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Abstract 

Background: Pathogenic microorganism pollution has been a challenging public safety issue, attracting consider-
able scientific interest. A more problematic aspect of this phenomenon is that planktonic bacteria exacerbate biofilm 
formation. There is an overwhelming demand for developing ultra-efficient, anti-drug resistance, and biocompatibility 
alternatives to eliminate stubborn pathogenic strains and biofilms.

Results: The present work aims to construct a visible light-induced anti-pathogen agents to ablate biofilms using the 
complementary merits of ROS and cationic polymers. The photosensitizer chlorin e6-loaded polyethyleneimine-based 
micelle (Ce6-TPP-PEI) was constructed by an amphiphilic dendritic polymer (TPP-PEI) and physically loaded with pho-
tosensitizer chlorin e6. Cationic polymers can promote the interaction between photosensitizer and Gram-negative 
bacteria, resulting in enhanced targeting of PS and lethality of photodynamic therapy, and remain active for a longer 
duration to prevent bacterial re-growth when the light is turned off. As expected, an eminent antibacterial effect 
was observed on the Gram-negative Escherichia coli, which is usually insensitive to photosensitizers. Surprisingly, the 
cationic polymer and photodynamic combination also exert significant inhibitory and ablative effects on fungi and 
biofilms. Subsequently, cell hemolysis assessments suggested its good biocompatibility.

Conclusions: Given the above results, the platform developed in this work is an efficient and safe tool for public 
healthcare and environmental remediation.

Keywords: Photodynamic inactivation, Antimicrobial polymers, Bacterial infections, Drug resistance, Pathogens, 
Biofilm
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Introduction
Pathogenic microorganism pollution has been an escalat-
ing global health threat to human society, which would 
cause serious infection and even lead to death [1]. Fur-
thermore, antibiotic-resistant pathogens (ARPs) worsen 

the problem due to the widespread and indiscriminate 
use of antibiotics [2, 3]. More worrisome is that plank-
tonic pathogens tend to adhere to the surface of the 
substance and subsequently colonize to a sessile commu-
nity through a quorum sensing system to form biofilms. 
These biofilms are complex, multicellular bacterial com-
munities embedded in self-secreted, extracellular poly-
meric substances (EPS) [4, 5]. The formed biofilms block 
the penetration of small molecule antimicrobial agents, 
ultimately leading to insensitivity to antimicrobial agents, 
with up to 1000-fold greater effective doses compared 
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to planktonic cells [6–8]. Therefore, the matrix provides 
physical protection, resulting in biofilm infections that 
are notoriously difficult to treat [9].

Over the past decades, unremitting efforts have been 
made by scientific communities and pharmaceutical 
industries to tackle this worldwide dilemma. Notably, 
nanomaterials have exhibited remarkable success in anti-
bacterial applications [10–12]. For example, nanomate-
rials serve as delivery vehicles or facilitate the targeted 
bacterial permeability to couple with bacteriophages 
[13], antimicrobial peptides [14, 15], cationic compounds 
[16, 17], photodynamic therapy [18, 19] and photother-
mal therapy (PTT) [20, 21]. They have been widely used 
in various fields, including water disinfection, the marine 
industry, biomedicine, the textile industry and food pack-
aging, antibacterial coatings, for biofilm elimination, and 
combating antibiotic-resistant pathogens. For example, a 
structure-changed nanomaterial (CS-b-PEG) fabricated 
by a block chitosan and poly(ethylene glycol) copoly-
mer, which is without biocides releasing behavior was 
designed to in marine fields [22].

Due to its good bactericidal efficiency, the new prom-
ising light-activated alternative, photodynamic anti-
microbial chemotherapy (PACT), characterized by 
broad-spectrum, non-invasiveness, and controllability, 
has attracted considerable attention [23]. Its mecha-
nism involves utilizing of the photochemical reactions 
of non-toxic photosensitizers (PSs). Upon irradiation 
with light whose wavelength matches the absorption 
of the PSs, the generation of toxic reactive oxygen spe-
cies (ROS), could cause irreparable damage to the cell 
membrane and intracellular DNA [24] [25]. However, 
some drawbacks diminish PACT efficiency, such as poor 
water solubility, the short lifetime and limited diffusion 
distance of ROS, and weak interaction between the PSs 
and Gram-negative bacteria [24, 26, 27]. With advances 
in nanotechnology, researchers have developed a variety 
of delivery vehicles, such as polymers, metal nanoparti-
cles, and metal–organic frameworks (MOFs) [28–31], to 
further improve the interactions between PSs and patho-
gens, i.e., targeting ability and high adherence, to enhance 
PACT efficiency.

Meanwhile, another hallmark of PACT is that the ROS 
generation may cease after the light irradiation is turned 
off, allowing un-killed bacteria to proliferate [32]. It is still 
uncertain whether pathogens are capable of developing 
resistance to ROS through antioxidant enzyme activa-
tion or other possible mechanisms [33, 34]. To avoid the 
emergence of PACT drug-resistant strains, it is not suffi-
cient for delivery vehicles to only deliver photosensitizers.

A balanced hydrophilic-hydrophobic ratio of polymer 
would enable the synthesized product to self-assem-
ble and form micellar aggregates in water as a delivery 

vehicle to construct nano-photosensitizers for enhanced 
photodynamic therapy. More delightfully, It was reported 
that positively charged nanocarriers could efficiently 
penetrate biofilms [35]. These positively charged nano-
particles not only exhibit long-term antibacterial effects 
after PACT but also provide a solution to remove stub-
born bacterial biofilms. However, the ability to inhibit 
and remove biofilms has not been fully explored.

Consequently, we reported the construction of pho-
tosensitizer chlorin e6-loaded polymeric nanoparticles 
(Ce6-TPP-PEI) via the self-assembly of amphiphilic anti-
bacterial polymers (TPP-PEI). With the combination 
of photodynamic therapy and cationic antimicrobial 
polymers, the nanoparticles exhibited an inactivation 
rate of about 99.99% on Escherichia coli, which is usu-
ally insensitive to photodynamic therapy, with visible 
light irradiation for 5  min. Along with high efficiency 
of the anti-pathogenic agent, excellent biofilm removal 
efficacy was observed, providing a promising prospect 
in disinfection. Amphiphilic cationic polymer, prepared 
from 4-carboxbutyltriphenylphosphonium bromide and 
branched polyethyleneimine (10 kD), can provide an 
anti-pathogenic microorganism complementary therapy 
at the end of PACT, further offer long-lasting bacterial 
inhibition effects and preventing secondary infection 
caused by incompletely killed bacteria.

Fungal infections currently affect nearly a quarter of 
the worldwide population [36]. However, significantly 
fewer fungicides have been explored and introduced to 
clinical practice compared with antibacterial drugs until 
now [37]. Unfortunately, the drug resistance of patho-
logical fungi is constantly growing. We also confirm 
that Ce6-TPP-PEI could inactivate the pathogenic fungi. 
Candida albicans, which has accounted for over half 
the reported cases of invasive candidiasis, served as a 
model to investigate the inactivation properties of Ce6-
TPP-PEI [38]. Taken together, these photosensitizer Ce6-
loaded antibacterial polymeric nanoparticles effectively 
inactivate pathogenic microorganism, including but not 
limited to bacteria and C. albicans, but also notorious 
biofilms, showing great potential for new strategies and 
more effective PACT-based agents in the future.

Materials and methods
Materials
N, N-dimethyl formamide (DMF), ether, benzene, hexane 
and acetonitrile were obtained from Guangzhou Chemi-
cal Reagent Factory (Guangzhou, China). Branched 
polyethyleneimine (PEI, 10 kD) was provided by Inno-
chem (Beijing) Technology Co., Ltd. Dicyclohexyl-
carbodiimide (DCC) and 4-(dimethylamino) pyridine 
(DMAP) were purchased from Alfa Aesar. PS Chlorin 
e6 (Ce6), 5-bromovaleric acid (Br-C4H8-COOH) and 
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triphenylphosphine (TPP) were obtained from Mack-
lin. Dichlorofluorescein diacetate (DCFH-DA) was pur-
chased from Sigma Aldrich Chemicals (St. Louis, MO, 
USA). SYTO (KFS147) was provided by Beijing Baiao 
Laibo Technology Co. Ltd. Propidium iodide (PI) was 
acquired from Invitrogen. Luria–Bertani (LB) agar was 
acquired from Guangdong Huankai Microbial Sci. and 
Tech. Co., Ltd. (Guangzhou, China). All the solvents and 
reagents were of analytical grade unless specified other-
wise. Secondary reverse osmosis water was made in our 
laboratory using a water purifier.

Escherichia coli (E. coli, ATCC 25922), Bacillus subti-
lis (B. subtilis, ATCC 6633) and Candida albicans (C. 
albicans, ATCC 10231) were supplied by the Guangdong 
Institute of Microbiology (Guangzhou, China) and cul-
tured in Luria–Bertani (LB) medium, potato dextrose 
broth (PDB) or M9 minimal medium consisting of 1-g/L 
 NH4Cl, 11-g/L  Na2HPO4·7H2O, 3-g/L  KH2PO4, 5-g/L 
NaCl, 4-g/L glucose,120-mg/L  MgSO4, and 10-mg/L 
 CaC12 [39]. Bacterial cells were cultured using LB liquid 
and solid media under an aerobic atmosphere.

Synthesis
Preparation of 4‑carboxbutyltriphenylphosphonium bromide
5-bromovaleric acid (1  g, 5.5  mmol) was pre-dissolved 
in 5  mL of acetonitrile, then triphenylphosphine (1.6  g, 
6.1 mmol) was added to the above solution and refluxed 
at 80 °C for 24 h. After the reaction, the solvent was dried 
with a rotary evaporator, and the remaining solid was re-
dissolved in dichloromethane. The above dichlorometh-
ane solution was precipitated in cold ether to obtain a 
white solid. Subsequently, it was filtered, collected, and 
rinsed with benzene, n-hexane and ether in turn, and 
then dried in vacuum to obtain the final product.

Preparation of TPP‑PEI
4-Carboxbutyltriphenylphosphonium bromide and 
DMAP were pre-dissolved in 20 mL of anhydrous dichlo-
romethane and stirred for 1  h in an argon atmosphere. 
DCC and branched polyethyleneimine were dissolved 
in 3 mL of anhydrous DMF and dropped into the above 
solution. After reacting for 24  h at 0  °C, the white pre-
cipitate was removed by filtration. Finally, the obtained 

Preparation of TPP‑PEI and Ce6‑TPP‑PEI
TPP-PEI (20 mg) was pre-dissolved in DMF (5 mL), then 
dropwise added to 20  mL deionized water. After vigor-
ously stirring for 2 h, the above solution was transferred 
to a dialysis tube (MWCO 3500). With the water being 
changed at fixed time intervals, the solution was dia-
lyzed against ultrapure water for 48 h at 25 °C to obtain 
the final product. Similar method as above was used to 
obtain the Ce6-loaded micelles (Ce6-TPP-PEI). Pho-
tosensitizer Ce6 (2  mg) and TPP-PEI (20  mg) were dis-
solved by DMF (5  mL) in advanced and stirred for 2  h. 
Subsequently, the obtained solution was dialyzed against 
ultrapure water at room temperature for 48  h with a 
dialysis tube (MWCO 3500 Da). Finally, the final suspen-
sion was filtered through a syringe filter (a pore size of 
450  nm) and stored at 4  °C before further experiments 
usage.

Characterizations
Transmission electron microscopy (TEM, 80 kV, Hitachi, 
H-7650) was used to record the size and morphology of 
Ce6-TPP-PEI in the aqueous solution. Zeta-sizer instru-
ment (Zetasizer Pro, Malvern Instruments, UK) was 
served to investigate the average hydrodynamic particle 
size and polydispersity index. The UV/Vis absorption 
spectra of free Ce6, TPP-PEI and Ce6-TPP-PEI were 
recorded by Lambda 45 UV/Vis Spectrometer (Perkin-
Elmer, USA). Fourier transform infrared spectra (FT-IR) 
were investigated on an FT-IR spectrophotometer (VER-
TEX 70, Bruck, Germany) using the KBr pellet technique.

The Ce6 loading capacity (LC) and encapsulation effi-
ciency (EE) in polymeric Ce6-TPP-PEI micelles were 
measured according to our previous study [24]. The 
concentrations of Ce6 were calculated by the standard 
curve, based on known concentrations of Ce6 in DMSO 
and UV/Vis absorbance. Firstly, the standard curve of the 
known concentration of Ce6 (in DMSO) and the absorb-
ance at 405  nm was recorded by Lambda 45 UV/Vis 
Spectrometer. Then, the solution of Ce6-TPP-PEI (1 mL) 
was freeze-dried, weighed and re-dissolved in DMSO, 
and the UV/Vis absorbance was further measured at 
405 nm. The EE and LC of Ce6 were calculated separately 
according to the following formula:

The detection of reactive oxygen species
DCFH was served as a fluorescent labeled probe to detect 
the ROS produced of Ce6-TPP-PEI. Firstly, DCFH-DA 

LC (%) =
(

amount of loaded Ce6
/

amount of Ce6− loaded nanocarrier

)

× 100

EE (%) =
(

amount of loaded Ce6
/

initial amount of Ce6

)

× 100solution was transferred into a dialysis tube with molecu-
lar weight of 3500 and dialyzed with ultrapure water for 
48 h. During dialysis, ultrapure water was changed every 
6 h. After dialysis, the aqueous solution was lyophilized 
and stored for further use.
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was hydrolyzed to DCFH according to our previous lit-
erature [24]. DCFH (100 µL, 5 µM) solution was mixed 
with Ce6-TPP-PEI (100 µL, 2.5 µM) in a 96 well plate at 
room temperature, while a solution of TPP-PEI and PBS 
mixed with DCFH solution was used as a control. Then, 
the mixture was irradiated or not for different times with 
a commercially available LED light (λmax = 630  nm, 30 
mW/cm2) with full width at half maximum of 20 nm. The 
excitation filter was fixed at 488  nm, and the emission 
wavelength of the solution was recorded at 525 nm using 
a microplate reader (Synergy H1, BioTek, USA). Each 
sample was repeated three times for reproducibility.

Confocal laser scanning microscopy observation of cellular 
uptake
Confocal laser scanning microscopy (CLSM) imaging 
was used to record the localization of Ce6-TPP-PEI in 
E. coli cells. Briefly, a freezer stock of E.coli was inocu-
lated into LB liquid medium in advance and cultured to 
logarithmic phase at 37  °C after 12  h under shaking at 
180 rpm. After centrifugation at 5000 rpm for 5 min, the 
bacterial cells were washed with normal saline solution 
(0.9% NaCl) three times. 500 µL of resuspended bacterial 
cells  (108  CFU/mL) were incubated with Ce6-TPP-PEI 
for 30 min. Finally, the bacterial solution was centrifuged 
and re-suspended in PBS for further observation with 
CLSM (LSM 800, Zeiss).

Antibacterial Kinetics
Optical density at 600  nm  (OD600) was served to deter-
mine the growth state of the bacteria. The typical Gram-
negative bacteria E. coli and Gram-positive bacteria 
B. subtilis were chosen as models and were cultured as 
described above. Simply, E.coli or B. subtilis was inocu-
lated into LB liquid medium and cultured to logarithmic 
phase at 37 °C under shaking at 180 rpm. Fresh E. coli or 
B. subtilis (100 µL, M9 medium) cells, pre-treated by cen-
trifugation, washed, and resuspended, were inoculated 
into a 96-well plate at  105 cells per well. Subsequently, 
another 100 µL of the medium containing different par-
ticles at various concentrations of Ce6 was added to the 
wells. After 30 min, the plates were irradiated with LED 
light (630 nm, 30 mW/cm2, 3 min), and cultured at 37 °C 
for 24  h. A microplate reader (TECAN, SPARK) was 
used to record the absorbance of the solution at 600 nm 
every hour. Each sample was repeated three times for 
reproducibility.

Comparison of antibacterial activity
The colony forming method was adopted to further 
compare the antimicrobial activities. E.coli or B. subti-
lis were cultured and pre-treated as described above in 
“Confocal laser scanning microscopy observation of 

cellular uptake”. Firstly, the re-suspended bacterial cells 
 (107  CFU/mL) were incubated with Ce6-TPP-PEI, TPP-
PEI, or free Ce6 for 30  min, with or without LED light 
irradiation (630 nm, 30 mW/cm2, 5 min), and diluted by 
 102,  104, and  106 times. Finally, the treated bacterial sus-
pension (100  µL) was separately transferred to LB agar 
medium, and cultured at 37  °C for 48  h to count the 
colony. The cells without nanomaterials were set as the 
control group. Concerning the comparison of antifun-
gal ability, C. albicans was first cultured in a PDB liquid 
medium overnight and harvested. Subsequently, the cells 
 (105  CFU/mL) were incubated with Ce6-TPP-PEI, TPP-
PEI, or free Ce6 for 30  min, with or without LED light 
irradiation (630 nm, 30 mW/cm2, 3 min) and diluted by 
 101,  102, and  104 times. The treated bacterial suspen-
sion (100  µL) was separately transferred to Sabouraud 
agar medium, and cultured at 37 °C for 48 h to count the 
colony.

Live/Dead bacterial viability assay
The antibacterial activity of Ce6-TPP-PEI and TPP-PEI 
against E. coli was visualized by using fluorescent nucleic 
acid-labeled probe SYTO 9 and PI. E. coli cells were cul-
tured and pretreated as described in the antibacterial 
kinetics section. The resuspended bacteria  (108  CFU/
mL) were incubated with materials solution in a centri-
fuge tube for 30  min, and then illuminated under LED 
light irradiation (630 nm, 30 mW/cm2, 3 min) or without 
irradiation. The bacterial cells were harvested by centrif-
ugation and washed with 0.9% NaCl. The bacteria pellet 
was resuspended in sterilized water, followed by add-
ing a mixture (2  μL) of the SYTO 9 and PI dyes to the 
solution, and incubated at room temperature for 20 min 
in the dark. The imaging of the fluorescence signal was 
recorded by Gen5 Imaging (BioTek, USA). The microbial 
cells treated with PBS were set as a control. Subsequently, 
the signal intensity was measured by a microplate reader 
(Synergy H1, BioTek, USA). The excitation filter was fixed 
at 488 nm, and the emission wavelength was recorded of 
510–690 nm for each sample. The Red/Green ratio of the 
integrated intensity was calculated, which can indirectly 
reflect the ratio of live/dead to the sample. The integra-
tion intensity of green fluorescence ranged from 510 
to 540  nm, while red fluorescence ranged from 620 to 
660 nm.

Inhibition of bacterial biofilm formation
The classical crystal violet (CV) staining method was 
used to determine the capability of Ce6-TPP-PEI to 
inhibit the formation of E. coli biofilms. Briefly, E.coli 
was inoculated into LB liquid medium and cultured to 
logarithmic phase at 37  °C under shaking at 180  rpm. 
Fresh E. coli cells (200 µL, M9 medium), pre-treated with 
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centrifugation, were washed, re-suspended, and inocu-
lated into a 48-well polystyrene plate at  108 cells per well. 
Subsequently, another 200 µL of M9 medium containing 
various nanoparticles was added into the wells to cul-
ture for 30 min. The plate was then irradiated with LED 
light (630 nm, 30 mW/cm2, 5 min) and cultured at 37 °C 
for another 48  h. Subsequently, the medium was dis-
carded, and the formed biofilm was washed twice with 
PBS to remove planktonic bacteria. Then 600  μL of CV 
(0.1% (w/v) in 0.9% NaCl) was added to each well and 
incubated at 37 °C for 30 min in the dark. The plate was 
washed for twice to remove the residual crystal violet, 
followed by imaging for the formed biofilms. To quantita-
tively analyze the formed biofilm, 600 μL of 95% ethanol 
was added to each well and incubated at 37 °C for 15 min 
at RT. The optical density was recorded at 590 nm using a 
microplate reader (BioTek, Synergy H1). Each sample was 
repeated three times for reproducibility.

Ablation effect of bacterial preformed biofilms
The CV staining assay was used to quantitatively analyze 
the ability of Ce6-TPP-PEI to ablate the preformed E. 
coli biofilms. Firstly, E.coli was cultured overnight to the 
logarithmic phase, harvested by centrifugation, washed 
and resuspended. Then fresh E. coli cells (400  µL,  108, 
M9 medium) were seeded into a 48-well polystyrene 
plate. Following 48 h of incubation to form the biofilms, 
the plate was washed with PBS three times to remove the 
planktonic bacteria. 400 μL of M9 medium with Ce6-
TPP-PEI was added to the 48 well plates and cultured 
at 37  °C for 30  min, the plate was then irradiated with 
630 nm LED light at a light intensity of 30 mW/cm2 for 
5 min. After another 24 h of incubation, the medium was 
discarded, and the residual biofilms were washed with 
0.9% NaCl for twice. 600  μL of CV (0.1% (w/v) in 0.9% 
NaCl) was added to each well and incubated at 37 °C for 
30 min in the dark. Then CV solution was discarded, and 
the plate was washed with PBS twice to remove the resid-
ual crystal violet, followed by imaging for the formed bio-
films. Concerning the quantitative analysis of the formed 
biofilm, 600  μL of 95% ethanol was used to dissolve 
the residual crystal violet and the optical density was 
recorded at 590  nm using a microplate reader (BioTek, 
Synergy H1). Data are presented as average ± SD (n = 3).

Antifungal activity
The typical opportunistic pathogen C. albicans was 
chosen as a model to investigate the antifungal activ-
ity. C. albicans was first cultured in the PDB liquid 
medium and grew to the logarithmic phase at 37  °C 
under shaking at 180 rpm. Subsequently, the cells were 
centrifugated, washed with 0.9% NaCl twice, and har-
vested, followed by diluting into fresh PDB media to 

achieve a concentration of  105 cells/mL. 100 µL aliquot 
of cells solution in sterilized water was seeded into a 
96-well plate. Another 100 μL of serial dilutions mate-
rial solution in  H2O was separately added to the wells 
and incubated at 37 °C for 30 min. Then, the cells were 
irradiated with a 630-nm (30 mW/cm2, 5  min) LED 
light. The plate was centrifuged, and the supernatant 
was removed; 200  μL of fresh PDB media was added 
to each well. The suspension was mixed thoroughly 
and continued to be cultured for 48 h. The optical den-
sity was determined at 600  nm by spectrophotometry 
using a microplate reader (TECAN, SPARK) at fixed 
time intervals. Microbial cells incubated in the absence 
of material solution were set as a control. Each sample 
was repeated three times for reproducibility. The rela-
tive  OD600 was calculated as  A600/A0600, where  A0600 is 
the turbidity at 600 nm of the freshly prepared bacteria 
solution, and  A0600 is the turbidity at 600 nm of the C. 
albicans treated with sample and irradiation.

The morphologie analysis of bacterial damage
Microscope cover slips were first immersed in 75% (v/v) 
ethanol for 24 h and washed with 0.9% NaCl three times 
to remove surface residues. A 48-well plate was pre-
seeded with E. coli suspension  (108  CFU/mL, 1  mL), 
then the microscope cover slips were placed in the wells 
and incubated at 37 °C for 6 h under a static conditions. 
Subsequently, the medium was discarded, and the slips 
were washed with PBS three times. Ce6-TPP-PEI (4 μg/
mL, 1 mL) was added to the wells to incubate for another 
30 min, followed by rinsing with PBS three times to keep 
the cells free of polymers. The bacteria were first fixed 
with 3% glutaraldehyde for 5  h, exposed to an ethanol 
dehydration series of 30, 50, 70, 90, and 100% (v/v), and 
finally treated by tert-butanol for chemical dehydration 
for 20  min. All the cover slips were then dried for one 
day and sputter-coated with a thin gold film. The samples 
were viewed with scanning electron microscopy (SEM, 
Hitachi, S-3000 N) in high-vacuum mode at 20 kV.

Outer membrane permeabilization activity
The permeability of the outer membrane of E.coli was 
verified by the NPN assays. The E. coli cells were cultured 
to the logarithmic phase, collected by centrifugation, 
washed with PBS twice, and re-suspended in a tube. The 
resuspended cells  (108  CFU/mL, 1  mL) were incubated 
with Ce6-TPP-PEI, TPP-PEI, or free Ce6 at 37  °C for 
30  min. Subsequently, the cells were collected, washed 
with PBS to remove the residual particles, and irradiated 
or not irradiated with 630 nm LED light at a light inten-
sity of 30 mW/cm2 for 5 min or not. Then 10 μL of NPN 
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solution (2 mM, ethanol) was added to each sample, and 
fluorescence spectra (Ex = 350  nm, Em = 429  nm.) were 
recorded at a fixed time. The PBS group and NPN was set 
as the control group.

Action of Ce6‑TPP‑PEI on E. coli cell structure (TEM)
E. coli was cultured to the logarithmic phase, collected 
by centrifugation, and washed with PBS twice, followed 
by concentration and re-suspension in a tube. Then the 
cells in each tube were incubated with Ce6-TPP-PEI, 
TPP-PEI, or free Ce6 at 37 °C for 30 min. Then, the cells 
were collected by centrifugation and washed with PBS 
to remove the residual particles, then re-suspended and 
irradiated with 630 nm LED light at a dose of 30 mW/
cm2 for 5 min. Subsequently, the E. coli cells were col-
lected and 2.5% glutaraldehyde was added to each tube 
to further prepare the cells for ultrathin sections. TEM 
(Hitachi, H-7650) was used to record the morphology 
of E. coli. PBS served as the control group.

Hemolysis assay
A rabbit blood sample (4%) was taken and centrifuged 
at 1000 rpm for 5 min to harvest red blood cells (RBCs), 
which were washed with PBS (pH = 7.2, 0.01 M) three 
times until the supernatant was colorless. Then, 100 µL 
of different concentration gradients of Ce6-TPP-PEI 
was added to an EP tube. Subsequently, another 900 µL 
of 2% RBC suspension was added into the EP tube. 
After incubated at 37  °C for 2  h, the tube was centri-
fuged at 1000 rpm for 5 min to collect the supernatant 
for further testing. The absorbance of the supernatant 
was recorded at 541 nm by a microplate reader (BioTek, 
Synergy H1). PBS (900 µL, pH = 7.2, 0.01 M) and deion-
ized water (100 µL) mixed with the RBCs suspension 
(800 µL), served as the negative control group and the 
positive control groups, respectively. The hemolysis 
rate was calculated according to the following formula: 

Resistance assay
The changes in the MIC values of normal E. coli strains 
were estimated before and after incubation to deter-
mine resistance according to previous literature [40]. 
Briefly, the bacteria were cultured and pre-treated as 
described above in “Confocal laser scanning micros-
copy observation of cellular uptake”. Then, 100  µL of 
medium containing a serial dilution of Ce6 (0–1.870 μg/
mL) and bacterial solution  (105 CFU/mL, 100 μL) were 
added to the well of a 96-well plate, respectively. After 
incubation for 24 h, the MIC value for planktonic cells 

Hemolysis rate (%) = Asample − Anegative

/

Apositive − Anegative × 100

was defined as the lowest concentration of antibiotics 
without visible bacterial growth. Subsequently, 20 gen-
erations of bacteria were tested at half the MIC of Ce6-
TPP-PEI. The bacteria were finally collected to retest 
the MIC value.

Statistical analysis
Statistical analyses were performed using Student’s t-test. 
P < 0.05 was considered significant. Data were expressed 
as mean ± SD.

Results and discussion
Preparation and characterization of the polymer
The fabrication process of the amphiphilic polymer 
(TPP-PEI) and photosensitizer loading for Ce6-TPP-PEI, 
as well as the evaluation of the anti-pathogenic effect 
upon light irradiation, are illustrated in Scheme 1.

The polymer (TPP-PEI) was regulated by adjusting the 
hydrophobic ratio of the TPP, expecting to find the most 
appropriate molecular weight for the branched polymer 
which could self-assemble to form micellar aggregates in 
water and exhibit an antibacterial effect. A detailed syn-
thetic methodology was described in the experimental 
“Preparation of TPP-PEI and Ce6-TPP-PEI” and Addi-
tional file 1: Fig. S1. To synthesize the branched polymer 
with TPP units in the polymer backbone, a 5-bromov-
aleric acid was reacted with the triphenylphosphine to 
obtain TPP, then the amphiphilic polymer TPP-PEI was 
fabricated from commercially available polyethylenimine 
and TPP by an amidation reaction. Their chemical struc-
ture was verified by 1HNMR (Fig. 1).

From x-ray photoelectron spectra (XPS), the  P2p 
(130  eV) peaks were observed from TPP-PEI (Fig.  2a), 
indicating that TPP was successfully grafted to PEI. The 
characteristic peak at 1649  cm−1, assigned to C = O was 
also observed in the FT-IR spectra of TPP-PEI. Moreo-
ver, the existence of characteristics of the benzene ring 
(860–670   cm−1) also confirmed that TPP was coated 
onto the PEI (Fig.  2b). Gel permeation chromatography 
(GPC) was used to determine the molecular weights and 
molecular weight distribution of TPP-PEI. The Mw was 
44  kDa with a photodynamic inactivation (PDI) of 2.59 
(Additional file 1: Fig. S2). The rate of substitution degree 
of TPP in TPP-PEI was analyzed by element analysis 
(EA). By calculating the mass fraction of N, the molar 
ratio of repetitive units of PEI and TPP was found to be 
8.3.

The Ce6-TPP-PEI micelles were prepared from the 
amphiphilic TPP-PEI through dialysis. The standard 
curve of the absorbance at 405 nm vs. the concentration 
of Ce6 in DMSO was obtained to calculate the LC and 
EE of Ce6 in TPP-PEI (Additional file 1: Fig. S3), which 
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were found to be 7.727% and 85.29%. The average sizes 
and nanostructure of the particles were analyzed by TEM 
(Fig. 2c) and dynamic light scattering (DLS) (Fig. 2d, e), 
respectively. The average size of TPP-PEI measured from 
DLS analysis, was 134.2  nm, while the average size of 

Ce6-TPP-PEI was 142.6  nm. The slight increase in size 
as compared with Ce6 free micelles was attributed to the 
loading of photosensitizer Ce6. The electrostatic surface 
potential of Ce6-TPP-PEI and free Ce6 were determined 
using a Zeta-sizer Nano Series instrument (Fig. 2f ). The 

Scheme 1 Schematic illustration of the fabrication process of the amphiphilic polymer (TPP-PEI) and photosensitizer loading for Ce6-TPP-PEI, as 
well as evaluation of anti-pathogen and biofilm removal upon light irradiation

Fig. 1. 1HNMR spectra of TPP (a) and amphiphilic polymer TPP-PEI (b)
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zeta potential of TPP-PEI was 25.2 mV, while Ce6-TPP-
PEI was found to be 3.63 mV in an 0.9% NaCl solution. 
The reduction of the electrostatic surface potential of 
Ce6-TPP-PEI would be a benefit for its biocompatibility. 
Meanwhile, the zeta potential value was -14.9 mV for E. 
coli under the same conditions. Most notably, the elec-
trostatic interaction between positively charged polymers 
and the negatively charged cell wall is a vital superior-
ity for enhanced light-activated anti-pathogen proper-
ties due to the possibility of efficient diffusion of ROS 
produced by PS into the cell membrane. The absorption 
spectra of free Ce6, TPP-PEI, and Ce6-TPP-PEI were 
recorded by spectrophotometry to further confirm the 
successful loading of free Ce6 to TPP-PEI (Fig. 2g).

The detection of reactive oxygen species
The generation of ROS is one of the vital steps con-
cerned with the photodynamic inactivation of patho-
gens. To verify the ability of Ce6-TPP-PEI to produce 
ROS, DCFH solution, from the hydrolysis of DCFH-
DA, served as a fluorescent label to measure the ROS 
contents separately treated with Ce6-TPP-PEI and 
TPP-PEI. As shown in (Fig. 2h, i), with the same DCFH 
concentration in all samples, a weak fluorescence signal 
was detected in the mixture of DCFH and Ce6-TPP-
PEI, or the mixture of DCFH and TPP-PEI, indicating 
that no ROS was generated when DCFH was mixed 
with Ce6-TPP-PEI or TPP-PEI without light irradia-
tion. Along with light irradiation, DCFH alone or the 
mixture of DCFH and TPP-PEI still did not produce 

Fig. 2 XPS spectra of TPP-PEI (a). FT-IR of TPP-PEI (b). TEM image of Ce6-TPP-PEI. The scale bar corresponds to 80 nm (c). Average size distribution 
TPP-PEI (d) and Ce6- TPP-PEI (e). The electrostatic surface potential of free Ce6, TPP-PEI, E. coli cell and Ce6-TPP-PEI in an 0.9% NaCl solution, the data 
are presented as mean ± SD (n = 3) (f). Absorption spectra of free Ce6, TPP-PEI, and Ce6-TPP-PEI in pure water (g). Relative fluorescence intensity of 
the ROS of a solution of Ce6-TPP-PEI or TPP-PEI in the presence or absence of light irradiation (30 mW/cm2). DCFH was used as a probe, and PBS was 
set as a control. The data are presented as mean ± SD (n = 3) (h). Fluorescent detection of ROS generation of a solution of Ce6-TPP-PEI or TPP-PEI in 
the presence or absence of light irradiation (30 mW/cm, 80 s). DCFH was used as a probe, and PBS was set as a control. The data are presented as 
mean ± SD (n = 3) (i)
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ROS. In sharp contrast, there was significant incre-
ment of fluorescence intensities at 525  nm in the case 
of Ce6-TPP-PEI and light irradiation, due to the gen-
eration of ROS from encapsulated Ce6 in the micelles 
irradiated with LED light. Meanwhile, with a fixed light 

irradiation intensity (30  mW/cm2), an almost linear 
relationship was observed between the fluorescence 
intensities of the generated DCF and the light irradia-
tion time.

Fig. 3 CLSM images of E. coli suspensions incubated with Ce6-TPP-PEI, TPP-PEI, or free Ce6 for 30 min. The scale bar is 3 μm
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Confocal imaging of bacterial labeling
The efficiency of ROS is limited by the short 1O2 lifetime 
(< 4  μs) and limited diffusion distance (0.01–0.02  μm) 
[41]. Based on our design, the primary purpose of the 
TPP-PEI was to enhance the binding affinity of Ce6 for 
bacterial cell membranes. To confirm the targeting of 
Ce6-TPP-PEI to typical Gram-negative bacteria cells, 
the fluorescent images of E. coli cells incubated with 
Ce6-TPP-PEI were visualized by CLSM. As shown in 
Fig.  3, a red fluorescence signal was observed on the 
surface of E. coli cells, indicating the successful and 
precise positioning of Ce6-TPP-PEI on the surface of E. 
coli. Additionally, after treatment with free Ce6, almost 
negligible red fluorescence was observed in E. coli 
cells. Similarly, the same phenomenon was observed 
for the TPP-PEI group. We concluded that Ce6-TPP-
PEI was able to successfully penetrate the outer mem-
brane barrier of E. coli through the combination of 
electrostatic and hydrophobic interactions between 

the nanoparticles and the bacteria, which is a key step 
for PACT to exert its full antimicrobial activity. Mean-
while, PS could also be used to identify the location and 
extent, with no need for extra tracer molecules in this 
design.

Antibacterial activity
After confirming the excellent ability of Ce6-TPP-PEI to 
bind to the outer membrane of E. coli cells, we investi-
gated whether it exhibited the desired antimicrobial 
activity under planktonic conditions. The kinetic curve 
of E. coli upon treatment with Ce6-TPP-PEI and TPP-
PEI was performed to evaluate the efficiency of antibac-
terial activity. First, to assess the minimum inhibitory 
concentration (MIC), with fixed light irradiation inten-
sity (30  mW/cm2) and time (5  min), the cell solutions 
 (105  cells/mL) were mixed with varying TPP concen-
trations (0.1066–46.67  μg/mL) and incubated with M9 
media at 37 °C for 24 h to record  OD600. Next, the MIC 

Fig. 4 Antibacterial dynamic curves of TPP-PEI against B. subtilis (a) and E. coli (b) with irradiated. Antibacterial dynamic curves of Ce6-TPP-PEI 
against B. subtilis (c) and E. coli (d) with irradiation. Cells were grown in the presence of different concentrations of Ce6 or TPP-PEI for 24 h. The data 
are presented as mean ± SD (n = 4)
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values of Ce6-TPP-PEI and TPP-PEI were evaluated by 
a turbidity-based assay. As shown in Fig. 4, three stages 
of bacterial growth were observed. In the initial 4 h was 
the lag phase, followed by the exponential phase and 
stabilization phases in the control group. Concerning 
the groups treated with Ce6-TPP-PEI or TPP-PEI, the 
growth of E. coli cells was completely inhibited during 
the first 8 h (4b, d). During the next 10 h, the cells at the 
lower dose of TPP-PEI began to enter the logarithmic 
phase gradually. Encouragingly, the higher dose of Ce6-
TPP-PEI or TPP-PEI continued to completely inhibit the 
growth of bacteria for at least 24 h.

Bacillus species also cause a wide variety of infec-
tions, and they are significant pathogens in humans with 
increasing frequency [42]. Therefore, B. subtilis was cho-
sen as a typical Gram-positive bacterial model to explore 
the antibacterial ability of Ce6-TPP-PEI and TPP-PEI (4a, 
c). As expected, an excellent antibacterial ability could 
also be observed on B. subtilis. The MIC value of Ce6-
TPP-PEI and TPP-PEI against E. coli and B. subtilis was 
summarized in Additional file  1: Table  S1 (Supporting 
Information). Dose-dependent growth inhibition of TPP-
PEI and Ce6-TPP-PEI against B. subtilis and E. coli was 
summarized in Additional file 1: Fig. S4.

Comparison of antibacterial activity
The plate counting method was carried out to further 
assess the antimicrobial efficacy of Ce6-TPP-PEI, TPP-
PEI, and free Ce6 accurately. The logarithmic cell den-
sity was analyzed statistically according to the number of 
colonies counted after culturing with different samples. 
As shown in Fig.  5, irrespective of being in the dark or 
light, there was no apparent inhibitory effect on the free 
Ce6 and PBS groups. Meanwhile, there were no visible 
colonies in the Ce6-TPP-PEI group with light against E. 
coli, which is much lower than the 6 log10 CFU/mL in 
the PBS group. Ce6-TPP-PEI showed a 6-log inactivation 
of bacterial concentration (Fig.  5a, > 99.99% inactivation 

efficiency). A similar phenomenon was also observed in 
B. subtilis and C. albicans. B. subtilis could obtain 6-log 
inactivation of bacteria with the concentration of Ce6 
was 0.48 μg/mL (Fig. 5b). According to the count colony 
forming units, when the dose at Ce6 was 56 μg/mL, there 
were no visible colonies in the Ce6-TPP-PEI group with 
light against C. albicans, which is lower than 4 log10 cfu/
mL in the PBS group (Fig. 5c). It indicated that both Ce6-
TPP-PEI showed a 4-log inactivation of bacterial concen-
tration (> 99.99% inactivation efficiency). These results 
suggested two points. First, the combination of PACT 
and cationic polymer had a good effect. Second, TPP-PEI 
alone not only exhibited an antibacterial effect but also 
notably enhanced the antimicrobial activity of free Ce6, 
which was negligible which was negligible even the dose 
at Ce6 was 16.67 μg/mL.

Live/Dead bacterial viability assay
The live/dead staining method was also chosen to esti-
mate the excellent antimicrobial efficiency of the Ce6-
TPP-PEI against a model bacteria of E. coli. SYTO 9 
and PI were the fluorescent dyes for fluorescence imag-
ing. According to the manufacturer’s instructions, E. coli 
was first separately pre-treated with Ce6-TPP-PEI, Ce6-
TPP-PEI, and free Ce6, illuminated under an LED light 
(630  nm, 30  mW/cm2, 5  min), and then incubated with 
a mixture of SYTO9/PI for 20 min in the dark. The bac-
terial cells alone served as a control. CLSM and fluores-
cence spectroscopy were separately adopted to directly 
and indirectly detect red and green signals.

As presented in Fig. 6, no matter in the dark or light, 
there was no apparent red fluorescence signal in the 
cells treated with free Ce6 and PBS, indicating no outer 
membrane damage of the cells. In addition, the inhibi-
tory effect on the growth of bacteria was negligible. By 
contrast, in the absence of light irradiation, E. coli cells 
treated with TPP-PEI or Ce6-TPP-PEI could both be 
observed with similar green/red ratio fluorescence 

Fig. 5 Cell density comparison of different samples against E. coli (a), B. subtilis (b) and C. albicans (c)
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signals. Furthermore, a portion of cells could only be 
stained by SYTO 9, which might be attributed to the lim-
ited antibacterial activity of TPP-PEI. In the presence of 
light irradiation, relatively significant red fluorescence 
was observed in cells treated with Ce6-TPP-PEI, indicat-
ing enhanced sterilizing efficiency. However, after treat-
ment with TPP-PEI, significantly weaker red fluorescence 
was observed in cells, similar to the intensity in cells 
treated with TPP-PEI or Ce6-TPP-PEI in the dark. These 
results suggested two points. First, given the same con-
centration of TPP-PEI, in the group of Ce6-TPP-PEI, the 
combination of PACT and cationic polymer exhibited an 

enhanced effect. Second, TPP-PEI alone also an exhibited 
antibacterial effect. These results were completely con-
sistent with the antibacterial kinetic curve.

As shown in Fig.  7, with light irradiation, the red flu-
orescence in the Ce6-TPP-PEI group was significantly 
enhanced compared with the TPP-PEI group. Further-
more, the red/green fluorescence ratios were calculated 
through the integrated fluorescence. Higher ratio val-
ues indicated superior antibacterial efficiency (Fig.  7c), 
clearly demonstrating that the Ce6-TPP-PEI group exhib-
ited better antibacterial efficiency due to its higher value 
of red/green fluorescence ratio.

Fig. 6 CLSM images for fluorescent detection of E. coli suspensions stained with SYTO/PI after being treated with Ce6-TPP-PEI (A), TPP-PEI (B), free 
Ce6 (C) and PBS (D). The concentration of Ce6 was 1.746 µg/mL (Scale bar: 30 µm)

Fig. 7 a Fluorescence spectra of E. coli suspensions stained with SYTO/PI after Ce6-TPP-PEI (A), TPP-PEI (B), free Ce6 (C) and PBS (D) in the presence 
(5 min at 30 mW/cm2) or absence of visible light irradiation (b). The red/green fluorescence ratios were calculated (c). The concentration of Ce6 was 
1.746 µg/mL
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Inhibition of biofilm formation and biofilm removal 
capabilities
Encouraged by the extraordinary synergistic antibacte-
rial effect, we carried out a crystal violet (CV) staining 
assay to further explore the ability of the combination 
of PACT and cationic polymer to inhibit biofilm for-
mation and ablation biofilms. As presented in Fig.  8a, 
all concentrations of TPP-PEI and Ce6-TPP-PEI nano-
particles exhibited varied inhibitory effects on biofilm 
formation. In the presence of light, with the same ini-
tial concentration of planktonic cells  (108 CFU/mL), at 
the TPP-PEI concentration of 22.97  μg/mL, Ce6-TPP-
PEI caused a significant decrease in biofilm produc-
tion, while TPP-PEI showed a relatively slight effect on 
inhibition of biofilm formation at the same concentra-
tion. Overall, a higher concentration of TPP-PEI alone 
was necessary to completely inhibit the formation of E. 
coli biofilms, which was attributed to the lack of ROS 

generation. Range from the entire tested concentration, 
it should be emphasized is that the inhibitory effect 
of Ce6-TPP-PEI was always higher than the TPP-PEI 
when the concentration of TPP-PEI was consistent.

Apart from exploring the ability of Ce6-TPP-PEI to 
inhibit biofilm formation, we also further explored the 
ability of Ce6-TPP-PEI to remove the formed biofilms. 
E. coli  (108 CFU/mL) was firstly pre-seeded to a 48-well 
plate for 48  h to form biofilms. Then the formed bio-
films were treated with Ce6-TPP-PEI or TPP-PEI. Fig-
ure  8 shows the CV staining results for the residual 
biofilms after treatment with varying concentrations of 
Ce6-TPP-PEI or TPP-PEI and light irradiation. In the 
control group, E. coli performed robust biofilms on the 
solid–liquid interface. In the other group treated with 
Ce6-TPP-PEI or TPP-PEI, varying levels of residual 
biofilm could be observed. Up to test concentrations 
of 42.90 μg/mL of Ce6-TPP-PEI, it could even be found 

Fig. 8 In vitro inhibition of E. coli biofilm formation by different concentrations of Ce6-TPP-PEI (a) and TPP-PEI (b) with LED light irradiation (5 min, 
30 mW  cm−2); 0.9% NaCl served as controls. In vitro biofilm removal capabilities on mature biofilm of Ce6-TPP-PEI (c) and TPP-PEI (d) with LED light 
irradiation (5 min, 30 mW  cm−2)
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that the formed biofilm was completely removed. In 
contrast, the formed biofilm could not be completely 
removed even up to a concentration of 68.92 μg/mL of 
TPP-PEI. Meanwhile, the removal capacity depended 
on the tested concentration of TPP-PEI. Together, these 
results clearly demonstrated that with the same initial 

concentration of TPP-PEI, limited eradication effects 
were observed after treatment with TPP-PEI. In sharp 
contrast, in the biofilms treated with Ce6-TPP-PEI and 
light, the eradication effect was significantly enhanced, 
ascribed to the efficient antibacterial effect mediated by 
the PDT and cation polymer.

Fig. 9 CLSM images of the E. coli biofilm eradication effect after treatment with Ce6-TPP-PEI (A), TPP-PEI (B), free Ce6 (C), and PBS (D) upon 
irradiating (5 min at 30 mW/cm2) or not. The biofilms were double-stained with SYTO 9 and PI. The concentration of Ce6 was 3.063 µg/mL (Scale 
bar: 200 μm)
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Visualize the viability of the bacteria in the residual 
biofilm.
A live/dead staining assay was also applied to further 
visualize the viability of the bacteria in the residual bio-
film. Firstly, the E. coli biofilms were treated with Ce6-
TPP-PEI, then was double-stained with SYTO 9 and PI, 
and finally observed by CLSM. As presented in Fig. 9, no 
matter illuminating or not illuminating, following treat-
ment with free Ce6 or PBS, the biofilms exhibited high 
preservation of their three-dimensional (3D) architecture 
and extracellular matrices. This phenomenon of free Ce6 
significantly contributed to the lack of targeting E. coli 
biofilms, and only a little PS could interact with bacteria 
after washing. However, with the same initial concentra-
tion of TPP-PEI, following treatment with Ce6-TPP-PEI 
and TPP-PEI, a strong red fluorescence signal appeared 
in the biofilm matrix, indicating a large number of dead 
bacterial. It is worth noting that even without light treat-
ment, bacteria biofilms collapsed and were damaged to a 
certain extent after incubation with Ce6-TPP-PEI, sug-
gesting it could enhanced the targeting of PS and ablate 

the formed biofilms. Furthermore, it is obvious that tin 
he biofilm treated with Ce6-TPP-PEI and light, the three-
dimensional (3D) structure and extracellular matrix sig-
nificantly collapsed, destroying their structural integrity, 
clearly indicating that the biofilms were wiped out in 
large quantities. These results showed the excellent abil-
ity of Ce6-TPP-PEI to eradicate existing biofilms, con-
tributing to the excellent antibacterial effects of PDT and 
cation polymers. Meanwhile, Additional file 1: Figure S5 
presents the depth of biofilms with different treatments.

Antifungal activity
Candida is one of the most common fungal pathogens, 
and C. albicans infection has the highest incidence rate 
among Candida species [43, 44]. Therefore, the antifun-
gal activity of the Ce6-TPP-PEI against C. albicans under 
planktonic conditions was also fully explored. C. albican 
cells  (104, 100  μL) were mixed with varying concentra-
tions of Ce6-TPP-PEI or TPP-PEI for 30  min and irra-
diated with visible light (630 nm, 5 min at 30 mW/cm2). 
As presented in Fig. 10, both Ce6-TPP-PEI and TPP-PEI 

Fig. 10 Inhibition of C. albicans planktonic cell growth under 5 min of light (λ = 630 nm, power = 30 mW/cm2) exposure with different 
concentrations of Ce6-TPP-PEI (a, b) or TPP-PEI (c, d). Each data point represents the mean and standard deviation of three replicates
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exhibited antifungal activity. The lower activity of this 
concentration exhibited its relatively weak light inacti-
vation. However, increasing the concentration improved 
the antifungal activity.

The morphologie analysis of bacterial damage
To gain insights into the morphologies of E. coli after 
treatments with Ce6-TPP-PEI, followed by treatment 
with Ce6-TPP-PEI and a series of washes with phos-
phate buffer and organic solvents, SEM was performed 
to observe the planktonic bacteria. As shown in Fig. 11, 
hether with or without illumination, treatment with free 
Ce6 or PBS, no obvious damage was observed on the 
surface of the bacteria, and the cell wall exhibited intact 
morphology. In sharp contrast, in the absence of light 
irradiation, in E. coli with Ce6-TPP-PEI and TPP-PEI 
treatment, sporadic shrinkage could be observed on the 
surface of bacteria. As for in the presence of light radia-
tion, there was no significant change in the degree of 
bacterial damage in the TPP-PEI group. However, a more 
flattened and damaged cell wall was observed in the Ce6-
TPP-PEI group due to the enhanced PACT effect. This 
conclusion of SEM observations was also verified by the 
results of the CLSM observation of cellular uptake and 
antibacterial kinetics.

Antibacterial mechanism
According to previous reports [42], the fluorescence 
intensity of NPN could indirectly reflect the integ-
rity of E. coli outer membrane (OM). NPN emits weak 

fluorescence in a hydrophilic environment, but emits 
sharply strong fluorescence when entering a hydropho-
bic environment such as the OM of E. coli. Therefore, 
changes in the fluorescence intensity of NPN could indi-
rectly reflect the integrity of the outer membrane. As 
shown in Fig. 12a, on matter with or without light radia-
tion, there was a negligible change of NPN fluorescence 
intensity of free Ce6 and the control group, indicating 
that the cell structure was relatively intact. However, 
with the same initial concentration of TPP-PEI, the cells 
treated with Ce6-TPP-PEI and TPP-PEI showed an obvi-
ous fluorescence signal. Even without light treatment, 
there was a certain intensity of the fluorescent signal of 
NPN after incubation with Ce6-TPP-PEI, suggesting it 
could enhance the targeting of PS and destroy the outer 
membrane. Furthermore, it was evident that the cells 
treated with Ce6-TPP-PEI and light exhibited a strong 
fluorescent signal, indicating they had lost their struc-
tural integrity.

Cellular OM plays a crucial role in protecting cell via-
bility and maintaining its morphology. Therefore, TEM 
was adopted to observe the changes in the OM of E. coli 
cells. As shown in Fig. 12b, in the presence of light irra-
diation, the OM and cytoplasm membrane of the PBS 
group remained smooth, and in the cells treated with 
free Ce6, the smooth OM exhibited insignificant ruffling. 
Meanwhile, cells treated with TPP-PEI, OM and cyto-
plasmic membrane (CM) were clearly separate, and the 
cytoplasm membrane was shrunken. Of particular note 
were the cells treated with Ce6-TPP-PEI, a pronounced 

Fig. 11 Scanning electron microscopy images of E. coli cells incubated with Ce6-TPP-PEI (A, E), TPP-PEI (B, F), free Ce6 (C, G) and PBS (D, H) with the 
same Ce6 or TPP-PEI concentration for 4 h with or without light (Scale bar: 3 μm). The concentration of Ce6 was 12 µg/mL. Arrows indicate E. coli 
integrity, where the cell membranes are destroyed and the cytoplasm flows out
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separation of OM and CM was detected in these cells 
compared to cells treated with TPP-PEI, indicating that 
the integrity of E. coli was lost to a large extent, the cell 
membrane was severely disrupted, and the cytoplasm 
was effluxed. Considering all the results, such enhanced 
irreversible physical disruptions on E. coli cells were 
due to the induction of TPP-PEI, clearly suggesting the 
excellent ability of Ce6-TPP-PEI to eradicate bacteria, 

accounting for the notable antibacterial effects of PDT 
and cation polymers.

Hemolysis assay
A hemolysis assay was performed to determine the blood 
compatibility of Ce6-TPP-PEI. As shown in Fig.  13, in 
the concentration range of 0.4365–1.746  µg/mL of Ce6, 
the hemolysis rate of Ce6-TPP-PEI is considerably low 
(all < 5%). Meanwhile, the supernatants of the corre-
sponding samples were colorless and transparent, with 
many red blood cells deposited on the bottom of the EP 
tube, indicating that the nanoparticles did not destroy 
the red blood cells. When the concentration was up 
to 3.492  µg/mL, which is much higher than MIC, the 
hemolysis rate was about 4%, which still did not exceed 
the national standard (5%) [45]. Therefore, it could be 
concluded that Ce6-TPP-PEI exhibited negligible obvious 
hemolysis, meeting the requirements of the hemolysis 
experiment of biomedical materials. The supernatant of 
the positive control group was obviously red, indicating 
that the red blood cells had been destroyed by the sec-
ondary water and hemolysis had occurred. Due to the 
favorable blood compatibility, these nanoparticles guar-
anteed the safety and effectiveness of their applications in 
the future.

Resistance assay
Compared with the key-hole principle of antibiotics, 
there was no need for specific ligand (photosensitizer/

Fig. 12 a The relative fluorescence emission intensity of NPN for E. coli suspensions treated with Ce6-TPP-PEI, TPP-PEI and free Ce6 light radiation 
or not. PBS was set as the control group. Data are presented as mean ± SD (n = 3). b TEM images of E. coli cells after being treated with Ce6-TPP-PEI, 
TPP-PEI and free Ce6 light radiation, Ce6-TPP-PEI (A), TPP-PEI (B), free Ce6 (C) and PBS (D), PBS was set as the control group. The concentration of Ce6 
was 12 µg/mL (Scale bar: 500 nm). Arrows indicate the outer membrane and cytoplasmic membrane of E. coli 

Fig. 13 Hemolysis rates of Ce6-TPP-PEI with varied concentrations 
of Ce6, PBS and deionized water were set as negative and positive 
controls, respectively. Inset photographs: hemolysis assay of RBCs 
incubated with the micelles, compared to the positive (deionized 
water) and negative controls (PBS pH = 7.4)
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polymer)–receptor interaction at or inside bacteria for 
light-based treatments [46, 47], suggesting that Ce6-
TPP-PEI could not easily to develop drug resistance. To 
further understand the drug resistance of Ce6-TPP-PEI, 
the MIC value of Ce6-TPP-PEI against E. coli was esti-
mated before and after incubation with the sample con-
tinuously to reflect resistance. When the concentration 
of Ce6-TPP-PEI reached 1.274  μg/mL with the broth 
microdilution method, the medium was still in a clear 
state visually after being cultured for 24  h, indicating 
that the MIC value was 1.274  μg/mL at the moment. 
After the bacteria multiplied for 20 generations under 
the continuous stimulation of Ce6-TPP-PEI with light 
irradiation (630 nm, 30 mW/cm2, 5 min), the MIC value 
against this bacterium was 1.911 μg/mL. The change in 
MIC value was less than 8 times, indicating that there 
was almost no drug resistance according to the Clinical 
and Laboratory Standards Institute (CISI).

Conclusions
In summary, a novel visible light-induced nanoparticles 
platform with the complementary merits of the photo-
dynamic and cationic polymer was developed for highly 
efficient anti-pathogenic agent and the ablation of bio-
films. This system was constructed through an amphi-
philic polyethyleneimine-based polymer with simple 
chemical conjugation from commercially available rea-
gents. Then it could self-assemble into stable nanoparti-
cles to provide hydrophobic cores for the encapsulation 
of Ce6 in an aqueous solution. Due to the electrostatic 
interaction, Ce6-TPP-PEI which enhanced targeting 
of PS could quickly enter the pathogen. Subsequently, 
when the light was on, the instantaneously generated 
ROS could inactivate most pathogens; then, the nano-
particles shell could prevent pathogen re-growth when 
the light was turned off. Thus, the combination of pho-
todynamic therapy and cationic polymer exerted signif-
icant anti-pathogen and biofilm ablation effects. Finally, 
hemolysis assay demonstrated that Ce6-TPP-PEI exhib-
ited good biocompatibility. Together, these findings 
suggested that Ce6-TPP-PEI is an ultra-efficient, anti-
drug resistance, and biocompatible multifunctional 
antibacterial system, with application prospects as an 
anti-pathogenic agent, including bacteria and fungi, 
and for ablating biofilms.

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s12951- 022- 01702-4.

Additional File 1: Figure S1. Synthesis scheme of the TPP (a) and TPP-PEI 
polymer (b). Figure S2. Gel permeation chromatography of amphiphilic 
polymer TPP-PEI. Figure S3. UV/Vis spectra of Ce6-TPP-PEI with different 

amounts of Ce6 (a). Standard curve of free Ce6 by measuring absorbance 
at 405 nm with series of concentrations with UV/Vis spectra (b). Figure. 
S4. Dose-dependent growth inhibition of TPP-PEI against B. subtilis (a) 
and E. coli (b), Ce6-TPP-PEI against B. subtilis (c) and E. coli (d). Data are pre-
sented as mean ± SD (n=4). Table S1. Minimum inhibitory concentration 
(MIC) of Ce6-TPP-PEI, TPP-PEI, and free Ce6 against B. subtilis, E.coli and C. 
albicans (μg/mL). Figure S5. Composite 3-D micrographs of biofilms after 
treatment with Ce6-TPP-PEI (A), TPP-PEI (B), free Ce6 (C) and PBS (D) upon 
with visible light irradiation (5 min at 30 mW/cm2) or not. The biofilms 
were double-stained with SYTO 9 and PI.

Acknowledgements
We are grateful to thank Guangdong University of Technology analysis and 
test center for the CLSM analysis.

Author contributions
QW performed the experiments and analysed the data, wrote the main 
manuscript text. QSS checked different sections of the manuscript. YLL and 
SYL contributed in designing the experiments and data analysis. XBX provided 
feedback and supervised the project. All authors read and approved the final 
manuscript.

Funding
This work was financially supported by GDAS’ Project of Science and Technol-
ogy Development (2020GDASYL-20200103030). Guangdong Science and 
Technology Program (2017B030314045).

Availability of data and materials
All data generated or analyzed during the current study are included in this 
published article and its Additional file 1.

Declarations

Ethics approval and consent to participate
Not applicable.

Consent for publication
All authors consent to publish.

Competing interests
The authors declare that there is no competing interest.

Received: 31 March 2022   Accepted: 9 November 2022

References
 1. Theuretzbacher U, Bush K, Harbarth S, Paul M, Rex JH, Tacconelli E, 

Thwaites GE. Critical analysis of antibacterial agents in clinical develop-
ment. Nat Rev Microbiol. 2020;18(5):286–98.

 2. Zhang M, Zhang H, Feng J, Zhou Y, Wang B. Synergistic chemotherapy, 
physiotherapy and photothermal therapy against bacterial and biofilms 
infections through construction of chiral glutamic acid functionalized 
gold nanobipyramids. Chem Eng J. 2020;393: 124778.

 3. Levin-Reisman I, Ronin I, Gefen O, Braniss I, Shoresh N, Balaban NQ. 
Antibiotic tolerance facilitates the evolution of resistance. Science. 
2017;355(6327):826–30.

 4. Hu D, Li H, Wang B, Ye Z, Lei W, Jia F, Jin Q, Ren KF, Ji J. Surface-adaptive 
gold nanoparticles with effective adherence and enhanced photother-
mal ablation of methicillin-resistant Staphylococcus aureus biofilm. ACS 
Nano. 2017;11(9):9330–9.

 5. Xie YY, Zhang YW, Liu XZ, Ma XF, Qin XT, Jia SR, Zhong C. Aggregation-
induced emission-active amino acid/berberine hydrogels with enhanced 
photodynamic antibacterial and anti-biofilm activity. Chem Eng J. 
2021;413: 127542.

 6. Chua SL, Liu Y, Yam JK, Chen Y, Vejborg RM, Tan BG, Kjelleberg S, Tolker-
Nielsen T, Givskov M, Yang L. Dispersed cells represent a distinct stage in 

https://doi.org/10.1186/s12951-022-01702-4
https://doi.org/10.1186/s12951-022-01702-4


Page 19 of 20Wang et al. Journal of Nanobiotechnology          (2022) 20:492  

the transition from bacterial biofilm to planktonic lifestyles. Nat Commun. 
2014;5:4462.

 7. Chen M, Wei J, Xie S, Tao X, Zhang Z, Ran P, Li X. Bacterial biofilm 
destruction by size/surface charge-adaptive micelles. Nanoscale. 
2019;11(3):1410–22.

 8. Ma W, Chen X, Fu L, Zhu J, Fan M, Chen J, Yang C, Yang G, Wu L, Mao G, 
et al. Ultra-efficient antibacterial system based on photodynamic therapy 
and co gas therapy for synergistic antibacterial and ablation biofilms. ACS 
Appl Mater Interfaces. 2020;12(20):22479–91.

 9. Blair JM, Webber MA, Baylay AJ, Ogbolu DO, Piddock LJ. Molecular 
mechanisms of antibiotic resistance. Nat Rev Microbiol. 2015;13(1):42–51.

 10. Jagadesan P, Yu Z, Barboza-Ramos I, Lara HH, Vazquez-Munoz R, 
López-Ribot JL, Schanze KS. Light-activated antifungal properties of 
imidazolium-functionalized cationic conjugated polymers. Chem Mater. 
2020;32(14):6186–96.

 11. Ma Z, Li J, Bai Y, Zhang Y, Sun H, Zhang X. A bacterial infection-micro-
environment activated nanoplatform based on spiropyran-conjugated 
glycoclusters for imaging and eliminating of the biofilm. Chem Eng J. 
2020;399: 125787.

 12. Wang Y, Yang Y, Shi Y, Song H, Yu C. Antibiotic-free antibacterial strate-
gies enabled by nanomaterials: progress and perspectives. Adv Mater. 
2020;32(18): e1904106.

 13. Meylan S, Andrews IW, Collins JJ. Targeting antibiotic tolerance pathogen 
by pathogen. Cell. 2018;172(6):1228–38.

 14. Wang J, Lu C, Shi Y, Feng X, Wu B, Zhou G, Quan G, Pan X, Cai J, Wu C. 
Structural superiority of guanidinium-rich, four-armed copolypeptides: 
role of multiple peptide-membrane interactions in enhancing bacterial 
membrane perturbation and permeability. ACS Appl Mater Interfaces. 
2020;12(16):18363–74.

 15. Peng LH, Huang YF, Zhang CZ, Niu J, Chen Y, Chu Y, Jiang ZH, Gao JQ, 
Mao ZW. Integration of antimicrobial peptides with gold nanoparticles 
as unique non-viral vectors for gene delivery to mesenchymal stem cells 
with antibacterial activity. Biomaterials. 2016;103:137–49.

 16. Cuthbert TJ, Benjamin H, Harrison TD, Trant JF, Gillies ER, Ragogna PJ. Sur-
prising antibacterial activity and selectivity of hydrophilic polyphospho-
niums featuring sugar and hydroxy substituents. Angewandte Chemie Int 
Ed. 2018. https:// doi. org/ 10. 1002/ anie. 20180 6412.

 17. Otoni CG, Figueiredo JSL, Capeletti LB, Cardoso MB, Bernardes JS, Loh 
W. Tailoring the antimicrobial response of cationic nanocellulose-based 
foams through cryo-templating. ACS Appl Bio Mater. 2019;2(5):1975–86.

 18. Zeng J, Wang Y, Sun Z, Chang H, Cao M, Zhao J, Lin K, Xie Y. A novel bio-
compatible PDA/IR820/DAP coating for antibiotic/photodynamic/pho-
tothermal triple therapy to inhibit and eliminate Staphylococcus aureus 
biofilm. Chem Eng J. 2020;394: 125017.

 19. Zhou K, Qiu X, Xu L, Li G, Rao B, Guo B, Pei D, Li A, He G. 
Poly(selenoviologen)-assembled upconversion nanoparticles for 
low-power single-nir light-triggered synergistic photodynamic and 
photothermal antibacterial therapy. ACS Appl Mater Interfaces. 
2020;12(23):26432–43.

 20. Zhang Y, Li D, Tan J, Chang Z, Liu X, Ma W, Xu Y. Near-infrared regulated 
nanozymatic/photothermal/photodynamic triple-therapy for combating 
multidrug-resistant bacterial infections via oxygen-vacancy molybdenum 
trioxide nanodots. Small. 2021;17(1): e2005739.

 21. Jiang T, He J, Sun L, Wang Y, Li Z, Wang Q, Sun Y, Wang W, Yu M. Highly 
efficient photothermal sterilization of water mediated by Prussian blue 
nanocages. Environ Sci Nano. 2018;5(5):1161–8.

 22. Hao X, Qin D, Wang W, Li W, Feng H, Wang Q, Chen S. Potential non-
releasing bacteria-triggered structure reversible nanomicelles with 
antibacterial properties. Chem Eng J. 2021;403: 126334.

 23. Wang Y, Jin Y, Chen W, Wang J, Chen H, Sun L, Li X, Ji J, Yu Q, Shen L, et al. 
Construction of nanomaterials with targeting phototherapy proper-
ties to inhibit resistant bacteria and biofilm infections. Chem Eng J. 
2019;358:74–90.

 24. Wang Q, Zhang D, Feng J, Sun T, Li C, Xie X, Shi Q. Enhanced photody-
namic inactivation for gram-negative bacteria by branched polyethylen-
imine-containing nanoparticles under visible light irradiation. J Colloid 
Interface Sci. 2021;584:539–50.

 25. Dai X, Zhao Y, Yu Y, Chen X, Wei X, Zhang X, Li C. All-in-one NIR-activated 
nanoplatforms for enhanced bacterial biofilm eradication. Nanoscale. 
2018;10(39):18520–30.

 26. Gao Q, Huang D, Deng Y, Yu W, Jin Q, Ji J, Fu G. Chlorin e6 (Ce6)-loaded 
supramolecular polypeptide micelles with enhanced photodynamic 
therapy effect against Pseudomonas aeruginosa. Chem Eng J. 2021;417: 
129334.

 27. Zhang R, Li Y, Zhou M, Wang C, Feng P, Miao W, Huang H. Photody-
namic chitosan nano-assembly as a potent alternative candidate for 
combating antibiotic-resistant bacteria. ACS Appl Mater Interfaces. 
2019;11(30):26711–21.

 28. Hwang GB, Huang H, Wu G, Shin J, Kafizas A, Karu K, Toit HD, Alotaibi AM, 
Mohammad-Hadi L, Allan E, et al. Photobactericidal activity activated by 
thiolated gold nanoclusters at low flux levels of white light. Nat Commun. 
2020;11(1):1207.

 29. Henke P, Dolansky J, Kubat P, Mosinger J. Multifunctional Photosensitiz-
ing and biotinylated polystyrene nanofiber membranes/composites for 
binding of biologically active compounds. ACS Appl Mater Interfaces. 
2020;12(16):18792–802.

 30. Wei G, Yang G, Wang Y, Jiang H, Fu Y, Yue G, Ju R. Phototherapy-based 
combination strategies for bacterial infection treatment. Theranostics. 
2020;10(26):12241–62.

 31. Mendes RF, Figueira F, Leite JP, Gales L, Almeida Paz FA. Metal-organic 
frameworks: a future toolbox for biomedicine? Chem Soc Rev. 
2020;49(24):9121–53.

 32. Mulani MS, Kamble EE, Kumkar SN, Tawre MS, Pardesi KR. Emerging strate-
gies to combat ESKAPE pathogens in the era of antimicrobial resistance: a 
review. Front Microbiol. 2019;10:539.

 33. Hamblin MR, Abrahamse H. Can light-based approaches overcome 
antimicrobial resistance? Drug Dev Res. 2019;80(1):48–67.

 34. Marasini S, Leanse LG, Dai T. Can microorganisms develop resistance 
against light based anti-infective agents? Adv Drug Deliv Rev. 2021;175: 
113822.

 35. Kyzioł A, Khan W, Sebastian V, Kyzioł K. Tackling microbial infections and 
increasing resistance involving formulations based on antimicrobial 
polymers. Chem Eng J. 2020;385: 123888.

 36. Mlynarczyk DT, Dlugaszewska J, Kaluzna-Mlynarczyk A, Goslinski T. 
Dendrimers against fungi—a state of the art review. J Control Rel. 
2021;330:599–617.

 37. Hoque J, Akkapeddi P, Yadav V, Manjunath GB, Uppu DS, Konai MM, 
Yarlagadda V, Sanyal K, Haldar J. Broad spectrum antibacterial and 
antifungal polymeric paint materials: synthesis, structure-activity relation-
ship, and membrane-active mode of action. ACS Appl Mater Interfaces. 
2015;7(3):1804–15.

 38. Pfaller MA, Diekema DJ. Epidemiology of Invasive Candidiasis: a persistent 
public health problem. Clin Microbiol Rev. 2007;20(1):133–63.

 39. Zhou G, Li LJ, Shi QS, Ouyang YS, Hu WF. Effects of nutritional and 
environmental conditions on planktonic growth and biofilm formation of 
citrobacter werkmanii BF-6. J Microbiol Biotechnol. 2013;23(12):1673–82.

 40. Zhang D, Liu H, Chen M, Wang Q, Feng J, Shu X, Li C, Li Y, Xie X, Shi Q. 
A series of carboxymethyl cellulose-based antimicrobial peptide mim-
ics were synthesized for antimicrobial applications. Carbohyd Polym. 
2021;261: 117822.

 41. Tu HL, Lin YS, Lin HY, Hung Y, Lo LW, Chen YF, Mou CY. In vitro studies 
of functionalized mesoporous silica nanoparticles for photodynamic 
therapy. Adv Mater. 2009;21(2):172–7.

 42. Lotte R, Chevalier A, Boyer L, Ruimy R. Bacillus cereus Invasive infections in 
preterm neonates: an up-to-date review of the literature. Clin Microbiol 
Rev. 2022;35(2):e00088-e121.

 43. Ahamad I, Bano F, Anwer R, Srivastava P, Kumar R, Fatma T. Antibiofilm 
activities of biogenic silver nanoparticles against Candida albicans. Front 
Microbiol. 2021;12: 741493.

 44. Safavieh M, Coarsey C, Esiobu N, Memic A, Vyas JM, Shafiee H, Asghar W. 
Advances in Candida detection platforms for clinical and point-of-care 
applications. Crit Rev Biotechnol. 2017;37(4):441–58.

 45. Lan D, Shang Y, Su H, Liang M, Liu Y, Li H, Feng Q, Cao X, Dong H. Facile 
fabrication of hollow hydrogel microfiber via 3D printing-assisted micro-
fluidics and its application as a biomimetic blood capillary. ACS Biomater 
Sci Eng. 2021;7(10):4971–81.

 46. Brestoff JR, Artis D. Commensal bacteria at the interface of host metabo-
lism and the immune system. Nat Immunol. 2013;14(7):676–84.

https://doi.org/10.1002/anie.201806412


Page 20 of 20Wang et al. Journal of Nanobiotechnology          (2022) 20:492 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 47. Rapacka-Zdonczyk A, Wozniak A, Nakonieczna J, Grinholc M. Develop-
ment of antimicrobial phototreatment tolerance: why the methodology 
matters. Int J Mol Sci. 2021. https:// doi. org/ 10. 3390/ ijms2 20422 24.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.

https://doi.org/10.3390/ijms22042224

	Visible light-regulated cationic polymer coupled with photodynamic inactivation as an effective tool for pathogen and biofilm elimination
	Abstract 
	Background: 
	Results: 
	Conclusions: 

	Introduction
	Materials and methods
	Materials
	Synthesis
	Preparation of 4-carboxbutyltriphenylphosphonium bromide
	Preparation of TPP-PEI
	Preparation of TPP-PEI and Ce6-TPP-PEI

	Characterizations
	The detection of reactive oxygen species
	Confocal laser scanning microscopy observation of cellular uptake
	Antibacterial Kinetics
	Comparison of antibacterial activity
	LiveDead bacterial viability assay
	Inhibition of bacterial biofilm formation
	Ablation effect of bacterial preformed biofilms
	Antifungal activity
	The morphologie analysis of bacterial damage
	Outer membrane permeabilization activity
	Action of Ce6-TPP-PEI on E. coli cell structure (TEM)
	Hemolysis assay
	Resistance assay
	Statistical analysis

	Results and discussion
	Preparation and characterization of the polymer
	The detection of reactive oxygen species
	Confocal imaging of bacterial labeling
	Antibacterial activity
	Comparison of antibacterial activity
	LiveDead bacterial viability assay
	Inhibition of biofilm formation and biofilm removal capabilities
	Visualize the viability of the bacteria in the residual biofilm.
	Antifungal activity
	The morphologie analysis of bacterial damage
	Antibacterial mechanism
	Hemolysis assay
	Resistance assay

	Conclusions
	Acknowledgements
	References




