
Application of Cationic Conjugated Polymer–Outer Membrane
Vesicle Complexes in Inhibiting Red Blood Cell Aggregation
Ping Hea

Endong Zhanga,b

Ruilian Qia

Fengting Lva

Libing Liu*a,b

Shu Wanga,b

a Beijing National Laboratory for Molecular Sciences, Institute of Chemistry,
Chinese Academy of Sciences, Beijing, China

b School of Chemistry and Chemical Engineering,
University of Chinese Academy of Sciences, Beijing, China
liulibing@iccas.ac.cn

Received: 06.08.2019
Accepted after revision: 16.09.2019
DOI: 10.1055/s-0039-1700849; Art ID: om-19-0007-rc

License terms:

© 2019. The Author(s). This is an open access article published by Thieme under the
terms of the Creative Commons Attribution-NonDerivative-NonCommercial-License,
permitting copying and reproduction so long as the original work is given appropriate
credit. Contents may not be used for commercial purposes, or adapted, remixed,
transformed or built upon. (https://creativecommons.org/licenses/by-nc-nd/4.0/).

Abstract Cationicconjugatedpolymers (CCPs)havebeenattractinga lot
of attention in biomedical applications because of their good photoelec-
tric properties and good cell viability. However, positively charged
componentsmay reduce theelectrostatic repulsionamongredbloodcells
(RBCs) and induce RBC aggregation,whichmay lead to thrombus. Herein,
in this work, we prepared the complexes of CCPs and outer membrane
vesicles (OMVs) to inhibit RBC aggregation induced by CCPs and improve
the biocompatibility of CCPs. A poly(fluorene-co-phenylene) derivative
(PFP), a poly(p-phenylenevinylene) derivative (PPV), and a poly(thio-
phene)derivative (PMNT)werechosenas themodelCCPs, andOMVswere
used as the representative of a cell membrane. The CCP–OMVcomplexes
were formed mainly driven by electrostatic interactions. Besides, the
electrostatic CCP–OMVcomplexes were proved to be able to prevent the
RBC aggregation induced by CCPs while maintaining the hydrophobic
interactions between CCPs and RBCs.

Key words cationic conjugated polymers, outer membrane vesicles,
inhibition of RBC aggregation

Introduction

Redbloodcells (RBCs)arethemostabundantcells inblood
and take responsibility for transporting oxygen and carbon
dioxide.1 Generally, the electrostatic repulsion which comes
from the surficial negative charge of RBCs maintains the
suspension stability of RBCs. However, the increase of
positively charged proteins in blood will lead proteins to
absorbingontothesurfaceofRBCsandneutralizethenegative

charge, reducing the electrostatic repulsion among RBCs and
inducing RBC aggregation. Then the RBC aggregation may
cause thrombus and threaten human life and health.2

Conjugated polymers (CPs) have been attracting much
attention in the applications of biosensing and imaging,3

bacterial detection and inhibition,4 and cancer diagnosis
and therapy,5 due to their good photoelectric properties,
such as light harvesting, signal amplification, high quantum
yield, and good photostability. The introduction of positively
charged groups can not only improve the water solubility of
CPs, but also facilitate the interactions between CPs and
negatively charged biological components (e.g. DNA,6 cells,7

bacteria8) through electrostatic attraction. Nevertheless, the
nonspecific electrostatic attraction may cause unwished
influences to other negatively charged components while
interacting with targets, for instance, the induction of RBC
aggregation. Thus, improving the biocompatibility of
cationic CPs (CCPs) is of great importance in propelling
the biomedical applications of CPs.

Recently, cell membrane-coated nanoparticles have re-
ceived a lot of attention and have seen developments in
biomedical fields. This membrane-coating technology can
enhance the efficiency of materials by extending blood
circulation time and inducing immune response.9 Inspired by
this technology, we used outer membrane vesicles (OMVs) of
Pseudomonas aeruginosa (P. aeruginosa) as a cell membrane
model and used a poly(fluorene-co-phenylene) derivative
(PFP),10 a poly(p-phenylenevinylene) derivative (PPV),11 and a
poly(thiophene) derivative (PMNT)12 as typical CCPs, to form
CCP–OMV complexes. CCPs displayed relatively good biocom-
patibility, for instance, PMNT could even promote cell growth
without serum. We discovered that CCP–OMVs can effectively
avoid the RBC aggregation induced by CCPs, which proved
the improved biocompatibility of CCP by forming CCP–OMV
complexes.
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Results and Discussion

Themorphology of OMVswas characterized by scanning
electron microscopy (SEM) and transmission electron
microscopy (TEM). The zeta potential and size of OMVs
were measured to be �18.8�3.2mV and 120nm, respec-
tively (see Figure S1 in the Supporting Information).

The UV-Vis absorption and fluorescence emission
spectra of CCPs in water were measured before and after
the complex formed (Figure 1). CCPs used in this work were
PFP, PPV, and PMNT, whose λmax,abs/λmax,em values are 393/
427, 451/570, and 410/527nm, respectively. After
the formation of the electrostatic CCP–OMV complexes,
the spectral properties of PFP and PPV were scarcely
influenced. While for PMNT, both of the absorption and

emission spectrum intensities decreased and the maximum
absorption wavelength had a slight blue-shift from 401 to
387nm, which might result from conformational change of
PMNT in the complex aggregate.

The CCP–OMV complexes were formed by mixing OMV
solution (80μg/mL) and CCP solution at room temperature
for 4h. The detailed procedure of preparation of CCP-OMVs
is given in the References and Notes section.13 And the CCP–
OMV complexes were characterized through laser scanning
confocal microscopy (LSCM; Figure 2), TEM (see Figure S2 in
the Supporting Information), and SEM (see Figure S3 in the
Supporting Information), which indicated the formation of
CCP–OMVcomplexes. As shown in Figure 2, the interactions
between CCPs and OMVs would strengthen along with the
increase of CCP concentration. Besides, PFP displayed the

Fig. 1 The UV-Vis and fluorescence spectra of CCPs before and after the formation of CCP–OMV complexes.

Fig. 2 LSCM characterization of the formation of CCP–OMV complexes. (a) [CCP]¼ 10μmol/L; (b) [CCP]¼ 100μmol/L.
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strongest interaction with OMVs among these three CCPs
under the same conditions.

To have a good knowledge of the interaction process
between CCPs and OMVs, the zeta potential of every
component was measured. The thermodynamic change
during the formation of CCP–OMV complexes was also
measured. As shown in Figure 3a, the zeta potential values
of PFP, PPV, and PMNT were 20.8�3.9, 26.1�1.7, and
16.0�5.9mV, respectively. After forming complexes with
OMVs (�18.8�3.2mV), the zeta potential values of PFP–
OMV, PPV–OMV, and PMNT–OMV complexes were
21.7�0.9, �2.7�0.2, �2.9�0.2mV, respectively. Com-
pared with the corresponding CCPs, the zeta potential of
PPV–OMVs and PMNT–OMVs showed certain negative
movements and finally presented weak electronegativity.
While for PFP, it seemed that the zeta potential did not
change before and after the complex formed. Considering
the LSCM results, it was inferred that the strong interaction
between PFP and OMVs made OMVs wrapped in PFP, finally
presenting the zeta potential of PFP. For the enthalpy change
ΔHobs shown in Figure 3b, with the addition of PPV solution
into OMVs, the ΔHobs changed from a large negative value to
zero, which indicated a gradually saturated exothermal
process. The zeta potential and enthalpy change suggested
that the electrostatic interaction made the most contribu-
tions for the formation of CCP–OMV complexes.

Then we investigated the interactions between CCPs or
CCP–OMVs and RBCs under different concentrations (10 and
100μmol/L; Figure 4). For PFP, it could cause RBC aggregation
at 10μmol/L instead of 100μmol/L, which was attributed to
the self-aggregation of PFP in physiological saline solution at
100μmol/L.While for PPV, it could lead to RBC aggregation at
both 10 and 100μmol/L. Furthermore, the aggregation extent
strengthened with the increase of PPV concentration. PMNT
inducedRBCaggregationat100μmol/Lother thanat10μmol/
L, which indicated a concentration-dependent aggregation
induction way. The above three CCPs showed different RBC
aggregation induction effects because of their structural

characteristics and properties. Unignorably, all of them are
potential inducers of RBC aggregation when applied in a
biomedical field.

To verify the effects of CCP–OMVs in inhibiting RBC
aggregation induced by CCPs, the interactions between
CCP–OMVs and RBCs were also investigated under the same
conditions. PPV–OMVs and PMNT–OMVs did not induce
RBC aggregation at neither 10 nor 100μmol/L, displaying an
effective inhibition of RBC aggregation. PFP–OMVs avoided
RBC aggregation at 10μmol/L, but induced RBC aggregation
at 100μmol/L. In combination with the zeta potential of
CCP–OMVs, it was deduced that electronegative PPV–OMVs
and PMNT–OMVs were not able to neutralize the surficial
positive charge of RBCs and thus could not induce RBC
aggregation. However, the electropositive PFP–OMVs might
act as a cationic center which absorbed surrounding RBCs
and induced aggregation.

Likewise, tohaveabetterunderstandingof the interaction
mechanisms between CCPs and CCP–OMVs with RBCs, zeta
potentials were measured and the thermodynamic changes
during the interaction of PPVand PPV–OMVswith RBCswere
also measured. As shown in Figure 5a, the zeta potential of
RBCs in physiological saline solution was �12.9�1.5mV.
After interacting with PFP and PFP–OMVs, the zeta potential
values changed to �11.9�1.1 and �8.99�0.7mV, respec-
tively, suggestingastrongerelectrostatic interactionbetween
PFP–OMVs and RBCs than that with PFP. In contrast, the zeta
potential values of RBCs changed to �8.83�0.9 and �11.0
�0.6mVafter interacting with PPVand PPV–OMVs, suggest-
ing a stronger electrostatic attraction between PPVand RBCs
than thatwithPPV–OMVs. The results are consistentwith the
LSCM results (Figure 2). For PMNT and PMNT–OMVs, both of
them did not cause obvious changes in RBC zeta potential,
whichmight beattributed to the relatively lowelectric charge
density of PMNT and weaker electrostatic interaction
between PMNTwith RBCs.

As shown in Figure 5b, the interactions of RBCs with PPV
and PPV–OMVs bothwere endothermal processes, indicating

Fig. 3 (a) The zeta potential of OMVs, CCPs, and corresponding complexes. (b) The enthalpy changes (ΔHobs) against the PPV/OMV molar ratio by
titrating the aqueous solution of 240 μmol/L PPV into OMV solution. The dilution enthalpy of PPV has been deducted.
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the main driving force of the hydrophobic interaction.
Besides, learning from the binding constant (Ka) and binding
ratio (N) (see Table S1 in the Supporting Information), PPV–
OMVsdisplayed stronger interaction thanPPV. Therefore, the
formation of PPV–OMVcomplexes not only avoided inducing
RBC aggregation, but also retained the hydrophobic interac-
tion between PPV and RBCs.

Conclusion

In summary, we used OMVs of P. aeruginosa as the cell
membrane model to form electrostatic complexes with CCPs.
The complexes were proved to be able to inhibit the RBC
aggregation induced by CCPs, which was demonstrated by
LSCM. The zeta potential and enthalpy change during the

Fig. 4 Microscopic characterization of RBC aggregation induced by CCPs and CCP–OMVs. (a) 10μmol/L. (b) 100μmol/L.
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formation of complexes indicated the electrostatic force
actuation between CCP and OMVs, which effectively reduced
the impact on the superficial electronegativity of RBCs. Thus,
CCP–OMVs were able to avoid inducing RBC aggregation.
Besides, the zeta potential and enthalpy change during the
interaction of CCPs and CCP–OMVs with RBCs also suggested
the non-negligible function of electrostatic and hydrophobic
interactions in this process. In brief, the CCP–OMV complexes
wereprovedtobeprospectiveininhibitingtheRBCaggregation
induced by CCPs while retaining the interactions with RBCs.
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