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ABSTRACT: The threat of antibiotic-resistant bacteria is an ever-
increasing problem in public health. In this report, we examine the
photochemical properties with a proof-of-principle biocidal assay
for a novel series of regio-regular imidazolium derivative poly-(3-
hexylthiophene)/sodium dodecyl sulfate (P3HT-Im/SDS) materi-
als from ultrafast sub-ps dynamics to μs generation of reactive
oxygen species (ROS) and 30 min biocidal reactivity with
Escherichia coli (E. coli). This broad series encompassing pure
P3HT-Im to cationic, neutral, and anionic P3HT-Im/SDS
materials are all interrogated by a variety of techniques to
characterize the physical material structure, electronic structure,
and antimicrobial activity. Our results show that SDS complexation
with P3HT-Im results in aggregate materials with reduced ROS
generation and light-induced anti-microbial activity. However, our characterization reveals that the presence of non-aggregated or
lightly SDS-covered polymer segments is still capable of ROS generation. Full encapsulation of the P3HT-Im polymer completely
deactivates the light killing pathway. High SDS concentrations, near and above critical micelle concentration, further deactivate all
anti-microbial activity (light and dark) even though the P3HT-Im regains its electronic properties to generate ROS.
KEYWORDS: reactive oxygen species (ROS), poly-(3-hexylthiophene) (P3HT), imidazolium, sodium dodecyl sulfate (SDS),
Escherichia coli (E. coli), ultraviolet visible irradiation and polymer aggregate material

■ INTRODUCTION
Bacterial resistance to traditional small-molecule antibiotic
treatments is an ever-increasing problem in today’s world.1−3

The rapid increase is attributable to the slow development of
novel antimicrobial agents and the rapid evolution of bacteria.
Bacteria are known to have many defense systems against
antibiotics that enable the bacteria to modify drug protein
targets,4,5 generate neutralization agents for known anti-
biotics,6,7 or adapt protein efflux pumps8−10 to quickly remove
the antibiotic from within the cell envelope. This has led
scientists to look for new alternative anti-bacterial strategies. A
broad range of therapies (ex situ contact killing,11−13

photodynamic therapy (PDT),14−16 and targeted radio-
therapies)17,18 are being explored as alternative anti-bacterial
strategies for their ability to trigger bacterial death through
non-specific cell killing pathways.
In the PDT, water-soluble, metal-free conjugated polyelec-

trolytes are an emerging field of interest. For example, water-
soluble porphyrin oligomers,19,20 push−pull donor−acceptor
conjugated polymers,21−23 and polythiophene-conjugated

polymer derivatives24,25 exhibit many attractive properties for
PDT and anti-bacterial therapies due to their large absorbance
cross-sections, fluorescence, and sensitizing abilities, especially
in the production of reactive oxygen species (ROS) including
peroxides, singlet oxygen, and hydroxyl radicals. Most
importantly, “push−pull” donor−acceptor and polythio-
phene-conjugated polymers are solution processable, easily
tunable material platforms for bacterial targets by modification
of side functional groups or incorporation into block co-
polymers.23

Synthetic functional group modifications pendant to the
backbone of conjugated polyelectrolytes (specifically poly-
thiophenes) can be used to tune the electronic properties and
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the aggregation behavior of the bulk material.26−28 Under-
standing the aggregation properties of polythiophene materials
has been an important ongoing challenge for tailoring material
performance in a given application. For instance, controlling π-
stacking in regio-regular poly(3-hexylthiophene-2,5-diyl) ag-
gregates from long linear chains (J-type aggregates) to other
non-linear geometries (H-type aggregates) has been demon-
strated to change the nature of excited state deactivation and
triplet excited state formation important in organic light
harvesting systems and the broader class of organic optical
electronics.28−30 Likewise, hyperpolarizability of polythiophene
aggregates with long alkyl chains [>12 repeat units (n)] in the
presence of a magnetic field has also been shown to exhibit
Faraday rotations and large Verdet constants in organic
magneto-optical materials.31 Donor−acceptor functionalization
of thiophene polymers using cyanoacrylate functional groups
has been demonstrated to decrease the crystallinity of the
thiophene material, while turning on a local charge transfer
interaction orthogonal to the polymer backbone.32

Recently, the synthesis, photophysical properties, and
biocidal activity of a regio-regular head-to-tail polythiophene
substituted with cationic imidazolium units (P3HT-Im)
prepared by Grignard metathesis controlled polymerization
was reported (Scheme 1).33 In water, P3HT-Im has a broad

absorption in the visible region and exhibits a remarkably high
biocidal efficiency with both Gram-positive and Gram-negative
bacteria at low 1−10 μg/mL concentrations.33 Studies with
mammalian cells suggest that P3HT-Im is nontoxic to these
cells at concentrations ≤20 μg/mL over a short time scale (≤1
h) in the dark and light.34 This study demonstrates the
capability of P3HT-Im to achieve selective imaging and
inactivation of bacteria over mammalian cells, suggesting that
the polymer has significant potential for defeating antibiotic-
resistant bacteria. More recently, we have found that a series of
P3HT oligomers and polymers are effective against a panel of
Gram-positive and Gram-negative bacteria including two
Eskape pathogens.35 Our investigations of the biocidal activity
of the cationic P3HT-Im and para-phenylene−ethylene
oligomers and polymers have revealed two modes of
bacteriocidal activity for Gram-positive and Gram-negative
bacteria.35 We have demonstrated a dark activity wherein
association of the polymer or oligomer with the bacterial
envelope leads to a breaching of the envelope and release of

cytoplasmic components (proteins and nucleic acids), leading
to cell death. A second pathway for cell killing is activated with
light being absorbed by the oligomer and polymer and
activation of oxygen to produce singlet oxygen (1O2) and other
ROS that promote damage by cross-linking of the cytoplasmic
components.34,36

Herein, we present for the first time a full temporal
photophysical characterization and antimicrobial activity for
the cationic regio-regular P3HT-Im [∼60 polymer repeat units
(PRU)] polymer with anionic sodium dodecyl sulfate (SDS)
(Scheme 1), ranging from the sub-picosecond transient
absorption dynamics to biocidal assays. Furthermore, steady-
state structural characterization is utilized to derive the
structure−function relationship for these P3HT-Im/SDS
materials. The series of materials investigated consists of
pure P3HT-Im, cationic (SDS to imidazole charge ratio <1),
charge neutral (SDS to imidazole charge ratio = 1), and
anionic (SDS to imidazole charge ratio >1) P3HT-Im/SDS
materials. Dynamic light scattering (DLS), transmission
electron microscopy (TEM), steady-state absorption, steady-
state emission, time-resolved transient absorption, and biocidal
assay were used to characterize the materials, biophysical, and
antimicrobial properties of the materials. In total, this
multidisciplinary study provides a direct correlation of the
physical structure and electronic dynamics with biocidal
activity.

■ RESULTS
The structures of the two major components and pictures of
P3HT-Im/SDS material samples in the low-SDS concentration
regime used in this study are shown in Scheme 1. The ∼60
PRU P3HT-Im and SDS are used at concentrations in water
well below and above the critical micelle concentration
(CMC) of 0.008 M (or 2.3 mg/mL) at room temperature
(Table 1). Starting from the left, the photographs in Scheme 1
feature the pure well-solvated P3HT-Im polymer in aqueous
solution followed by aliquot additions of SDS moving to the
right at concentrations well below CMC. Notably, after one
addition of SDS, the solution turns from a peach color to
orange. Furthermore, addition of SDS changes the color to a
solid purple that does not change upon further additions of
SDS until SDS concentration reaches above CMC (Figure S1
in Supporting Information). At these high SDS concentrations,
the color reverts back to the peach/yellow color (Figures S1
and S3). Note that the fourth solution from the left
precipitated after 1 day of incubation. In this solution, the
SDS to imidazole charge ratio is ∼1 and a coacervate (charge-
balanced state) of complexes of the two components is formed.
Due to lack of electrostatic repulsion, the small particles
coalesce into larger particles and precipitate over time. All
solutions outside of the charge-equivalent coacervate are stable
for longer than 1 day without noticeable further changes.
The full range of P3HT-Im and SDS mixtures investigated in

this work are outlined in Table 1. For ease of interpretation
and further reference throughout the article, we define the
solutions using the charge ratio of negatively charged SDS
units to the number of positively charged imidazole units in the
sample. Thus, for all cationic materials, the charge ratio is <1,
and for anionic materials, the charge ratio is >1. During the
course of our interrogation of these materials, it became clear
that the behavior can be categorized into four charge ratio
regimes: 0, <1, 1, and >1, exemplified by the 0, 0.33, 1, and
1.67 charge ratio samples (shaded in Table 1). Note that SDS

Scheme 1. Bond Line Structures of P3HT-Im and SDS
(Left)a

aImaged series of 10 μg/mL P3HT-Im/SDS solutions taken shortly
and 1 day after preparation (right, charge mole ratios are shown in
Table 1).
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concentrations in these samples are far below its CMC. From
henceforth, the main discussion focuses on properties of the
four shaded samples in Table 1 with the full broader data set
found in the Supporting Information. For completeness, we
have collected limited DLS, steady-state, time-resolved, and
biocidal activity results on the P3HT-Im (∼60 RPU) with SDS
concentrations above the CMC level. Detailed discussion for
the above CMC samples are include in the Supporting
Information (Figures S1−S10, S54).
DLS and TEM Characterization of P3HT-Im and P3HT-

Im/SDS Materials in Aqueous Solution. Size distributions
of P3HT-Im/SDS materials were measured by DLS and are
shown in Figure 1. DLS data were measured in triplicate for
each material.
The light scattering data indicate that the hydrodynamic

diameter of a fresh sample of pure P3HT-Im (charge ratio = 0)
is a little less than 10 nm with all measurements yielding an
identical sharp monodispersed peak. Upon addition of SDS to

reach a charge ratio of 0.33, there is an increase in the diameter
to between 10 and 100 nm. As inferred from the color change
in the photographs (Scheme 1), the 0.33 charge ratio P3HT-
Im/SDS material contains aggregated complexes with a
broader distribution that formed quickly. The DLS measure-
ments indicate that the sample at a charge ratio = 1 contains
much larger particles than the other P3HT-Im/SDS materials,
quickly forming aggregates about 1000 nm in diameter. Unlike
all other materials, the charge neutral aggregates precipitate
from solution over the course of multiple hours. Even though
this is not evident from the photograph of the purple solution,
the charge ratio 1.67 P3HT-Im/SDS material contains
intermediate-size aggregates between the charge ratios 0.33
and 1 materials. Importantly, DLS measurements collected 1
day after sample preparation indicate that the sizes of both
pure P3HT-Im and the charge ratios 0.33 and 1.67 P3HT-Im/
SDS materials are stable in an aerated water environment.
We have examined the P3HT-Im/SDS aggregate materials

by TEM, and representative images taken below the CMC of
SDS are shown in Figure 2. The TEM images suggest that the
P3HT-Im/SDS aggregates increase in size as the SDS/P3HT-
Im ratio increases. For the lower SDS concentrations (charge

Table 1. Compositions and Charge Ratios for the Series of P3HT-Im/SDS Materials Investigated in This Studya

aCharge ratio is defined as the number of SDS charges divided by charges on P3HT-Im.

Figure 1. Intensity-weighted size distribution of P3HT-Im/SDS
materials from DLS measurements for the 0 (black), 0.33 (red), 1
(green), and 1.67 (purple) charge ratio samples. All DLS measure-
ments are made in triplicates with run 1 (solid line), run 2 (dashed
line), and run 3 (dotted line).

Figure 2. TEM images of aggregates obtained at P3HT-Im/SDS
compositions below the CMC of SDS. The charge ratio 0.33 (A),
charge ratio ∼1 (B), and charge ratio 1.67 (C,D). The scale bar is 50
nm.
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ratios 0.33 and 1, Figure 2A,B), the particles are roughly
globular, but for a higher SDS concentration (charge ratios
1.67, Figure 2C,D), the particles appear crystalline, taking on a
cuboid or prism-like shape. Similar to results from DLS, a
wider range of particle sizes is observed with the higher SDS
solution with particles ranging from ∼20 nm diameter to ∼80
nm. However, we note that ∼50 nm particle size of the charge
ratio 1 material as visualized from the TEM image (Figure 2B)
differs significantly from that obtained by DLS, where
hydrodynamic diameter is about 1000 nm (Figure 1). As the
coacervate is a highly dynamic solution where the particles
coalesce and precipitate out of solution, the size difference
could be caused by a difference in the incubation time of the
samples, that is, the TEM sample is more fresh, artifacts of
sample preparation (e.g., sample adsorption and the drying
process during TEM grid preparation cause the particles to de-
agglomerate), or the measurement method (e.g., DLS reports
intensity average size distribution, where larger particles
disproportionally contribute to scattering intensity). Significant
particle overlap is also seen in the charge ratio = 1 material,
which indicates conglomerate formation in solution.
Steady-State Photophysical Characterization of

P3HT-Im and P3HT-Im/SDS Materials in Aqueous
Solution. Steady-state absorption, excitation, emission, and
synchronous emission for the pure P3HT-Im polymer (charge
ratio = 0), cationic P3HT-Im/SDS material (charge ratio =
0.33), neutral P3HT-Im/SDS material (charge ratio = 1), and
anionic P3HT-Im/SDS material (charge ratio = 1.67) are
featured in Figure 3A−D. The pure P3HT-Im polymer shows

broad absorption and emission profiles from 300 to 600 nm
(λmax = 441 nm) and 500 to 850 nm (λmax = 608 nm),
respectively. The excitation profile of the P3HT-Im material is
blue-shifted relative to its absorption spectrum with a
maximum at 418 nm. Finally, the synchronous emission
scan, which characterizes the E0,0 state by analyzing the overlap
between the absorption and emission,37,38 is fit with a Gaussian
profile to yield a maximum at 17820 cm−1 (561 nm) and a full
width at half maximum (fwhm) of 1330 cm−1 (Figure S13).
Addition of SDS to the P3HT-Im polymer below the CMC

results in large changes in the electronic absorption and
emission spectra as seen in Figure 3. To our surprise, the
positive P3HT-Im/SDS material (charge ratios <1), neutral

P3HT-Im/SDS material (charge ratio = 1), and negative
P3HT-Im/SDS material (charge ratios >1) all exhibit
remarkably similar absorption and emission spectra. All of
the P3HT-Im/SDS material absorption and emission spectra
show peaks at 588 and 548 nm, corresponding to the 0−0 and
0−1 absorption transitions, respectively, in aggregate struc-
tures. The P3HT-Im/SDS material exhibits 0−0, 0−1, and 0−
2 emission transitions at 618, 672, and 735 nm, respectively.
Unlike the pure P3HT-Im, the P3HT-Im/SDS material
fluorescence excitation spectra do not feature a blue shift
with the same 0−0 and 0−1 transitions as the absorption
spectrum. Interestingly, when the P3HT-Im/SDS excitation
and absorption spectra are normalized, a higher energy
excitation shoulder (∼400 nm) is observed in the excitation
spectrum but not in the absorption spectrum. The synchro-
nous emission scan for the P3HT-Im/SDS material is fit with a
Gaussian profile to yield a maximum at 16570 cm−1 (604 nm)
and a FWHM of 760 cm−1 (Figures S15−S19). Finally, the
fluorescence quantum yield (Φfl) was calculated from the
emission data for P3HT-Im and P3HT-Im/SDS material using
a ruthenium standard in water ([Ru(bpy)3]Cl2, Φfl = 0.045).39

The Φfl for P3HT-Im is 0.096 and the P3HT-Im/SDS material
Φfl ranges from 0.16 to 0.55 (Table 2). Again, only a
representative fraction of P3HT-Im/SDS material spectra is
depicted in Figure 3 with the full data set depicted in Figures
S12 and S13.
The photostability of P3HT-Im and P3HT-Im/SDS

materials has been investigated over the period of 1 day by
monitoring their absorption under irradiated and dark-
incubated conditions (Figures S55−S60). In general, all of
the solutions in the dark maintain their integrity with small
amounts of sample degradation. This stability is notable as
many thiophene materials are typically stored under an inert
atmosphere and in dark containers to avoid material
degradation from photo-oxidation of the polymer backbone
by locally generated 1O2.

40−42 To this end, it is no surprise that
significant degradation of the P3HT-Im is observed when the
materials are continuously irradiated.

Time Resolved Photophysical Characterization of
P3HT-Im and P3HT-Im/SDS Materials in Aqueous
Solution. Depicted in Figure 4 are the absorption and
nanosecond flash photolysis transient absorption spectra
(collected at a time delay of 30 ns) for the pure P3HT-Im
polymer and P3HT-Im/SDS materials at charge ratios of 0,
0.33, 1, and 1.67. The absorbance spectra featured in Figure 4A
are the same absorbance spectra depicted in Figure 3 with the
difference being that these spectra are not normalized. This
highlights the difference in the absolute intensity of the signal
and reinforces the lack of changes in spectral features between
the different P3HT-Im/SDS materials. Shown in Figure 4B is
the ns flash photolysis transient absorption spectrum of P3HT-
Im, which exhibits an induced excited-state absorption from
422 to >850 nm and a ground-state depletion (bleach) from
300 to 422 nm with a minimum at 426 nm. The transient
spectrum of P3HT-Im/SDS material at a charge ratio of 0.33
(Figure 4C) exhibits an excited-state absorption from 600 to
850 nm and a ground-state bleach from 330 to 600 nm.
Specifically, three minima at 426, 552, and 584 nm are
observed within the bleach region corresponding to the
absorption maxima of the pure solvated material, aggregate 0−
0, and 0−1 absorptions, respectively. The transient spectrum of
P3HT-Im/SDS at a charge ratio of 1 (Figure 4D) exhibits two
excited-state absorptions from 330 to 530 nm and 675 to >850

Figure 3. Absorption (black), emission (red), excitation profile
(blue), and synchronous emission spectra (green) for pure P3HT-Im
and P3HT-Im/SDS material at charge ratios of 0 (A), 0.33 (B), 1
(C), and 1.67 (D).
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nm. The ground-state bleach of the charge-balanced P3HT-
Im/SDS material extends from 530 to 675 with two minima at
555 and 602 nm. Finally, the transient spectrum of the anionic
P3HT-Im/SDS material exhibits an excited-state absorption
from 620 to >850 nm and a ground-state bleach from 430 to
620 nm. The fs pump probe spectra and decay dynamics
leading to the ns flash photolysis data depicted in Figure 4 are
found in Figures S21−S28. As the primary purpose for the
time-resolved investigation of the P3HT-Im polymer and
P3HT-Im/SDS materials is to probe the existence of long-lived
triplet excited states from which ground-state 3O2 can be
sensitized to 1O2, the fs pump probe spectra and decay
dynamics, which characterize an early excited-state decay too
fast for 1O2 sensitization, are presented in the Supporting
Information.
The time constants (τ) extracted from singular value

decomposition global fitting of the fs pump probe and ns
flash photolysis excited-state dynamics for the samples
depicted in Figure 4 are summarized in Table 2. All excited-
state dynamics are fit utilizing a multi-exponential function (eq
S1 in the Supporting Information), where ΔOD is the
difference of optical density (absorbance) at a given time
delay, τp is the lifetime of the instrument response function
limited by the laser excitation pulse, A is the weighted
contribution of a fitted lifetime, τi is the fitted lifetime value,

and inf values are offset values in the case that ΔOD does not
return back to 0.

A AOD e e e ,

(IRF/2ln 2)

t

i
i

t t( / ) ( / )
inf

( / )i inf∑

τ

Δ = + +

=

τ τ τ

ρ

− − −ρ

(1)

Single-wavelength kinetic fitting was also performed for
multiple spectral features (Figures S30, S32, S34, S36, S38, and
S40) and found to be overall internally consistent with the
global kinetic fitting. Specifically, the fs pump probe transient
absorption kinetics are fit to a triexponential function at which
point, a quality residual was observed. Similarly, the ns flash
photolysis was fit with a single exponential for the pure P3HT-
Im (charge ratio = 0) and anionic P3HT-Im/SDS material
(charge ratio = 1.67), while the cationic P3HT-Im/SDS
material (charge ratio = 0.33) and neutral P3HT-Im/SDS
material (charge ratio = 1) were fit with a bi-exponential
function.

Biocidal Activities of the P3HT-Im/SDS Materials. As
we have shown in a recent paper, various sized P3HT-Im
polymers are effective antibacterial agents against a panel of
pathogens.35 Although these polymers have broad spectrum
toxicity, we are interested in the possibility that the
antimicrobial activity could be manipulated in a controlled
manner by making nanoparticulate aggregates with SDS.
Antimicrobial activities of the compounds were quantitatively
determined from serial dilutions and counting of colony
forming units (CFU) of Escherichia coli (E. coli) incubated with
a P3HT-Im or P3HT-Im/SDS material for 30 min either in the
dark (“dark”) or under irradiation at 420 nm (“light”); results
are shown in Figure 5. Here, log reduction in CFU is calculated
using eq 2, where B is CFU remaining after treatment and A is
CFU in the untreated control.

A
B

Log CFU reduction log= ikjjj y{zzz (2)

To account for the effect of irradiation alone on E. coli
viability, untreated controls were incubated both in the dark
and under irradiation for 30 min at 420 nm. CFU from the
appropriate control, either “dark” or “light”, was used as value
A in eq 2 to calculate log reduction of treated “dark” or “light”
samples. As pure SDS has been reported to exhibit biocidal
activity at high concentrations,43−46 samples of E. coli treated
with SDS alone were also prepared and incubated for 30 min
either in the dark or under irradiation at 420 nm to determine
if there is a competitive kill mechanism. Pictures of E. coli serial
dilution plates for controls and treated samples are shown in

Table 2. Excited-State Lifetime (τ) and Fluorescence Quantum Yield (Φfl) Values Obtained from the fs Pump Probe and ns
Flash Photolysis Experiments

P3HT-Im P3HT-Im/SDS charge ratio 0.33 P3HT-Im/SDS charge ratio 1 P3HT-Im/SDS charge ratio 1.67

τ1 (ps) 0.5 ± 0.2 0.5 (fixed)a 0.29 ± 0.03
τ2 (ps) 17 ± 3 6.3 ± 0.9 4.3 ± 0.5
τ3 (ps) 290 ± 30 130 ± 10 120 ± 10
τ4 (ns) 650 ± 120b 140 ± 50c 180 ± 10
τ5 (ns) 13,670 ± 110 13580 ± 3390b 1240 ± 300c

τ4or5 (ns,air) 2400 ± 50 2740 ± 120 1200 ± 100 250 ± 20
Φfl

d 0.096 0.55 0.17 0.22
aFixed time constant from average of t1 single-wavelength kinetics. bSingle-wavelength kinetics at 550 nm. cSingle-wavelength kinetics at 470 nm.
dWe approximate the error of the Φfl to be within 10% of the value.

Figure 4. (A) Steady-state absorbance spectra of P3HT-Im (charge
ratio = 0, black), cationic P3HT-Im/SDS (charge ratio = 0.33, red),
neutral P3HT-Im/SDS (charge ratio = 1, blue), and anionic P3HT-
Im/SDS (charge ratio = 1.67 green). Transient absorption spectra of
P3HT-Im/SDS materials at charge ratios of 0 (B), 0.33 (C), 1 (D),
and 1.67 (E); a 30 ns delay time was used for all measurements.
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Figures S45−S53. Corresponding CFU counts from the plates
are summarized in Tables S1−S7.
As shown in Figure 5, SDS alone over the range of

concentrations investigated caused negligible cell death either
in the dark or under irradiation. This is reasonable as SDS has
been reported to exert toxicity at much higher concentrations,
1−2% (10−20 mg/mL) for E. coli43 and 1.5−2% (15−20 mg/
mL) for the Gram-negative salmonella enterica.44 SDS has been
shown to perturb the plasma membrane of E. Coli at a lower
concentration of 0.05%, but the viability of growing cells is not
affected.45 Because SDS does not absorb light at 420 nm, it
also did not have “light” antimicrobial activity (Figure 5).

Toxicities of the P4HT-Im/SDS materials tested were thus due
to the polymer materials and not due to SDS or irradiation
alone. The presence of 10 μg/mL pure P3HT-Im polymer
results in 3.0 and 4.7 log kills under dark and irradiated
incubation conditions, respectively. These log kill numbers are
consistent with our previous studies using both CFU counting
and flow cytometry techniques.33,34,47 Addition of anionic
SDS, which forms complexes with cationic P3HT-Im, at a
charge ratio = 0.33, reduces dark and light log kills to 1.4 and
3.3, respectively. Furthermore, addition of SDS forms the
neutral P3HT-Im/SDS material (charge ratio = 1), which
quickly precipitates from solution. Dark antimicrobial activity
of this coacervate is essentially abolished with a log kill value of
0.077. Under irradiation, the neutralized material has modest
antimicrobial activity with a log kill of 1.6. Interestingly, at a
charge ratio of 1.67, the net anionic material exhibits
comparable dark and light activities with a log kill value of
2.0. We additionally evaluated antimicrobial activity at SDS
concentrations close to and slightly above CMC (Figure S54).
Results show that virtually no antimicrobial activity was
observed against E. coli either in the dark or when irradiated
with 420 nm light.

■ DISCUSSION
In order to understand the P3HT-Im polymer and P3HT-Im/
SDS material biocidal activity, we have investigated the
material characteristics that drives dark kill activity and the
excited-state electronic structure that drives light kill activity.
For organizational purposes, the physical and electronic
structure discussion is presented together by material with
the pure P3HT-Im polymer presented first and the P3HT-Im/

Figure 5. Log reduction of E. coli CFU incubated with different
P3HT-Im/SDS materials for 30 min in the dark or under irradiation
with 420 nm light. Concentrations of P3HT-Im and SDS for each
sample are indicated below the plot, and charge ratios of the samples
are shown at the top of the plot.

Figure 6. (A) Jablonski diagrams for solvated P3HT-Im and aggregated P3HT-Im/SDS materials. (B) Structure of the planer interchain J-type
P3HT-Im aggregate. Note: H-type aggregates do not have a specific structure as the J-type but are defined as any other arrangement that is not a J-
type. Possible structures of pure solvated P3HT-Im (C), cationic (charge ratio <1) (D), neutral (charge ratio = 1) (E), and anionic (charge ratio
>1) (F) P3HT-Im/SDS materials.
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SDS materials thereafter. A summary of the physical and
electronic structure discussion is depicted in Figure 6. We
conclude the discussion with the bioassay results predicted
from the analysis of the physical and electronic structure.
The behavior of the pure P3HT-Im polymer in water is best

described as a pristine well-solvated P3HT-Im single chain.48

Note that this interpretation differs from our previous
published work;34 this study is primarily a new evaluation of
the materials using steady-state absorption, emission, and DLS
techniques and should be considered with literature examples.
In our previous work, solvatochromic changes between the
P3HT-Im polymer in methanol and water were interpreted as
signs of aggregation. Results from this study show that they can
be explained in terms of simple conformer changes. In general,
broad featureless absorption (lack of vibronic progression) and
emission (little or no vibronic progression) of all poly-
thiophene materials are interpreted as “pristine” solvated
polymers. This assignment is further strengthened by
comparison of the shape of the emission and excitation
profiles to earlier aggregation studies.28,30,48 The broad, nearly
featureless emission and slightly blue-shifted excitation of pure
P3HT-Im (Figure 1A) have been ascribed in previous studies
of poly(thiophene) materials to a distribution of emitting
conformations (the excited state consisting of slightly different
numbers of participating repeat units) from well-established
excited-state torsion along a single-stranded polymer back-
bone. Another contributor to the broad featureless behavior,
characterized by the large FWHM observed in the synchro-
nous experiment, is polydispersity of the polymer. In addition
to polydispersity resulted from polymer synthesis, the size
distribution of the P3HT materials measured by DLS can also
vary based on the exact solvation environment of the sample.
In this study, the pure P3HT-Im hydrodynamic diameter is
determined to be <10 nm, which is reasonable for single-chain
polymer strands. Such single polymer strands likely adopt an
ensemble of conformations of differing degrees of self-folding,
coiling, or solvent hydrogen bonding bridging of the P3HT-Im
polymer and water. We note that the single-strand folding,
coiling, or solvent bridging behavior is a solvatochromic
behavior, which is different from polythiophene multi-chain
polymer aggregation.
To assess the ROS generation capabilities of the pure

P3HT-Im polymer, transient absorption spectroscopy with
time delays ranging from fs to μs time scales was utilized. The
femtosecond pump probe transient absorption of P3HT-Im
(Figure S21) features the early time spectra and kinetics of the
singlet excited state decay with eventual intersystem crossing
(ISC) to the triplet state, depicting similar spectral features to
the triplet state in Figure 4B. Multi-exponential kinetic fitting
of the observed excited-state lifetimes yielded a sub-picosecond
lifetime of 500 fs, picosecond lifetime of 17 ps, picosecond
lifetime of 290 ps, and a microsecond lifetime of 13.67 μs
(Figures S23 and S30). The sub-picosecond lifetime
corresponding to the narrowing of the ground-state bleach
region is consistent with previous reports of electron hole
localization along the polymer backbone.49,50 The second time
constant of 17 ps is assigned to a combination of the polymer
backbone torsional motions and excited-state electron hopping
down the polymer backbone as previously demonstrated by
fluorescence upconversion spectroscopy.50,51 The 290 ps time
constant is assigned to ISC to the thermally relaxed lowest
triplet excited state as no other time components are observed
in this experiment, and this excited state is reactive with oxygen

on longer time scales.49,50 Importantly, the isosbestic points
and spectral shifts seen in the early time spectra are indicative
of sequential processes versus parallel reactions. The longest
time constant (13.67 μs) is assigned to reverse ISC electron
hole recombination occurring from the lowest triplet excited
state to the singlet ground state.49,52 Evidence for ROS (1O2 in
this case) generation is found in the quenching of the triplet
excited state lifetime from 13.67 to 2.4 μs upon aerating the
deoxygenated sample. Furthermore, we have used 2,2,6,6-
tetramethyl-4-piperidone (TEMPD) as an additional 1O2
indicator detected by electron paramagnetic resonance
(EPR) to monitor ROS generation (Figure S22). The clear
increase in the radical signal of the TEMPD with pure P3HT-
Im in comparison to the TEMPD standard is strong evidence
for 1O2 generation. The generation of other radical ROS
molecules was monitored using a methyl violet indicator,
which when mixed with P3HT-Im yielded no changes after
irradiation (Figure S23). To our surprise, attempts to quantify
the singlet oxygen generation by monitoring 1O2 emission in
water at ∼1275 nm (Figure S20) were unsuccessful. We
believe that this is due to water’s ability to assist in the
deactivation of triplet excited states, the short lifetime of 1O2 in
water (3 μs) in comparison to 30−300 μs for organic solvents,
and the limitation of our instrumentation in detecting 1O2
quantum yield less than 0.2.53 This observation is partially
corroborated by the observation of 1O2 emission in DMSO
(Figure S21).
The behavior of the cationic P3HT-Im/SDS material

(charge ratio = 0.33) in water is somewhat different from
that of the pure P3HT-Im polymer. The absorption, emission,
and DLS data are internally consistent and clear in that
addition of SDS to the P3HT-Im polymer induces multichain
aggregation. The assignment of the H-type aggregate P3HT-
Im/SDS material (Figure 3B) is made in the observation that
the 0−0 transition is lower in intensity than the 0−1 transition
of the absorption and excitation profile as defined by Spano et
al..28−30,54 Importantly, the emission spectra of the P3HT-Im/
SDS materials are assigned to a J-type aggregate emission as
the 0−0 transition has higher intensity than the 0−1 transition
and not an H-type which is common in poly(thiophene)
materials.30,48 This discrepancy between the H-type absorb-
ance and excitation with the J-type emission has been
previously reported in careful aggregation studies where pure
P3HT aggregates grown in a variety of solvent mixtures and
temperature were observed to produce both H- and J-type
structures in a single batch.48 As the J aggregate structure is
slightly lower in energy relative to the H aggregate, energy
transfer to J aggregates and efficient non-radiative decay
deactivates the H-type aggregate, resulting in dominant J
emission for all species. The DLS and TEM images of the 0.33
charge ratio P3HT-IM/SDS material depict a large range of
aggregate size and shapes, which makes it difficult to generate a
single image of the material in solution. It is likely that a
distribution of shapes exists ranging from the pure polymer
(described above) to partially aggregated material with
sections of the H aggregate structure and pure unaggregated
structure (Figure 6).
Nanosecond flash photolysis transient absorption spectros-

copy of the cationic P3HT-Im/SDS material (charge ratio =
0.33) agrees with the steady-state characterization depicting
the solution as a mixture of the pure solvated polymer and
aggregate material in the bleached region. Because of this
mixture, fs pump probe transient absorption was not collected
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due to the difficulty of deconvoluting early time components.
However, longer-time scale transient absorption does not have
this problem due to the drastic differences in lifetimes. The
pure polymer lifetime of 13.67 μs is much longer than the 650
ns lifetime of the aggregate species. Importantly, aerating this
cationic P3HT-Im/SDS aggregate material does not alter the
650 ns lifetime of the ground-state bleach and as expected
shortens the lifetime of the pure P3HT-Im material to 2.7 μs.
Based on the lack of lifetime changes in the presence of 3O2
leads us to conclude that this aggregate P3HT-Im/SDS
material (charge ratio = 0.33) does not generate a triplet
excited state and thus will not generate ROS species. However,
1O2 may still be generated from any un-aggregated P3HT-Im
or partially aggregated P3HT-Im chains. Because of this, using
ROS indicators in this material will not yield conclusive results
as TEMPD will still react with 1O2 generated by unaggregated
and partially aggregated P3HT-Im in the sample. Furthermore,
addition of SDS to P3HT-Im (charge ratio = 0.67) fully
aggregates the remaining free P3HT-Im, as shown by ns
spectroscopy. The P3HT-Im/SDS material (charge ratio =
0.67) does exhibit a low intensity, broad featureless positive
absorption in the red lower energy region of the spectra, and a
new positive absorption from 330 to 530 nm in the ns flash
photolysis experiment. This low energy feature has been
previously observed in neat aggregated polythiophene and
polythiophene fullerene blended films to be a weak polaron
absorption of relaxed polythiophene materials.30,49,55,56 Two
possibilities for the origin of the new absorption feature
(Figure 4D) are a higher energy continuum of the polaron
absorption, which is split by a higher-intensity ground-state
bleach, or the presence of electronically isolated small
segments of P3HT-Im energized by nearby aggregate excited
states. We assign this new positive absorption (Figure 4D) to
the latter explanation of electronically isolated small segments
of P3HT-Im as further additions of SDS, which fully
encapsulates all of the P3HT-Im, do not exhibit the same
absorption feature. We describe this change in further detail
below.
The behavior of the charge-neutral P3HT-Im/SDS material

(charge ratio = 1) continues to evolve away from that of the
pure P3HT-Im polymer. This coacervate P3HT-Im/SDS
material initially forms round large aggregates (∼1000 nm in
hydrodynamic diameter) that coalesce and precipitate over
time. Evidence for increased encapsulation of P3HT-Im is
observed in the absorption spectra with the diminishment of
the higher-energy shoulder at ∼400 nm. To our surprise, the
excitation profile, emission spectrum, and synchronous
emission are identical to cationic P3HT-Im/SDS material
(charge ratio = 0.33) for all charge ratios tested at the CMC.
We will discuss more about the emission later.
Transient absorption spectroscopic data from the fs to μs

time scale were also collected for the neutral P3HT-Im/SDS
material (charge ratio = 1). The fs pump probe transient
absorption spectra and kinetics for this P3HT-Im/SDS
material are depicted in Figures S24−S26. These aggregate
spectra are red-shifted from the pure polymer but have many
similarities with the pure polymer including early time
dynamics of electron localization (sup-picosecond), backbone
torsion (∼5 ps), and singlet relaxation (∼120 ps). The
differences start from the relaxation of the singlet excited state
where no long-lived triplet state is populated. The pump probe
spectra and kinetics clearly feature relaxation from the singlet
excited state to low-intensity hot ground-state species with

broad polaron absorptions. These spectral and kinetic features
are again identical to the neat aggregated polythiophene and
polythiophene fullerene films.30,49,55,56 Nanosecond flash
photolysis transient absorption features continue from the fs
pump probe experiments to show similar spectra to the
cationic P3HT-Im/SDS material (charge ratio = 0.67).
Notably, the positive absorption in the charge-equivalent
material is less intense relative to the aggregate bleach and
polaron NIR absorption in comparison to the cationic material
with the 0−1 transition of the aggregate bleach vibronic
structure being nicely resolved. We suspect that the higher-
energy positive transient absorption signal is evidence of a
small number of isolated P3HT-Im segments along the outer
edge of the large P3HT-Im/SDS material aggregate. Finally,
the absence of observed changes in the 140 ns or 1.2 μs
lifetimes in the presence of 3O2 for the P3HT-Im/SDS
material (charge ratio = 1) does not support the presence of
excited-state triplets or generation of ROS.
The behavior of the anionic P3HT-Im/SDS material (charge

ratio from 1 to the CMC limit) is closest to resemble neat
aggregated polythiophene materials. Transient absorption
spectroscopy from the fs to μs time scale was collected for
the anionic P3HT-Im/SDS material (charge ratio = 1.67). The
fs pump probe transient absorption spectra and kinetics for this
P3HT-Im/SDS material are depicted in Figures S27−S29.
These aggregate spectra show similarities with the pure
polymer and neutral aggregate (charge ratio = 1), including
early electron localization (sup-picosecond), backbone torsion
(∼5 ps), and singlet relaxation (∼120 ps). Again, no triplet
spectral signature is observed in the anionic P3HT-Im/SDS
material (charge ratio = 1.67), and the ns flash photolysis
spectra of this material are different from those of the cationic
and neutral aggregate in the lack of a higher-energy induced
absorption peak. Moreover, unlike the other aggregate
materials, the bleach region has a well-defined H-aggregate
structure. We interpret this change to mean one of two
possibilities, either that the remaining electronically isolated
P3HT-Im segment population is now encapsulated by SDS or
that continual increase in SDS beyond the charge equivalent
point enables a new non-radiative pathway for deactivation of
the isolated P3HT-Im segment excited state. Based on the lack
of significant kinetic changes between the charge neutral and
anionic aggregate P3HT-Im/SDS aggregates, we believe that
the first case is more likely. Finally, aerating the anionic
aggregate P3HT-Im/SDS material (charge ratio = 1.67) does
not alter the 180 ns lifetimes, thus again arguing against the
formation of excited-state triplets or generation of ROS.
The behavior of the P3HT-Im/SDS material near and well

above the SDS CMC level does not resemble that of the other
P3HT-Im/SDS materials or the pure P3HT-Im polymer.
Although the color of the P3HT-Im/SDS material at CMC
solution nearly reverts to that of the P3HT-Im polymer,
femtosecond pump probe transient absorption response of the
material has noticeable differences. Based on our experience
with P3HT materials, we compared the P3HT-Im/SDS
material at CMC spectroscopic signatures with that of a
P3HT-Im oligomer to yield a match. This means that the
P3HT-Im/SDS material at CMC behaves as a series of short
P3HT-Im chains when in an SDS micelle rather than a pure
polymer. This includes the observation that the P3HT-Im/
SDS material at CMC regains the presence of a long lived
triplet state from which ROS generation may be possible. A full
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discussion of the P3HT-Im/SDS material at CMC dynamics is
given in the Supporting Information.
The sum total of our physical and electronic structure

characterization of the P3HT-Im/SDS material is contained in
Figure 6 that features a Jablonski-type diagram (depicting the
photophysics) and suggested structures for the P3HT-Im/SDS
materials at different SDS concentrations. The important
takeaways from the Jablonski-type diagrams (Figure 6A) are
that the pure polymer fluorescence and ISC occur from a
displaced singlet excited state while with ROS generated from
the long-lived triplet state. For the polymer aggregate material,
all fluorescence occurs from a sub population of J-type (not the
predominate H-type) aggregates with no triplet state
formation. This observation is notable as polymer materials
in biological environments are typically analyzed by
luminescence spectroscopy which in this example will not
report on the majority of the solution chemistry dominated by
H-type aggregate materials. Notably, conflict between the
initial observation of invariant J-type emission (excitation,
emission, and synchronous emission) and clear changes in the
H-type absorption (DLS, TEM, absorption, and time-resolved
spectroscopy) for all of the aggregate species surprised us until
we realized that the J-aggregate emission originates from a
small minor population species, thus not reporting on the
majority of the solution chemistry dominated by H-type
aggregates.
We find this revelation to be an important lesson for the

greater bio-inorganic community as many studies rely
exclusively on photoluminescence measurements without
much concern about the nature of the emitting chromophore.
Furthermore, depicted in Figure 6B−F are the proposed
structures of the pristine J-type P3HT aggregate and the soft
aggregate P3HT-Im/SDS materials in water. It is important for
us to revisit the long slip stack structure of the J-type aggregate
(Figure 6B) because all other types of weakly coupled
aggregates that are not this J structure are defined as the H-
type aggregate.28,54,56 Shown in Figure 6C is the proposed
structure of the pristine solvated P3HT-Im polymer in water.
Again, we acknowledge the likelihood that solvatochromic
interactions such as self-folding and water-mediated hydrogen
bonding along single polymer strands are occurring but note
that these effects are not the same as multichain polymer
aggregation. Figure 6D depicts the proposed structure of the
cationic P3HT-Im/SDS material (charge ratio <1), where we
believe that partial multichain aggregation of the P3HT-Im
polymer occurs alongside the residual unaggregated polymer.
In the neutral P3HT-Im/SDS material (charge ratio = 1), SDS
likely binds to the entire surface of the polymer. Notably, we
make an attempt to depict that charge neutral simply means
that the number of SDS to positive imidazole units is balanced,
which is not the same as every imidazole unit has an adjacent
SDS molecule thus resulting in some surface areas have more
SDS coverage than others. Finally, the anionic P3HT-Im/SDS
material (charge ratio >1) is composed of aggregates where all
of the P3HT-Im polymer surface is likely covered with SDS.
We believe that this high degree of SDS coverage plays an
important role in the anionic P3HT-Im/SDS material’s
biocidal activity which is elaborated below.
In view of the results from the physical and electronic

structural investigations of the pure P3HT-Im polymer and the
aggregated P3HT-Im/SDS materials, the results of the biocidal
toxicity of the P3HT-Im SDS material are surprising. Our
previous work focusing on the biocidal activity pure P3HT-Im

in the presence of different bacteria (S. aureus, S. epidermidis, P.
aeruginosa, and E. coli) showed that biocidal activity in the
presence of light was due to ROS (1O2 generation from a
triplet excited state of P3HT-Im) as cross-linking of
components found in the cytoplasm were observed.33 The
biocidal activity under dark conditions however occurred via
binding between the P3HT-Im polymer and bacterial
envelope. Images of the bacteria post treatment with P3HT-
Im under dark conditions indicate that the cationic polymer
binding to the anionic bacterial envelope cause the bacterial
envelope to rupture and release its contents into the buffer
polymer mixture.33 From these findings, we predicted that the
P3HT-Im/SDS material would exhibit less light killing activity
as the SDS concentration is increased due to the lack of triplet
excited state formation. We further predict a decrease in the
dark killing of P3HT-Im/SDS material with increasing SDS
concentrations as complexation of SDS with the cationic
P3HT-Im reduces its charge and, thereby, binding to E. coli.
When charge ratio is >1, electrostatic repulsion between the
anionic P3HT-Im/SDS material and anionic bacterial envelope
is expected and as such no dark antimicrobial activity is
anticipated.
The antimicrobial activity results shown in Figure 5 are

mostly consistent with our predictions with a few surprises.
With a sub-stoichiometric ratio of SDS added (charge ratio =
0.33), the cationic P3HT-Im/SDS material exhibits a reduced
log reduction of 1.4 under dark incubation compared to pure
P3HT-Im of 3.0. We rationalize this result by first noting that
at the 0.33 charge ratio, there is still significant free P3HT-Im
present in the sample that can bind to and induce toxicity to E.
coli through disruption of the bacterial envelope. Consistent
with previously published results,35 irradiation of the pure
P3HT-Im induced an additional 1.7 log reduction of CFU.
Moreover, treating E. coli with P3HT-Im for only 10 min
yielded an identical log reduction to the 30 min treatment, thus
showing that the pure P3HT-Im material ROS generation is
very efficient at triggering E. coli death.35 Therefore, the dark-
and light-activated antimicrobial activities, albeit suppressed
compared to pure P3HT-Im, of the cationic P3HT-Im/SDS
material (charge ratio 0.33) can be attributed to the free (or
unaggregated) P3HT-Im polymer. The light killing activity
results from 1O2 formation from the unaggregated P3HT-Im
while the suppression of the dark kill activity is attributed to
SDS diminishing the net positive charge of the P3HT-Im,
resulting in weaker binding, and thereby less disruption, to the
E. coli bacterial envelope.
We ascribe the lack of efficient dark biocidal activity in the

presence of the charge-neutral P3HT-Im/SDS material (charge
ratio = 1) (Figure 5) to a combination of factors. First, P3HT-
Im/SDS complexes in this coacervate material are not
colloidally stable and precipitate over time. Complete
neutralization of the cationic charges on the P3HT-Im polymer
and precipitation remove the active P3HT-Im polymer from
solution to interact with E. coli and exert antimicrobial activity.
The polymer bound SDS to prevent fast association of the
P3HT-Im polymer to the E. coli bacterial envelope. Although it
is possible for SDS to exchange with other anions in the
bacterial envelope, we believe this process to be slow relative to
the timescale of the experiment as it lacks a large driving force.
Our transient absorption measurements show that no
accessible triplet state is detected. However, a log reduction
of 1.6 is still observed. Unlike the charge ratio 0.33 material
where free P3HT-Im remains, the light killing in the charge
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ratio 1 material could be due to small segments of the polymer
chain that have less SDS coverage.
Increasing SDS concentration further to a charge ratio of

1.67 yields an anionic P3HT-Im/SDS material. To our
surprise, this weakly anionic material reproducibly exhibits
comparable log reductions of 2.0 both in the dark and under
irradiation. A thorough literature search revealed a number of
biocidal studies featuring anionic coated aggregates that are
able to trigger fungal or bacterial death by binding to select
positively charged sites on the predominantly anionic outer
envelope.57−59 These investigations concluded that while an
electrostatic repulsion does exist between the bacterial
envelope and the anionic aggregates, this repulsion leads to
slower kinetics for aggregate binding and lower antimicrobial
activity over a limited time window, but the binding event itself
is driven by the components of the bacterial envelope and not
simply the bacterial envelope net charge.59 Once bound, the
anionic aggregates are able to disrupt numerous cell processes
depending on the exact binding site. The anionic P3HT-Im/
SDS complexes formed in this material are dynamic. Binding of
the complexes to cationic components to the bacterial
envelope places the highly active P3HT-Im polymer close to
the bacterial envelope, which can be released to exert toxicity
when SDS binds instead to components in the bacterial
envelope. Irradiation of the charge ratio 1.67 material did not
cause additional killing of E. coli. This result is not surprising in
view of the time-resolved spectroscopic investigation in the
absence of bacteria which did not detect the formation of an
excited triplet state from which ROS could be efficiently
generated. The lack of ns lifetime changes between a de-
aerated and aerated sample indicates that no ROS formation is
taking place from light excitation. Thus, irradiation did not
cause any more toxicity toward E. coli in addition to the 2 logs
of reduction due to dark activity.
We note that increasing SDS concentrations significantly to

half and slightly above its CMC to charge ratios of 96 and 240
(Table 1), respectively, abolished both dark and light activities
of P3HT-Im (Figure S54). At these high SDS concentrations,
P3HT-Im is completely sequestered by SDS assemblies and
behave like solubilized monomeric oligomers as indicated by
the spectroscopic results present above. Although the
spectroscopic results identify a long-lived triplet excited state
which could generate ROS, the constrained P3HT-Im polymer
within the SDS is unable to exert any toxicity toward E. coli.

■ CONCLUSIONS
In this study, we have characterized the size, shape,
photophysical properties, and biocidal activities for a novel
series of soft aggregate P3HT-Im/SDS nanomaterials. P3HT-
Im is a highly effective antimicrobial polymer, exhibiting >4 log
reductions of E. coli viability by a combination of dark and
light-activated pathways. Also, unlike other methods currently
pursued for disinfection of drug-resistant bacteria, these
materials have been shown to have low toxicity to mammalian
cells and they also do not produce toxic degradation products
such as many inorganic antimicrobials, which have heavy metal
degradation products. We show here that we can control the
antimicrobial activities of P3HT-Im by complexation with an
oppositely charged detergent SDS. Addition of SDS yielded
soft aggregate materials with reduced dark and light
antimicrobial activities. The extent by which antimicrobial
activity is reduced depends on the charge ratio of the cationic
polymer and the anionic detergent. Dark antimicrobial

activities are maximally suppressed for a charge neutral
material (charge ratio = 1). Surprisingly, modest antimicrobial
activities were observed for both weakly cationic (charge ratio
= 0.33) and anionic (charge ratio = 1.67) P3HT-Im/SDS
materials. Detailed photophysical investigations of the P3HT-
Im/SDS materials yielded rich and dynamic P3HT-Im
aggregate structures mediated by the binding of SDS.
Importantly, complexation of SDS reduced the generation of
ROS, which is attributed to the light-activated antimicrobial
activities of P3HT-Im. Thus, SDS complexation reduces
P3HT-Im’s antimicrobial activities by attenuating both its
dark and light-activated toxicity pathways. The mechanistic
insights gained from this study and the demonstrated ability to
manipulate the antimicrobial activity of a highly active polymer
are expected to contribute toward the development of versatile
materials for combating a broad range of pathogens.

■ EXPERIMENTAL METHODS
Steady-state absorption was collected on commercial Agilent 8453
controlled by OlisWorks (Olis Inc). Steady-state excitation, emission,
and synchronous emission were collected on a commercial Edinburgh
Instruments FLS980 spectrometer. Femtosecond pump probe and ns
flash photolysis transient absorption was collected on a commercial
Newport transient absorption spectrometer (TAS) driven by a
Spectra-Physics Solstice and an Edinburgh Instruments LP980
spectrometer driven by Continuum Surelite I. TEM instrumentation
and experimental details have been previously reported (add ref 30).
DLS experiments were preformed on a Malvern Zetasizer Nano-ZS at
25 °C. EPR spectra were recorded with a Magnettech MS5000
benchtop EPR spectrometer. In-depth instrumentation details and full
biocidal assay procedure are included in Supporting Information.
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