEI-b-mPEG). We
found it to have powerful siRNA binding and protection
ability, relatively high transfection efficiency, and low
cytotoxicity, making CS-g-(PEI-b-mPEG) a suitable delivery
vector for transfecting siRNA into cells. We observed that
siRNA targeting IKKβ was successfully transfected into
human Tenon’s capsule fibroblasts in vitro, and RNAi
processes against the expression of IKKβ can subsequently
inhibit the activation of NF-κB and in turn, the proliferation
of HTFs. Our results indicate the potential for a safe and
effective strategy for preventing scar formation after
glaucoma filtration surgery.

Molecular Vision 2008; 14:2616-2628 <http://www.molvis.org/molvis/v14/a299> © 2008 Molecular Vision

2626

http://www.molvis.org/molvis/v14/a299


ACKNOWLEDGMENTS
The authors are grateful for the financial support provided by
the National Basic Research Program of China (“973”
program, Number 2007CB512207) and the special research
foundation for doctor disciplines at colleges, the Ministry of
Education, China (Number 20060558035). Professors Ge and
Quan contributed equally to this publication and can be
considered co- corresponding authors.

REFERENCES
1. Plasterk RH. RNA silencing: the genome's immune system.

Science 2002; 296:1263-5. [PMID: 12016302]
2. Hannon GJ. RNA interference. Nature 2002; 418:244-51.

[PMID: 12110901]
3. Elbashir SM, Harborth J, Lendeckel W, Yalcin A, Weber K,

Tuschl T. Duplexes of 21-nucleotide RNAs mediate RNA
interference in cultured mammalian cells. Nature 2001;
411:494-8. [PMID: 11373684]

4. Sun JY, Anand-Jawa V, Chatterjee S, Wong KK. Immune
responses to adeno-associated virus and its recombinant
vectors. Gene Ther 2003; 10:964-76. [PMID: 12756417]

5. Lehrman S. Virus treatment questioned after gene therapy
death. Nature 1999; 401:517-8. [PMID: 10524611]

6. Merdan T, Kopecek J, Kissel T. Prospects for cationic polymers
in gene and oligonucleotide therapy against cancer. Adv Drug
Deliv Rev 2002; 54:715-58. [PMID: 12204600]

7. Boussif O. Lezoualc'h F, Zanta MA, Mergny MD, Scherman D,
Demeneix B, Behr JP. A versatile vector for gene and
oligonucleotide transfer into cells in culture and in vivo:
polyethylenimine. Proc Natl Acad Sci USA 1995;
92:7297-301. [PMID: 7638184]

8. Petersen H, Fechner PM, Martin AL, Kunath K, Stolnik S,
Roberts CJ, Fischer D, Davies MC, Kissel T.
Polyethylenimine-graft-poly (ethylene glycol) copolymers:
influence of copolymer block structure on DNA
complexation and biological activities as gene delivery
system. Bioconjug Chem 2002; 13:845-54. [PMID:
12121141]

9. Ahn CH, Chae SY, Bae YH, Kim SW. Biodegradable
poly(ethylenimine) for plasmid DNA delivery. J Control
Release 2002; 80:273-82. [PMID: 11943404]

10. Katas H, Alpar HO. Development and characterisation of
chitosan nanoparticles for siRNA delivery. J Control Release
2006; 115:216-25. [PMID: 16959358]

11. The Advanced Glaucoma Intervention Study (AGIS):7. The
relationship between control of intraocular pressure and
visual field deterioration.The AGIS Investigators.Am J
Ophthalmol200013042940 [PubMed: 11024415]

12. Cordeiro MF, Chang L, Lim KS, Daniels JT, Pleass RD,
Siriwardena D, Khaw PT. Modulating conjunctival wound
healing. Eye 2000; 14:536-47. [PMID: 11026984]

13. Khaw PT, Occleston NL, Schultz G, Grierson I, Sherwood MB,
Larkin G. Activation and suppression of fibroblast function.
Eye 1994; (Pt 2):188-95. [PMID: 7958020]

14. Kessler DJ, Duyao MP, Spicer DB, Sonenshein GE. NF-kappa
B-like factors mediate interleukin 1 induction of c-myc gene
transcription in fibroblasts. J Exp Med 1992; 176:787-92.
[PMID: 1512542]

15. DiDonato JA, Hayakawa M, Rothwarf DM, Zandi E, Karin M.
A cytokine-responsive IkappaB kinase that activates the
transcription factor NF-kappaB. Nature 1997; 388:548-54.
[PMID: 9252186]

16. Khaw PT, Ward S, Porter A, Grierson I, Hitchings RA, Rice
NS. The long-term effects of 5-fluorouracil and sodium
butyrate on human Tenon's fibroblasts. Invest Ophthalmol
Vis Sci 1992; 33:2043-52. [PMID: 1582809]

17. Jiang HL, Kim YK, Arote R, Nah JW, Cho MH, Choi YJ,
Akaike T, Cho CS. Chitosan-graft-polyethylenimine as a
gene carrier. J Control Release 2007; 117:273-80. [PMID:
17166614]

18. Kim TH, Park IK, Nah JW, Choi YJ, Cho CS. Galactosylated
chitosan/DNA nanoparticles prepared using water-soluble
chitosan as a gene carrier. Biomaterials 2004; 25:3783-92.
[PMID: 15020154]

19. Livak KJ, Schmittgen TD. Analysis of relative gene expression
data using real-time quantitative PCR and the 2(-Delta Delta
C (T)). Methods 2001; 25:402-8. [PMID: 11846609]

20. Khaw PT, Chang L, Wong TT, Mead A, Daniels JT, Cordeiro
MF. Modulation of wound healing after glaucoma surgery.
Curr Opin Ophthalmol 2001; 12:143-8. [PMID: 11224722]

21. Atreides SP, Skuta GL, Reynolds AC. Wound healing
modulation in glaucoma filtering surgery. Int Ophthalmol
Clin 2004; 44:61-106. [PMID: 15087731]

22. Smith MF, Doyle JW, Nguyen QH, Sherwood MB. Results of
intraoperative 5-fluorouracil or lower dose mitomycin-C
administration on initial trabeculectomy surgery. J Glaucoma
1997; 6:104-10. [PMID: 9098818]

23. Singh RP, Goldberg I, Mohsin M. The efficacy and safety of
intraoperative and/or postoperative 5-fluorouracil in
trabeculectomy and phacotrabeculectomy. Clin Experiment
Ophthalmol 2001; 29:296-302. [PMID: 11720155]

24. Sihota R, Dada T, Gupta SD, Sharma S, Arora R, Agarwal HC.
Conjunctival dysfunction and mitomycin C-induced
hypotony. J Glaucoma 2000; 9:392-7. [PMID: 11039741]

25. Baeuerle PA, Baltimore D. NF-kappa B: ten years after. Cell
1996; 87:13-20. [PMID: 8858144]

26. Kaltschmidt B, Kaltschmidt C, Hehner SP, Droge W, Schmitz
ML. Repression of NF-kappaB impairs HeLa cell
proliferation by functional interference with cell cycle
checkpoint regulators. Oncogene 1999; 18:3213-25. [PMID:
10359527]

27. Li M, Carpio DF, Zheng Y, Bruzzo P, Singh V, Ouaaz F,
Medzhitov RM, Beg AA. An essential role of the NF-kappa
B/Toll-like receptor pathway in induction of inflammatory
and tissue-repair gene expression by necrotic cells. J Immunol
2001; 166:7128-35. [PMID: 11390458]

28. Zandi E, Rothwarf DM, Delhase M, Hayakawa M, Karin M.
The IkappaB kinase complex (IKK) contains two kinase
subunits, IKKalpha and IKKbeta, necessary for IkappaB
phosphorylation and NF-kappaB activation. Cell 1997;
91:243-52. [PMID: 9346241]

29. Woronicz JD, Gao X, Cao Z, Rothe M, Goeddel DV. IkappaB
kinase-beta: NF-kappaB activation and complex formation
with IkappaB kinase-alpha and NIK. Science 1997;
278:866-9. [PMID: 9346485]

30. Novina CD, Sharp PA. The RNAi revolution. Nature 2004;
430:161-4. [PMID: 15241403]

Molecular Vision 2008; 14:2616-2628 <http://www.molvis.org/molvis/v14/a299> © 2008 Molecular Vision

2627

http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=12016302
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=12110901
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=12110901
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11373684
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=12756417
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=10524611
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=12204600
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=7638184
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=12121141
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=12121141
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11943404
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=16959358
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11026984
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=7958020
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=1512542
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=1512542
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=9252186
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=9252186
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=1582809
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=17166614
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=17166614
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=15020154
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=15020154
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11846609
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11224722
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=15087731
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=9098818
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11720155
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11039741
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=8858144
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=10359527
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=10359527
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11390458
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=9346241
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=9346485
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=15241403
http://www.molvis.org/molvis/v14/a299


31. Reich SJ, Fosnot J, Kuroki A, Tang W, Yang X, Maguire AM,
Bennett J, Tolentino MJ. Small interfering RNA (siRNA)
targeting VEGF effectively inhibits ocular neovascularization
in a mouse model. Mol Vis 2003; 9:210-6. [PMID: 12789138]

32. Nakamura H, Siddiqui SS, Shen X, Malik AB, Pulido JS, Kumar
NM, Yue BY. RNA interference targeting transforming
growth factor-beta type II receptor suppresses ocular
inflammation and fibrosis. Mol Vis 2004; 10:703-11. [PMID:
15475878]

33. Huang SS, Ge J, Wang LN, Yin XB, Wei YT, Ma P. Preliminary
study of inhibition of human Tenon’s capsule fibroblasts in
vitro by RNA interference targeting IKK-beta. Zhonghua Yan
Ke Za Zhi 2005; 41:1076-81. [PMID: 16409758]

34. Kichler A, Leborgne C, Coeytaux E, Danos O.
Polyethylenimine-mediated gene delivery: a mechanistic
study. J Gene Med 2001; 3:135-44. [PMID: 11318112]

35. Moghimi SM, Symonds P, Murray JC, Hunter AC, Debska G,
Szewczyk A. A two-stage poly (ethylenimine)-mediated
cytotoxicity: implications for gene transfer/therapy. Mol Ther
2005; 11:990-5. [PMID: 15922971]

36. Kim YH, Park JH, Lee M, Kim YH, Park TG, Kim SW.
Polyethylenimine with acid-labile linkages as a
biodegradable gene carrier. J Control Release 2005;
103:209-19. [PMID: 15710512]

37. Fischer D, Bieber T, Li Y, Elsasser HP, Kissel T. A novel non-
viral vector for DNA delivery based on low molecular weight,
branched polyethylenimine: effect of molecular weight on
transfection efficiency and cytotoxicity. Pharm Res 1999;
16:1273-9. [PMID: 10468031]

38. Brus C, Petersen H, Aigner A, Czubayko F, Kissel T.
Physicochemical and biological characterization of
polyethylenimine-graft-poly (ethylene glycol) block
copolymers as a delivery system for oligonucleotides and
ribozymes. Bioconjug Chem 2004; 15:677-84. [PMID:
15264853]

39. Mao S, Neu M, Germershaus O, Merkel O, Sitterberg J,
Bakowsky U, Kissel T. Influence of polyethylene glycol chain
length on the physicochemical and biological properties of
poly(ethylene imine)-graft-poly(ethylene glycol) block
copolymer/siRNA polyplexes. Bioconjug Chem 2006;
17:1209-18. [PMID: 16984130]

40. Mansouri S, Cuie Y, Winnik F, Shi Q, Lavigne P, Benderdour
M, Beaumont E, Fernandes JC. Characterization of folate-
chitosan-DNA nanoparticles for gene therapy. Biomaterials
2006; 27:2060-5. [PMID: 16202449]

41. Park MR, Han KO, Han IK, Cho MH, Nah JW, Choi YJ, Cho
CS. Degradable polyethylenimine-alt-poly (ethylene glycol)

copolymers as novel gene carriers. J Control Release 2005;
105:367-80. [PMID: 15936108]

42. Schiffelers RM, Woodle MC, Scaria P. Pharmaceutical
prospects for RNA interference. Pharm Res 2004; 21:1-7.
[PMID: 14984251]

43. Liu G, Molas M, Grossmann GA, Pasumarthy M, Perales JC,
Cooper MJ, Hanson RW. Biological properties of poly-L-
lysine-DNA complexes generated by cooperative binding of
the polycation. J Biol Chem 2001; 276:34379-87. [PMID:
11438546]

44. Fischer D, Li Y, Ahlemeyer B, Krieglstein J, Kissel T. In vitro
cytotoxicity testing of polycations: influence of polymer
structure on cell viability and hemolysis. Biomaterials 2003;
24:1121-31. [PMID: 12527253]

45. Kim TH, Kim SI, Akaike T, Cho CS. Synergistic effect of poly
(ethylenimine) on the transfection efficiency of
galactosylated chitosan/DNA complexes. J Control Release
2005; 105:354-66. [PMID: 15949861]

46. Kim SH, Jeong JH, Lee SH, Kim SW, Park TG. PEG conjugated
VEGF siRNA for anti-angiogenic gene therapy. J Control
Release 2006; 116:123-9. [PMID: 16831481]

47. Lee SH, Kim SH, Park TG. Intracellular siRNA delivery system
using polyelectrolyte complex micelles prepared from VEGF
siRNA-PEG conjugate and cationic fusogenic peptide.
Biochem Biophys Res Commun 2007; 357:511-6. [PMID:
17434451]

48. Corsi K, Chellat F, Yahia L, Fernandes JC. Mesenchymal stem
cells, MG63 and HEK293 transfection using chitosan-DNA
nanoparticles. Biomaterials 2003; 24:1255-64. [PMID:
12527266]

49. Thanou M, Florea BI, Geldof M, Junginger HE, Borchard G.
Quaternized chitosan oligomers as novel gene delivery
vectors in epithelial cell lines. Biomaterials 2002; 23:153-9.
[PMID: 11762833]

50. Kostarelos K. Rational design and engineering of delivery
systems for therapeutics: biomedical exercises in colloid and
surface science. Adv Colloid Interface Sci 2003;
106:147-68. [PMID: 14672846]

51. Florea BI, Meaney C, Junginger HE, Borchard G. Transfection
efficiency and toxicity of polyethylenimine in differentiated
Calu-3 and nondifferentiated COS-1 cell cultures. AAPS
PharmSci 2002; 4:E12. [PMID: 12423061]

52. Sato T, Ishii T, Okahata Y. In vitro gene delivery mediated by
chitosan. Effect of pH, serum, and molecular mass of chitosan
on the transfection efficiency. Biomaterials 2001;
22:2075-80. [PMID: 11432586]

Molecular Vision 2008; 14:2616-2628 <http://www.molvis.org/molvis/v14/a299> © 2008 Molecular Vision

The print version of this article was created on 31 December 2008. This reflects all typographical corrections and errata to the
article through that date. Details of any changes may be found in the online version of the article.

2628

http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=12789138
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=15475878
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=15475878
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=16409758
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11318112
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=15922971
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=15710512
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=10468031
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=15264853
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=15264853
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=16984130
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=16202449
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=15936108
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=14984251
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=14984251
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11438546
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11438546
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=12527253
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=15949861
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=16831481
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=17434451
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=17434451
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=12527266
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=12527266
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11762833
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11762833
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=14672846
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=12423061
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11432586
http://www.molvis.org/molvis/v14/a299

