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Water impact

Sorption and biodegradation of stormwater trace
organic contaminants via composite alginate bead
geomedia with encapsulated microorganismst

Debojit S. Tanmoy®® and Gregory H. LeFevre ®*®

Urban areas generate high volumes of stormwater runoff that frequently contains complex mixtures of
hydrophilic trace organic contaminants (TOrCs) and dissolved nutrients. Green stormwater infrastructure is
becoming increasingly adopted as a nature-based solution for improving water quality but is typically
inefficient for removing dissolved-phase contaminants. We recently developed and characterized novel
bioactive composite alginate bead media (BioSorp Beads) containing encapsulated PAC and iron-based
water treatment residuals [FeWTR] as sorbents and white rot fungi as model biodegrading organisms to
effectively capture and biodegrade stormwater-relevant TOrCs. We created multiple abiotic (no fungi) and
biotic beads (containing Trametes versicolor or Pleurotus ostreatus fungi) to investigate sorption removal
of a suite of representative dissolved-phase stormwater relevant pollutants (a neonicotinoid/metabolite,
phosphate, three PFAS, and one tire-wear compound [acetanilide]). We also measured coupled sorption
and biodegradation of acetanilide as a proof-of-concept demonstration of encapsulated biodegrading
organisms. Alginate encapsulation increased desnitro-imidacloprid sorption onto PAC, likely due to the
interactions between compound altered insecticidal functional groups and alginate. The sorption capacity
of imidacloprid and desnitro-imidacloprid was up to 29.1 mg g* and 16.8 mg g%, respectively, and
impacted by PAC presence and the partial charge distributions of the compounds. The encapsulated
FeWTR and Fe®'-alginate beads drove phosphate sorption (42.1 mg phosphate per g beads). Long-chain
PFAS removal in the beads (13.1 mg PFOA per g) was greater than short-chain PFAS removal capacity (5.2
mg PFBA per g, 51 mg PFBS per g). Encapsulated fungi were not inhibited by exposure to azide that
typically kill fungi in laboratory experiments, indicating the potential for encapsulation to protect organisms
from harsh conditions. Furthermore, biodegradation of acetanilide by encapsulated fungi beyond sorption
controls demonstrated that coupled sorption and biodegradation with the beads occurred. BioSorp Beads
successfully capture and biodegrade representative hydrophilic stormwater TOrCs and thus hold potential
as a green stormwater infrastructure geomedium and bioaugmentation tool.

Incorporating biologically active sorption geomedia into green stormwater infrastructure could effectively capture and sustainably degrade hydrophilic
trace organic contaminants and dissolved nutrients from urban stormwater runoff. The geomedia successfully sorbed a suite of stormwater-relevant

contaminants, including urban-use insecticides, tire-wear compounds, PFAS, and dissolved nutrients. We also demonstrate coupled sorption and
biodegradation of a tire-wear compound (acetanilide) via encapsulated fungi.

1. Introduction

Urban areas generate rapid and intense stormwater runoff
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during rain events and/or after snow-melts due to the
substantial proportions covered with impervious surfaces.'™
Stormwater runoff frequently contains complex mixtures of
nutrients, metals, microplastics, and trace organic
contaminants (TOrCs) that impact surface water and
groundwater.>* Moderate to high concentrations of TOrCs
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including pesticides (e.g;, urban wuse herbicides and
insecticides used in landscaping), biocides (e.g., leached from
building materials), hydrocarbons (e.g., from vehicular oil
leaks, road construction materials), vehicular fluids and
solvents, and tire and road wear compounds are commonly
found in urban stormwater runoff.”® These complex
mixtures of contaminants can pose risks to human and
ecological health.*'°> For instance, tire-wear compounds
such as acetanilide, 1,3-diphenylguanidine [DPG], and N-(1,3-
dimethylbutyl)-N"-phenyl-p-phenylenediamine ~ [6PPD| are
common in urban stormwater runoff and can harm the
environment."”* One of the transformation products of 6PPD
causes acute coho salmon mortality (transformation product:
2-anilino-5-[(4-methylpentan-2-ylJamino]cyclohexa-2,5-diene-
1,4-dione [6PPD-quinone])."* Dissolved nutrients (e.g.,
N-containing compounds, phosphate) can also lead to
eutrophication of receiving waters and hydrophilic pesticides
can exert toxicity towards nontarget organisms.'> >’
Stormwater runoff from airports, industries, military bases,
firefighting sites, and landfills are known to contain multiple
types of harmful PFAS ‘forever chemicals’,>"** which can
eventually impact drinking water sources.

Green stormwater infrastructure (GSI) is a nature-based
solution designed to improve urban runoff quality, manage
flooding, and  replenish  groundwater.**>*  GSI
implementation is becoming increasingly popular because
GSI is cost-effective and can remove a wide variety of non-
point source pollutants—transforming stormwater from a
waste into a valuable resource.”® GSI can also help address
some social/environmental justice issues in communities,
enhance city aesthetics, increase property values, provide
microhabitats for different pollinators, and improve water
quality for human and urban wildlife.”>*® GSI such as
bioretention cells are designed to accommodate rapid
infiltration during storm events (to avoid extended ponding)
and media generally consist of high-hydraulic conductivity
gravel, soil, sand, compost, and mulch with vegetation.*
Most bioretention cells are highly effective at capturing
particle-bound contaminants (e.g, suspended solids,
pathogens, several nutrients [e.g., particulate P], metals, etc.),
but these practices are inadequate for many hydrophilic
TOrCs and dissolved phase nutrients.”'*>”*® Composts are
often used in conventional bioretention cells to increase
bioretention infiltration rates, support plant growth, and sorb
hydrocarbons and heavy metals.>® Nevertheless, composts
within the bioretention cell can leach and export dissolved
nitrogen and phosphorus.”* Amending bioretention media
with sorptive materials such as black carbons,*** iron
enhanced sand,** or water treatment residuals®®**>” can
increase sorption removal of these dissolved contaminants.
Indeed, Rodgers et al®® demonstrated that bioretention
design modification via sorptive material amendment (e.g,
adding black carbon into the system) can improve effluent
water quality. Analogously, Zhang et al?° recommended
using water treatment residuals (WTRs) in bioretention cells
to increase dissolved phosphorus nutrient removal. Unlike
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compost, sorptive geomaterials (e.g., black carbon, WTR)
generally reduce nutrient leaching in soil.>® Nevertheless,
even introduction of sorptive materials in bioretention cells
cannot fully sustain stormwater contaminant removal
because sorption capacity can eventually be exhausted and
contaminants potentially break through to contaminate
groundwater,*?7041

Hence, combining contaminant capture with in situ
biodegradation of stormwater contaminants is becoming
increasingly appreciated as an approach to renew and sustain
pollutant removal. One key challenge to achieving TOrC
biodegradation in bioretention cells is associated with
reconciling the short hydraulic residence time (HRT) of the
system with the longer chemical residence time (CRT)
required for contaminant biodegradation. Bioactive sorptive
geomedia could potentially decouple the HRT and the CRT in
stormwater—analogous to how activated sludge transformed
wastewater treatment by separating HRT and solid residence
time (SRT) as process parameters. Specifically, we posit that
bioactive sorptive geomedia could promote effective chemical
removal during rapid stormwater infiltration with subsequent
biodegradation of captured TOrCs during the longer
antecedent inter-event periods to sustain contaminant
removal in situ. Bioaugmentation of GSI using geomedia
containing beneficial microorganisms could biodegrade
captured TOrCs via the sorptive materials present in the
media during inter-storm periods, thereby extending GSI
service life by renewing the sorption capacities of the
geomedia.’® Some types of fungi (e.g., white rot) are capable
of biodegrading recalcitrant organic contaminants due to
their strong inter- and extracellular enzymes; for example, we
previously demonstrated that Trametes versicolor is capable of
biodegrading some tire-wear compounds and urban-use
pesticides relevant to stormwater.">** Although some types of
fungi are present in stormwater bioretention cells,’* there is
potential to improve in situ biodegradation of recalcitrant
trace organic contaminants through bioaugmentation of
beneficial fungi to renew geomedia.

We recently developed a novel bioactive geomedium (a
multi-material composite alginate bead, dubbed BioSorp
Beads) that can be used in GSI systems to deploy
contaminant-degrading microorganisms (Ze.,
bioaugmentation) and sustain contaminant removal via
sorption and potential biodegradation.”> Briefly, we
encapsulated two types of sorbents (powdered activated
carbon [PAC] and iron water treatment residual [FeWTR; also
increases bead density]), a representative biodegrading
organism (white rot fungi [WRF]; T. versicolor or Pleurotus
ostreatus), a maintenance substrate (wood flour [WF]), and a
model electron shuttling compound (anthraquinone-2,6-
disulfonate [AQDS]) in alginate matrices cross-linked with
polyvalent cations (Ca** or Fe®*") to prepare the BioSorp
Beads. We systematically varied the bead preparation recipe
and quantified the outcomes on different bead physical
properties (e.g., surface area, pore volume, mechanical
strength, swelling, leaching). We also demonstrated that the

This journal is © The Royal Society of Chemistry 2024
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encapsulated microorganisms in the beads remained viable
even after an extended storage period (at least 3 months
when stored at room temperature) and could disperse from
the beads when nutrients were present. Thus, BioSorp Beads
hold potential for a variety of multi-media interactions that
potentially improve GSI performance.*®

The specific objective of this research was to quantify
BioSorp Bead performance for removal of a suite of
representative dissolved stormwater hydrophilic
contaminants (one dissolved nutrient and six hydrophilic
TOrCs). We selected phosphate (dissolved P nutrient), a
neonicotinoid insecticide and its metabolite/transformation
product (imidacloprid and desnitro-imidacloprid,
respectively), one long-chain PFAS (PFOA), two short-chain
PFAS (PFBS and PFBA), and one tire-wear compound
(acetanilide) as representative model hydrophilic stormwater
runoff relevant compounds to assess the bead contaminant
removal performance. Phosphorus (P) is a common
stormwater pollutant (from fertilizers, decomposed leaves,
pet wastes, etc.) that can cause eutrophication in receiving
waters.”” It is well established that 25-50% of total P in
stormwater runoff can remain in the dissolved form*” and
dissolved P (>90%) is 3 to 9 times more bioavailable than
particulate P (10-30%).*® Conventional bioretention systems
can efficiently remove particulate P; however, dissolved P
may pass through the system without being removed.”
Indeed, some GSI or low impact development systems, such
as conventional bioretention cells with high compost
amendments to media can even yield a net export of soluble
reactive P to receiving water bodies.*” Thus, modification of
traditional GSI systems is necessary for effective dissolved P
removal. Neonicotinoid insecticides are commonly used in
urban lawns, gardens, indoor planting pots, and for pet
treatments and are frequently detected in stormwater.’*>>
Imidacloprid is one of the most common urban-use
neonicotinoid insecticides that has high water solubility (610
mg L™ at 20 °C) and lower affinity towards soil particles (log
Kow = 0.57).>>7* Imidacloprid often undergoes a microbial
transformation in the environment and produces a
metabolite, desnitro-imidacloprid, that is significantly more
toxic to mammals (more than 300 times).”> PFAS such as
PFOA, PFBA, and PFBS are extremely environmentally
persistent (i.e., ‘forever chemicals’) and frequently present in
stormwater runoff.””*> Because BioSorp Beads contain
encapsulated sorptive materials and contaminant degrading
microorganisms, we hypothesize that the beads can sorb a
broad spectrum of TOrCs and dissolved P from urban
stormwater runoff and the encapsulated microorganisms can
facilitate coupled sorption and fungal biodegradation of
stormwater TOrCs.

2. Materials and methods
2.1 Chemicals

Imidacloprid  (purity >95%),  desnitro-imidacloprid
hydrobromide (purity >95%), and acetanilide (purity >99%)

This journal is © The Royal Society of Chemistry 2024
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for abiotic and biotic bench-scale experiments were
purchased from BOC Sciences, Chem Space, and Acros
Organics, respectively. Perfluorooctanoic acid (PFOA) and
perfluorobutanoic acid (PFBA) were purchased from Sigma
Aldrich. Perfluorobutanesulfonic acid (PFBS) was purchased
from Combi-Blocks. Sodium phosphate dibasic was
purchased from Research Products International (RPI).
Synthetic urban stormwater with common major ions was
prepared following our previously described method [Section
S17].*> Optima LCMS grade solvents (acetonitrile, formic
acid, water, methanol) were used for all chromatography
analysis. The compositions of different BioSorp Beads are
shown in Table S1.f

2.2 Bead performance experimental design

2.2.1 Bead preparation summary. Following our previous
approach,”® we produced BioSorp Beads with encapsulated
materials for performance testing [Fig. S21]. Briefly, in every
50 mL 2% (w/v) sodium alginate solution (made in DI water),
we thoroughly mixed 1 g of FeWTR (oven-dried, autoclaved),
1 g of WF (autoclaved), 0.1 g of AQDS, 1 g of PAC
(autoclaved), and 50 mL white rot fungi culture (T. versicolor
or P. ostreatus; homogenized; prepared in malt extract broth
medium). Then, we slowly added the mixture dropwise onto
270.3 mM CaCl, or 270.3 mM FeCl; solution (made in DI
water) using a peristaltic pump. Lastly, we air-dried the
instantaneously formed composite alginate beads for 2-3
days on wax paper before storing at room temperature. The
dried Ca*' alginate beads (diameter: ~2.5 to 3 mm) were
spherical in shape, whereas the dried Fe*" alginate beads
(~2.5 to 3 mm) exhibited a more spheroidal/disk-like shape.
Black carbon (e.g., PAC) can effectively capture a variety of
TOrCs and cationic/anionic contaminants onto the different
sorption sites present in the black carbon
structure.”** Because iron oxides can capture dissolved
phosphorus and PFAS***° and FeWTR is known to contain
iron oxides,*® we included FEWTR in the beads as sorbents
and to increase bead density (i.e., avoid medium floating
during inundation events). WRF can secrete multiple
extracellular (e.g., laccases, lignin peroxidase [LiPs],
manganese peroxidase [MnPs]) and intracellular (e.g,
CYP450) enzymes and biodegrade various TOrCs, including
many recalcitrant compounds.”>*****” AQDS may aid a
variety of biological redox reactions as an electron shuttle®®
and wood flour can act as an energy source/maintenance
substrate to increase WRF viability for extended periods.*
The BioSorp Bead development and characterization are fully
described in our recent work.*

To investigate the efficacy of BioSorp Beads for removing
a wide variety of contaminants from stormwater runoff, we
systematically produced different versions of BioSorp Beads
and types of synthetic stormwater spiked with dissolved
phosphorus and TOrCs (separately) and performed multiple
systematic abiotic sorption and sorption-biodegradation
experiments. BioSorp Beads (both Ca*" alginate and Fe*"

active
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alginate beads) used in abiotic sorption experiments did not
contain any fungi. Multiple varieties of abiotic beads were
prepared using different combinations of PAC, WF, FeWTR,
and AQDS to investigate the effects of bead materials on
contaminant sorption [Tables S1 and S271]. Conversely, either
T. versicolor or P. ostreatus fungi cultures were encapsulated
in Ca®" alginate or Fe’" alginate beads (with and without
AQDS; all beads contained PAC, WF, and FeWTR) to produce
the BioSorp Beads used in the sorption-biodegradation
experiments [Table S37].

2.2.2 Abiotic sorption experiments. BioSorp Beads with
varied compositions were used for abiotic sorption
experiments [Table S21]. These batch-test type experiments
were conducted in 125 mL glass serum vials. The crimp-top
serum vials were sealed using butyl rubber septa (not lined
with PTFE to avoid potential PFAS contributions) and placed
inside a dark cardboard box to eliminate potential
photoreaction. The box was then maintained on a platform
shaker for the duration of the experiment. The vials were
periodically removed for sample collection. Analogous
experimental and sampling procedures were followed for all
experiments.

2.2.2.1 Kinetic experiments for dissolved phosphorus
sorption. Sorption kinetic experiments with PO,*” were
conducted by adding 100 mg BioSorp Beads into 100 mL
synthetic stormwater solution (pH 7 + 0.2) spiked with 50 mg
L™ PO,>". Experiments were conducted using a suite of
BioSorp Beads with different compositions. We used the
modified Langmuir equation to predict the maximum
sorption capacities from the kinetic experiment results for
different BioSorp Beads (eqn (1)).

Gm = [qmax][1 - e(_KEd)(t)] (1

where g, = sorbed concentration at time ¢ (mg g7'), gmax =
maximum predicted sorption capacity of the sorbent (mg
g"), Koq = adsorption rate constant (1 per day), and ¢ = time
(day).

2.2.2.2 Kinetic experiments for tire-wear compound
(acetanilide) sorption. We conducted kinetic experiments with
PAC and different BioSorp Beads to quantify acetanilide
sorption, similar to our lab's prior work.”> We spiked 100 mL
synthetic stormwater with 40 mg L™ acetanilide and added
either 100 mg beads or 50 mg PAC as sorbents to measure
the sorption values. We used eqn (1) to predict the maximum
sorption capacities of PAC and the beads.

2.2.2.3 Kinetic experiments for neonicotinoid sorption.
Similar kinetic experiments were conducted with the
neonicotinoids. Because imidacloprid contains a nitro group
in the structure and desnitro-imidacloprid contains an
amine/imine (depending on tautomerization®’) group in the
structure, there are differences in the partial charge
distributions of these two neonics.”> We investigated the
interactions of the partial charge distribution differences of
the two neonicotinoids and the maximum sorption capacities
of the beads (solvent = 100 mL synthetic stormwater spiked
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with 30 mg L™ imidacloprid or desnitro-imidacloprid;
sorbent = 100 mg BioSorp Beads). The maximum sorption
capacities were predicted using eqn (1) (as we had in prior
sorption characterization work with neonicotinoids®?).

2.2.2.4 Isotherm experiments. We developed sorption
isotherms with varied concentrations of imidacloprid and
desnitro-imidacloprid (10, 15, 20, 25, and 30 mg L") for
PAC_WF_CaCl, beads (1% sodium alginate-1% PAC-1%
wood flour-3% calcium chloride). Like the kinetic
experiments, we added 100 mg beads in 100 mL neonic
spiked synthetic stormwater. The maximum imidacloprid
and desnitro-imidacloprid sorption capacities were calculated
using the following Langmuir equation (eqn (2)):

(qmax) (KL) (Ce)

1+ (K1)(Co) @)

9e =

where ¢. = equilibrium sorbed concentration (mg g‘l), Jmax =
maximum sorption capacity of the sorbent (mg g '), K =
Langmuir constant (L mg '), and C. = equilibrium aqueous
concentration.

2.2.2.5 Impacts of varied sodium alginate and calcium
chloride concentrations, and drying temperatures. We produced
multiple types of BioSorp Beads by varying the recipe (varied
alginate concentrations [0.5%, 1%, and 1.5% sodium
alginate], varying crosslinker concentrations [3% and 5%
CaCl,], altering drying temperature [room temperature, 40
°C, 70 °C]) and investigated the impacts of the recipe
variations on neonicotinoid sorption kinetics. For these
experiments, we added 100 mg beads (sorbents) into 100 mL
synthetic stormwater (spiked with 10 mg L™" imidacloprid or
desnitro-imidacloprid).

2.2.2.6 Kinetic experiments for PFAS sorption. We designed
PFAS sorption kinetic experiments to investigate how the
changes in the PFAS carbon chain length (PFOA vs. PFBA—S8
carbon vs. 4 carbon) and the PFAS functional groups (PFBA
vs. PFBS—carboxylate vs. sulfonate) impact the bead
sorption capacities. We used 30 mg BioSorp Beads as
sorbents in 200 mL synthetic stormwater (PFAS
concentration = 10 mg L ™).

2.2.3 Coupled sorption and biodegradation experiments.
We prepared Ca®" alginate beads and Fe®" alginate beads,
encapsulating two types of white rot fungi (7 versicolor or P.
ostreatus) to investigate acetanilide removal from synthetic
stormwater via fungal treatment beads (BioSorp Beads
containing alive white rot fungi), autoclaved control beads
(fungi containing BioSorp Beads were autoclaved at 121 °C
for 45 minutes), and sodium azide inhibited control beads
(10 mM sodium azide were spiked into the synthetic
stormwater) [Table S31]. Azide has previously been shown to
inhibit/kill white rot fungi.'*****  We  previously
demonstrated that T versicolor could biodegrade
acetanilide.”® We added 100 mg beads into every 100 mL
acetanilide spiked synthetic stormwater (acetanilide
concentration = ~40 mg L™).

This journal is © The Royal Society of Chemistry 2024
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2.3 Analytical methods, QA/QC and statistical analysis

We quantified imidacloprid and desnitro-imidacloprid
concentration using LC-MS/MS (Agilent 1260 Infinity liquid
chromatograph and Agilent 6460 triple quadrupole mass
spectrometer). We used an Agilent Zorbax eclipse plus C18
column (4.6 mm x 150 mm x 5 pum) with a Zorbax eclipse
plus C18 guard column (4.6 mm x 12.5 mm x 5 um) for the
LC-MS/MS analysis. The Ulowa High Resolution Mass
Spectrometry  Facility  (https://hrmsf.research.uiowa.edu/)
measured our PFAS samples. We measured phosphate
concentrations using a Dionex ICS-6000 ion chromatography
system. We quantified acetanilide concentrations using a
HPLC-DAD [Agilent 1260 liquid chromatography system with
diode array detection (DAD)] and a Higgins Analytical Sprite
Targa C18 (40 x 2.1 mm, 5 um) column (including a guard
column). Additional details of the analytical methods can be
found in the ESIf [Section S2]. If any sample was not
analyzed immediately, samples were stored in a refrigerator
(at 4 °C) for future analysis. We used GraphPad Prism 9.0.0
(San Diego, CA) for statistical analyses. The Shapiro-Wilk test
and normal QQ plot were used to test data distribution
normality. If the data were not normally or log-normally
distributed, we performed non-parametric analysis (e.g.,
Mann-Whitney rank sum test). ANOVA (« = 0.05) with Tukey
post hoc tests were used to compare matched-paired datasets.

3. Results and discussion

3.1 Removal of TOrCs and dissolved nutrients via abiotic
sorption onto BioSorp Beads

3.1.1 Dissolved phosphorus sorption onto BioSorp Beads.
Fe’" crosslinked alginate beads were superior at sorbing
dissolved phosphorus than Ca** crosslinked alginate beads
(e.g., PAC_WF_WTR_FeCl; beads [17.03 mg g '] vs

View Article Online
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PAC_WF_WTR_CaCl, beads [8.25 mg g ']), with sorption
capacity increasing with more available Fe’" ions present in
the beads [Fig. 1 and Table S5f]. We observed minimal
phosphate sorption onto PAC_WF_CacCl, beads [0.88 mg g™ ']
or WF_CaCl, beads [2.1 mg g '] (without FeWTR); however,
Ca”" alginate beads containing iron water treatment residuals
(FeWTR; to simplify the bead names, FeWTR was written as
WTR while naming the beads) adsorbed higher amount of
phosphate (e.g., WF_WTR_CaCl, beads [13.01 mg g ']). Thus,
the presence of FeWTR in the Ca®" alginate beads likely
contributed to the increased phosphate sorption capacity.
Iron water treatment residuals contain different iron oxides
and hydroxides that can form strong bonds with phosphate
ions.>®**%* Due to this phenomenon, iron oxide amended
sands (i.e., sand with rusted iron filings) have been previously
used to remove dissolved phosphorus from stormwater
runoff.®® Iron shavings (containing amorphous iron oxides)
had also been used to remove dissolved phosphorus
contaminated runoff.®* Likewise, Wang et al®” used ferric
alum water treatment residuals (Fe-Al-WTRs) to sorb
dissolved phosphorus (maximum sorption capacity =
45.42 mg g ). Ligand exchange reaction and hydroxide
exchange reaction between iron water treatment residuals
and phosphate are thought to contribute to the dissolved
phase phosphorus sorption.®® In contrast to our study, Isik
et al®® indicated that Ca®>" alginate beads with nothing
encapsulated could sorb phosphate up to 3.27 mg g

We note that phosphate removal increased with greater
ferric ion quantities available in the beads. The maximum
phosphate sorption capacities in WF_WTR_FeCl; beads and
WTR_FeCl; beads were 42.12 mg g and 38.88 mg g/,
respectively. Although we have successfully employed the
modified Langmuir kinetic model [eqn (1)] for sorption to
black carbon previously,* we found this model did not fully

(a) Ca*" alginate Beads

1()-\,./5/??’—‘5—§
s o o ———0O—¢

0 T T T
0 5 10 15 20
time, days

e WF_WTR
-0 PAC_WF

PAC_WF_WTR
-+ WF

(b) Fe** alginate Beads

0 T T T
0 5 10 15 20

time, days
- WF_ WTR € WIR
-+ WF -0- PAC_WF
- PAC PAC_WF_WTR

Fig. 1 Phosphate sorption kinetics for different types of alginate beads: (a) Ca-beads and (b) Fe-beads (n = 3 experimental replicates; error bars
represent standard errors of the means. Some error bars are obscured by the data points as the error bars are small). PAC = powdered activated
carbon, WF = wood flour, WTR = iron water treatment residuals. *Sorption capacities were predicted from the modified Langmuir kinetic model

[eqgn (1)1
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match the sorption kinetics for some of the Fe®"
crosslinked  alginate beads with phosphate (ie.,

equilibrium did not appear to be reached for some
experimental data), especially in WF_WTR_FeCl; beads,
WTR_FeCl; beads, and WF_FeCl; beads. Thus, the actual
maximum phosphate sorption capacities of Fe®* alginate
beads were potentially higher than eqn (1) results
suggested. Because ferric ions in Fe®" crosslinkers can
strongly bond with phosphate, Fe’" alginate beads can
remove dissolved phosphorus from the aqueous phase.®”
Phosphate removal can also be assisted via precipitation
(as Fe*"-phosphate salts), which likely results in more
phosphate removal than Langmuir adsorption model
predicts.®” Fe®' leached from the bead crosslinkers may
form different iron oxides and hydroxides in synthetic
stormwater that may also increase phosphate sorption
capacities.® Iron water treatment residuals in Fe’" alginate
beads also exhibited phosphate sorption [ie., a
significantly greater sorption capacity for WF_FeCl; beads
vs. WF_WTR_FeCl; beads (34.03 mg g™' vs. 42.12 mg g ';
p = 0.0184)].

3.1.2 Sorption kinetics of acetanilide (tire-wear compound)

and  imidacloprid/desnitro-imidacloprid  (neonicotinoid
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g
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insecticide/metabolite). The measured surface areas (via BET)
of the BioSorp Beads were only ~10% of the surface area of
raw PAC.* Nevertheless, the beads retained more than 50%
of the observed acetanilide sorption capacity of raw PAC
[Fig. 2], demonstrating high sorption and thus potential for
field GSI applications. The observed sorption capacities of
raw PAC (surface area = 787.51 m* g'), PAC_WF_CaCl, beads
(surface area = 65.86 m> g '), PAC_WF_WTR_CaCl, beads
(surface area = 45.24 m* g™'), and PAC_ZWF_WTR_FeCl; beads
(surface area = 146.62 m”> g™') were 73.77 mg g,
39.43 mg g ', 38.86 mg g ', and 38.33 mg g ', respectively.
Similar acetanilide sorption ranges were also reported in a
recent study with activated carbon (24.7 to 121.2 mg g
surface area: 661 to 1031 m> g ').°® We did not observe any
significant difference in sorption capacities for the tested
beads (p = 0.8913). When the sorption capacities were
normalized with respect to the mass of PAC present in the
beads, the PAC-normalized sorption capacities
(~135.24 mg g ") of the beads were ~2 times higher than our
observed sorption capacity of raw PAC (73.77 mg g™ ). In the
context of these kinetic experiment results, our observed
acetanilide sorption capacity may be less that the potential
maximum sorption capacity of the raw PAC; however, we

Imidacloprid

30

time, days

PAC
PAC _WF _CaCl, beads

PAC_WF WTR CaCl, beads

e % ¢ ¢

PAC_WF_WTR FeCl; beads

Fig. 2 Acetanilide, imidacloprid, and desnitro-imidacloprid sorption kinetics for different types of BioSorp Beads (n = 3 experimental replicates; error
bars represent standard errors of the means. Some error bars are obscured by the data points as the error bars are small). Note different y-axis scales.
PAC = powdered activated carbon, WF = wood flour, WTR = iron water treatment residuals, CaCl, = calcium chloride crosslinker, FeCls = ferric chloride
crosslinker. *Beads containing no PAC did not significantly sorb the two tested neonicotinoids (p = 0.65) [Fig. S17]. **Neonicotinoid sorption kinetics of
PAC (imidacloprid sorption capacity = 112 mg g%, desnitro-imidacloprid sorption capacity = 37 mg g% can be found in our lab's prior work (Webb
et al.>?). Comparison of the maximum sorption capacities of raw PAC and the beads are shown in Fig. 3. ***No acetanilide sorption experiment was
performed with beads without PAC. ****Sorption capacities were predicted from modified Langmuir kinetic model [egn (1)].
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demonstrate here that the PAC present inside the beads
could successfully act as an excellent TOrC sorbent even after
the sorbents experience alginate encapsulation.

BioSorp Bead compositions affected sorption of the two
neonicotinoids, imidacloprid and desnitro-imidacloprid, and
the sorption capacities were largely driven by the presence of
PAC in the beads [Fig. 2]. The maximum imidacloprid sorption
capacities were not different for PAC_WF_CaCl, beads and
PAC_WF_WTR_CaCl, beads (26.39 mg g ™" vs. 25.52 mg g ' p >
0.9999); however, there was a significant difference between
maximum imidacloprid sorption capacities for
PAC_WF_WTR_CaCl, beads vs. PAC_WF_WTR_FeCl; beads
(25.52 mg g " vs. 18.52 mg g '; p = 0.0015) [eqn (1)]. Conversely,
all three types of beads exhibited similar maximum desnitro-
imidacloprid sorption (PAC_WF_CaCl, beads [14.96 mg g™'] vs.
PAC_WF_WTR_CaCl, beads [11.14 mg g'; p = 0.14
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Paper

PAC_WF_WTR_FeCl; beads [13.04 mg ¢ ']; p = 0.73). The beads
in which we encapsulated only wood flour and iron water
treatment residuals did not sorb imidacloprid or desnitro-
imidacloprid [Fig. S1f]. This result demonstrates that
neonicotinoid sorption to the BioSorp Beads is driven by PAC
presence in the beads. We previously reported high
imidacloprid and desnitro-imidacloprid sorption onto GAC,
PAC, and carbon nanotubes (CNTs) in our lab's previous
studies.”>*® Black carbons have multiple active adsorption sites
consisting of single and double carbon bonds, hydroxyl groups,
metal oxides and hydroxides, aldehyde groups, carboxyl groups,
aromatic carbon skeletons with delocalized pi electrons, and
other oxygen-rich functional groups.”””* As a result, black
carbon, such as PAC, can effectively sorb various trace organics
and ionic contaminants.

Imidacloprid contains a strongly electron-withdrawing

PAC_WF_WTR_CaCl, beads [11.14 mg g'] s nitro group, which results in a negative partial charge
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Fig. 3

Imidacloprid and desnitro-imidacloprid sorption isotherms for PAC_WF_CaCl, beads and comparisons of maximum neonicotinoid sorption

capacities for different BioSorp Beads and the maximum sorption capacities when normalized to the amount of PAC present in the beads (n = 3
experimental replicates; error bars represent standard errors of the means. Some error bars are obscured by the data points as the error bars are
small). ***Sorption isotherm data were fitted using the Langmuir equation [eqn (2)]. **Sorption capacities were predicted from a modified
Langmuir kinetic model [egn (1)]. *PAC maximum sorption capacities are from our lab's prior work (Webb et al.>?).
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distribution of the molecule due to the insecticidal
pharmacophore (i.e., functional group that imparts biological
activity).’> Conversely, desnitro-imidacloprid contains an
electron-donating amine/imine (depending on
tautomerization®®) group, which yields a net positive partial
charge distribution.”® Because alginate gel contains a high
number of negatively charged hydroxyl and carboxyl groups
(alginic acid pK, 3), we decided to further probe
neonicotinoid  sorption = mechanisms and  possible
interactions with compound partial charge distributions and
BioSorp Bead sorption capacities.

3.1.3 Neonicotinoid adsorption to probe partial charge
electrostatic interactions. The presence of black carbon (PAC)
was crucial for neonicotinoid sorption onto BioSorp Beads
and sorption was not achieved with the beads that did not
contain black carbon materials [Fig. 3 and Sif].
Neonicotinoid sorption increased with greater amounts of
PAC present in the beads. From our isotherm experiments,
we observed that PAC_WF_CaCl, beads could sorb up to
29.05 mg g " imidacloprid and up to 16.83 mg g~ ' desnitro-
imidacloprid [eqn (2)]. The predicted maximum imidacloprid
and  desnitro-imidacloprid  sorption  capacities of
PAC_WF_WTR_CaCl, beads were 2552 mg g ' and
11.14 mg g, respectively [eqn (1)]. PAC_WF_WTR_FeCl;
beads exhibited a maximum imidacloprid sorption capacity
of 18.52 mg g and a maximum desnitro-imidacloprid
sorption capacity of 13.04 mg g~'. We also normalized the
bead sorption capacities with respect to the mass of PAC
present in the beads to compare the surface area and
sorption capacity values among BioSorp Beads (both Ca**
alginate beads and Fe®" alginate beads) and raw PAC (i.e.,
unencapsulated PAC). The average decrease in imidacloprid
sorption capacity values (PAC-normalized; p = 0.0272) of the
beads was ~3.7 times less than the average decrease in bead
surface area®™ (~24% vs. ~89% decrease, respectively)
[Fig. 3]. Because some of the sorption sites present on the
PAC surface likely were blocked during encapsulation,
sorption capacities for imidacloprid were lower than for
unencapsulated PAC. Interestingly, we discovered that the
average PAC-normalized desnitro-imidacloprid sorption
capacity onto BioSorp Beads was even greater than raw PAC's
sorption capacity (increased by ~19%; p = 0.0327) [Fig. 3].
Additionally, the sorption rate constant of desnitro-
imidacloprid was 1.75 times higher than that of imidacloprid
(average 0.28 per day vs. 0.16 per day) [Fig. 2]. We postulate
that differences in imidacloprid and desnitro-imidacloprid
partial charge distributions led to the opposing sorption
effects, as detailed below.

3.1.4 Effects of compound partial charge distributions on
BioSorp Bead sorption capacities. The partial charge
distributions of imidacloprid and desnitro-imidacloprid likely
impacted the maximum neonicotinoid sorption onto the
BioSorp Beads. When the maximum neonicotinoid sorption
capacities of the beads are normalized to the mass of raw
PAC present in the recipes, we observed that PAC-normalized
imidacloprid sorption capacity in PAC_WF_CaCl, beads,

3346 | Environ. Sci: Water Res. Technol., 2024, 10, 3339-3357
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PAC_WF_WTR_CaCl, beads, and PAC_WF_WTR_FeCl; beads
respectively decreased by ~25%, ~11%, and ~37% compared
to raw PAC's capacity [Fig. 3]. Conversely, desnitro-
imidacloprid sorption capacity (PAC-normalized) respectively
increased by ~22%, ~9%, and ~25% in PAC_WF_CaCl,
beads, PAC_WF_WTR_CacCl, beads, and PAC_WF_WTR_FeCl;
beads when compared with raw PAC's sorption capacity
[Fig. 3]

The differences in observed sorption effects were likely
due to the electrostatic interactions between alginate and the
electronegative functional group on imidacloprid versus the
electron-donating group of desnitro-imidacloprid. Our lab
previously reported these types of electrostatically driven
interactions for imidacloprid and desnitro-imidacloprid
sorption onto granular activated carbon (GAC) and carbon
nanotubes (CNTs).”> GAC contains many localized charges
with basic functional groups and favors imidacloprid
sorption over desnitro-imidacloprid sorption at
circumneutral pH.”* Furthermore, the evidence for the effects
of partial charge distributions on neonicotinoid sorption was
bolstered by past neonicotinoid sorption isotherms that were
generated for functionalized and non-functionalized CNTs.
Specifically, carboxylic acid functionalized CNTs exhibited
greater sorption capacity for desnitro-imidacloprid than
amine functionalized CNTs. The opposite effect occurred for
imidacloprid sorption, where amine functionalized CNTs
sorbed more imidacloprid than carboxylic acid functionalized
CNTs. At neutral pH, the carboxylate group is negatively
charged and imidacloprid can act as a hydrogen bond
acceptor (pK, <5), whereas the amine group is positively
charged and desnitro-imidacloprid can work as a hydrogen
bond donor. Consequently, the presence of higher amounts
of carboxylate groups on the CNTs increased desnitro-
imidacloprid sorption, whereas the sorption was inhibited in
the presence of higher amounts of amine groups on the
CNTs. Alginate gel contains abundant quantities of negatively
charged hydroxyl and carboxyl groups at neutral pH (pK, of
alginic acid is 3), which can be crosslinked with positively
charged Ca** or Fe*" ions.”>”’* These abundant deprotonated
groups present on the alginate structures may yield some
attractive forces with the electron-donating amine/imine
(depending on tautomerization®®) group present on desnitro-
imidacloprid, increasing the sorption capacity. Indeed,
desnitro-imidacloprid is a concerning contaminant
metabolite due to its higher toxicity towards mammals (~300
times more toxic)’> and BioSorp Beads could improve
desnitro-imidacloprid sorption in engineered bioretention
systems. In contrast, activated carbon alone exhibits superior
removal of imidacloprid over desnitro-imidacloprid.

For all three types of beads tested, there were significant
differences between imidacloprid and desnitro-imidacloprid
sorption capacities (PAC_WF_CaCl, beads [p < 0.0001],
PAC_WF_WTR CaCl, beads [p < 0.0001],  and
PAC_WF_WTR_FeCl; beads [p = 0.0191]). Because PAC_WF_CaCl,
beads are less dense than PAC_WF_WTR_CacCl, beads due to the
absence of the iron water treatment residuals, PAC_WF_CaCl,

This journal is © The Royal Society of Chemistry 2024
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beads consequently contain a greater mass of alginate and
concomitantly ~ more  negatively charged ions than
PAC_WF_WTR_CaCl, beads for the same total bead mass. As a
result, although PAC_WF_CaCl, beads contained more PAC inside
per bead than PAC_WF_WTR_CaCl, beads, PAC_WF_CaCl, beads
resulted in lower PAC-normalized imidacloprid sorption than
PAC_WF_WTR_CaCl, beads [Fig. 3]. This is further evidence of
the electrostatically impacted neonicotinoid sorption of the beads.
Trivalent iron produces denser and stronger crosslinks with
alginate than divalent calcium, which likely hindered contaminant
diffusion through the alginate crosslinks.”*’” Additionally, Fe**
bonds with both polyguluronate (GG) and polymannuronate (GM)
groups of alginates in Fe*" alginate beads, whereas Ca** bonds
only with polyguluronate (GG) groups of alginates in Ca>" alginate
beads.”” As a result, Fe*" alginate beads likely contain more
negatively charged surface groups (due to the higher number of
carboxylic ions present), which could explain the increases in
desnitro-imidacloprid sorption. Similar alginate interactions
between partial charges were also reported in a previous study,
where the release of cationic drugs from alginate bead system was
slower than the release of anionic drugs.”®

Varying  alginate  concentration  or  crosslinker
concentration in the bead recipe impacted neonicotinoid
sorption kinetics, whereas bead drying temperature did not
have any effect on the sorption rates [Fig. 4]. With increasing
sodium alginate and/or calcium chloride concentrations in
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the recipe, denser crosslinked structures were formed.*> It is
likely that contaminant diffusion through the beads becomes
slower in denser structures. We observed this same pattern
in our neonicotinoid sorption kinetic experiments. When we
increased the alginate and/or crosslinker concentrations in
the bead production recipe, the first-order loss rates
decreased for both neonicotinoids [Table S4f]. When the
sodium alginate concentration was increased to 1.5% from
0.5%, the imidacloprid sorption rate became 0.13 per day
from 0.22 per day and desnitro-imidacloprid sorption rate
became 0.17 per day from 0.21 per day. When the calcium
chloride concentration was raised to 5% from 3%, both
imidacloprid sorption rate (became 0.16 per day from 0.19
per day) and desnitro-imidacloprid sorption rate decreased
(became 0.15 per day from 0.18 per day). We did not observe
any impact of bead drying temperatures on the neonic
sorption kinetics (p = 0.1592). We tested three kinds of
BioSorp Beads with varied drying temperature (beads dried at
room temperature, beads dried at 40 °C, and beads dried at
70 °C) and did not observe any significant differences in
neonicotinoid sorption rates [imidacloprid (p 0.2921),
desnitro-imidacloprid (p = 0.6131)].

3.1.5 PFAS sorption onto BioSorp Beads. BioSorp Beads
adsorbed a greater mass of long-chain PFAS (PFOA) than
short-chain PFAS (PFBA and PFBS) from synthetic stormwater
runoff [Fig. 5]. Most of our PAC-free Ca®" alginate beads did
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Fig. 4 Effects of varied alginate concentration, varied crosslinker (calcium chloride) concentration, and varied drying temperature of different
BioSorp Beads on imidacloprid and desnitro-imidacloprid sorption kinetics (n = 3 experimental replicates; error bars represent standard errors of

the means. Some error bars are obscured by the data points as the error bars are small). SA =

crosslinker.
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Fig. 5 Comparison of three different PFAS sorption onto different BioSorp Beads and other common sorptive materials found in the literature.
The sorption capacity values and the references can be found in Table S61 [bead compositions: bead 1: 1% sodium alginate-1% PAC (powered
activated carbon)-1% wood flour-3% CaCl,, bead 2: 1% sodium alginate-1% PAC-1% wood flour-1% FeWTR-3% CaCl,, bead 3: 1% sodium alginate-
1% wood flour-1% FeWTR-3% CaCl,, bead 4: 1% sodium alginate-1% PAC-1% wood flour-1% FeWTR-270.3 mM FeCls, bead 5: 1% sodium alginate-

1% wood flour-1% FeWTR-270.3 mM FeCls].

not sorb any PFAS (the only exception was the
WF_WTR_CacCl, beads; sorbed 0.4 mg PFBS per g of beads).
This indicates that PFAS sorption was dominated by sorption
onto the PAC present in the Ca®* alginate beads. Black
carbon materials such as PAC can effectively sorb long-chain
PFAS via hydrophobic interactions, whereas short-chain PFAS
removal is driven by electrostatic interactions.*® Conversely,
we observed 6.9 mg PFOA per g and 0.9 mg PFBS per g
sorption onto PAC-free Fe®* alginate beads. This
demonstrates that the Fe*" ions in the bead crosslinkers
facilitated PFOA sorption. Ahn et al’® soaked granular
activated carbon in FeCl; solution and similarly observed an
increase in PFOA sorption due to the presence of Fe*" ions.

3348 | Environ. Sci.. Water Res. Technol,, 2024, 10, 3339-3357

Additionally, Fe** jons can also leach from the bead
crosslinker and precipitate as different iron oxides and
hydroxides.*> Metal oxides and hydroxides can sorb PFAS via
electrostatic interactions, ligand exchange with -COO™ or
-SO;™ groups present in PFAS structures (at environmentally
relevant pH conditions), hydrophobic interactions, and
hydrogen bonds.’”*® When we added FeWTR in the recipe,
we observed a decrease in all three PFAS sorption in both
Ca®" alginate and Fe’" alginate beads. Nevertheless, this
phenomenon is attributable to the lower mass of black
carbon in the beads containing FeWTR (i.e., total PAC mass
displaced for the same total mass of bead). When we
consider the mass of PAC present in the beads, we observed

This journal is © The Royal Society of Chemistry 2024
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similar PAC normalized sorption capacity values in with vs.
without FeWTR beads [(PFOA—PAC_WF_CaCl, beads vs.
PAC_WF_WTR_CaCl, beads: 25.7 mg g ' vs. 25.4 mg g ’;
PAC_WF_FeCl; beads vs. PAC_WF_WTR_FeCl; beads:
37.8 mg g ' vs. 35.5 mg g ); (PFBS—PAC_WF_CaCl, beads vs.
PAC_WF_WTR_CaCl, beads: 9.9 mg g™ vs. 8.6 mg g ' and
PAC_WF_FeCl; beads vs. PAC_WF_WTR_FeCl; beads:
14.6 mg g " vs. 17.5 mg g ')] (exception: PFBA sorption)
[Table S6t]. The FeWTR in the beads could also partially
contribute to PFAS sorption because FeWTR can contain
many amorphous iron oxides and/or hydroxides.>>*° For
example, Zhang et al® used aluminum-based water
treatment residuals (comparable to FeWTR; contains
amorphous metal oxide and/or hydroxides) for PFOA removal
and reported a maximum sorption capacity of ~0.1 mg g
(at neutral pH). Similarly, Ordonez et al® used an iron
filings-based medium (contains sand, recycled zero-valent
iron, and clay) and sorbed up to 7 x 10~° mg g~* PFOA.

For the majority of the BioSorp Beads we tested, sorption
removal was greater for PFBS than for PFBA (exception:
sorption onto PAC_WF_CaCl, beads—5.2 mg PFBA per g

View Article Online

Paper

beads vs. 3.4 mg PFBS per g beads). It is well documented in
the literature that PFBS sorption onto black carbon is greater
than PFBA sorption (i.e., sulfonate vs. carboxylate C-4 PFAS
compounds), likely due to the higher hydrophobic
interactions between PFBS and the sorbents’—PFBS has
lower water solubility (46.2 g L™") than PFBA (214 g L).5%%
The log K, values of PFOA, PFBA, and PFBS were reported as
4.59, 2.32, and 2.73, respectively.”> Additionally, based on
Pearson's soft/hard acid/base theory, the sulfonate group in
PFBS acts as a hard base, whereas the carboxylate group in
PFBA works as a soft base; the hard base preferentially
interacts with the hard acid.*®®” The higher PFBS removal
was also likely attributed to the interactions between iron
oxides (which can also work as a hard acid) and PFBS.***” As
described, iron oxides could exist either on the FeWTR
structures or could be generated in synthetic stormwater by
the leached Fe*" from crosslinkers. Additionally, the oxygen
atoms in the PFBS sulfonate groups are more electronegative
than the oxygen atoms in PFBA carboxylate groups (based on
density functional theory).®® Finally, the Fe’' alginate beads
(equilibrium pH of DI water containing Fe*" alginate beads
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Fig. 6 Coupled sorption and biodegradation of acetanilide via BioSorp Beads (different types of composite Ca®* alginate and Fe** alginate beads)
[initial acetanilide concentration = ~40 mg L™] (n = 3 experimental replicates. Error bars represent standard errors of the means. Fungi species
encapsulated were T. versicolor and P. ostreatus. Some error bars are obscured by the data points as the error bars are small). AQDS

(anthraquinone-2,6-disulfonate) is a model electron shuttling compound.
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was ~3.5) had lower pH than PAC (pHpzc ~7).%° As such, the
PAC inside the Fe*" alginate beads may be more positive than
the PAC inside Ca®" alginate beads (equilibrium pH of DI
water containing Ca®" alginate beads was ~6.5). As a result,
Fe’" alginate beads likely sorbed more PFBS than Ca®"
alginate beads. PFBS sorption capacities in PAC_WF_CaCl,
and PAC_WF_FeCl; beads were 3.4 mg g and 5.1 mg g*,
respectively. PFBS sorption capacities in PAC_WF_WTR_CaCl,
and PAC_WF_WTR_FeCl; beads were 2.2 mg g ' and
4.6 mg g, respectively. A combination of the
aforementioned mechanistic factors likely contributed to the
enhanced sorption of PFBS (containing a sulfonate group) to
the beads compared to PFBA (containing a carboxylate

group).

3.2 Demonstrating coupled sorption and fungal degradation
via BioSorp Beads

We observed the greatest total acetanilide (as a representative
TOrC) removal in the fungal treatment beads and the lowest
removal in autoclaved control beads (for both Ca** alginate
and Fe’" alginate beads; two types of white rot fungi were
encapsulated), yielding strong evidence of coupled
contaminant sorption and biodegradation. Ca** alginate
beads containing live fungi (treatment beads) removed 1.3 to
1.6 times more acetanilide than autoclaved fungi-Ca®"
alginate beads, whereas Fe’* alginate beads containing live
fungi (treatment beads) removed 1.3 to 15.7 times more
acetanilide than autoclaved fungi-Fe*" alginate beads [Fig. 6].
This phenomenon provides strong proof-of-concept evidence
of TOrC biodegradation (i.e., TOrC removal beyond sorption).
We hypothesize that the autoclaved fungi beads most closely
represented abiotic conditions (because most, if not all, of
the encapsulated fungi were dead/severely inhibited).
Importantly, we did not observe any fungal growth from the
autoclaved fungi beads when the beads were maintained in
malt extract medium. Beads that did not contain any fungi
[Fig. 2] sorbed a higher amount of acetanilide than the
autoclaved fungi-Ca®*/Fe*" alginate beads [Fig. 6]. We
presume that fungal biofilms blocked some of the bead
sorption sites on the beads.

Because contaminant biodegradation 1is crucial for
sustained stormwater treatment and biodegradation can
renew bioretention sorption capacities,”> BioSorp Beads
containing viable microorganisms are the intended long-term
vision for field deployment in GSI systems. Importantly, we
discovered that alginate encapsulation appeared to protect
the fungi from harsh conditions, which could thus increase
bioaugmentation success potential. Sodium azide is regularly
used for microbial inhibition and was also successfully
utilized in previous studies with white rot fungi.,’**>*
Nevertheless, acetanilide removal in our azide-inhibited
control beads was not significantly different from the
removals in our fungal treatment beads (p = 0.3583). This
phenomenon indicates that the encapsulated fungi were alive
and actively biodegrading acetanilide even after we spiked
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sodium azide into the synthetic stormwater. Although the
addition of sodium azide for microbial inhibition does not
represent a condition to which organisms would be exposed
in the field bioretention cells, the demonstrated robustness
of the encapsulated organisms to a harsh condition in the
laboratory (i.e., azide exposure) indicates that the beads may
be able to improve microbial viability and resilience under
variable environmental conditions (e.g.,, exposure to a
toxicant). Indeed, encapsulated microorganisms tend to be
more viable, stable, and active.”® Hence, we infer that our
bioactive composite alginate bead geomedia could help the
encapsulated microorganisms to remain viable and active in
field bioretention conditions even wunder unfavorable
environmental conditions.

Inclusion of AQDS in the beads impacted total acetanilide
removal; however, the effects varied from bead type to type.
Because electron shuttles (AQDS was used as a model
electron shuttle) can facilitate various microbial redox
reactions as well as recalcitrant contaminant degradation,*
inclusion of some type of electron shuttling compounds in
the bead recipe is expected to provide long-term
biodegradation benefits (quantifying these values is an area
of future research). At the end of the experiments, P.
ostreatus—Ca®" alginate beads were not likely affected by
AQDS (89% removal [with] vs. 92% removal [without]; initial
acetanilide concentration = ~40 mg L™; p = 0.0547) but
acetanilide removal was marginally lower in 7. versicolor—
Ca*" alginate beads when AQDS was present (75% removal
[with] wvs. 82% removal [without]; initial acetanilide
concentration = ~40 mg L™'; p = 0.0376). Conversely, AQDS
did not have any impact on T. versicolor—Fe*" alginate beads
(64% removal [with] vs. 63% removal [without]; initial
acetanilide concentration = ~40 mg L™; p = 0.7599) but
acetanilide removal decreased in P. ostreatus—Fe*" alginate
beads when AQDS was present (75% removal [with] vs. 85%
removal [without]; initial acetanilide concentration = ~40 mg
L% p = 0.0229). This small decrease in acetanilide removal
may relate to the slight decrease in bead surface area when
AQDS is present (i.e., blocking some of the sorption sites).*”
We deliberately used high initial acetanilide concentration in
these experiments that we recognize are not likely
environmentally relevant for stormwater with the goal of
demonstrating proof-of-concept coupled sorption and
biodegradation. Using a lower concentration would likely
lead to complete sorption of the acetanilide and would thus
make distinguishing between sorption and biodegradation
tenuous.

3.3 Summary of findings and environmental implementation
potential

Because GSI is typically designed with short hydraulic
retention times to mitigate flooding wvia infiltration,
amending GSI with sorptive materials can potentially
improve remove of stormwater relevant contaminants. In this
work, we experimentally demonstrated that the sorbent

This journal is © The Royal Society of Chemistry 2024
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materials (PAC and FeWTR) encapsulated in BioSorp Beads
could capture different TOrCs. We also observed that FeWTR
and Fe*" crosslinker played important roles in capturing
phosphate and (to some extent) PFAS. Along with the
crosslinker, the negatively charged surface groups in alginate
also impacted TOrC sorption. For instance, Fe’" alginate
beads sorbed more desnitro-imidacloprid (contains an
electron-donating group) and less imidacloprid (contains an
electron-accepting group) than Ca®" alginate beads likely
because Fe*" crosslinker hosts more negatively charged
alginate groups than Ca®' crosslinker. We also found
evidence of combined bead TOrC sorption and
biodegradation (using acetanilide), indicating potential for
sustained TOrC removal and in situ GSI renewal. Urban
stormwater typically contains a wide variety of TOrCs;
biodegradation can often generate less environmentally
harmful degradation products for many contaminants.”
The diverse microbial communities in GSI could potentially
work synergistically to produce benign transformation
products; for example, fungi might initiate the degradation
of a recalcitrant contaminant, which could be further
degraded into harmless metabolites by diverse soil
bacteria.”>®* Nevertheless, it is important to recognize that
some TOrC degradation products can be more toxic than
the parent compound (e.g., desnitro-imidacloprid is more
toxic for mammals than parent imidacloprid) or more
mobile/recalcitrant.  Thus, we posit that coupled
contaminant sorption and biodegradation in GSI would
likely generate overall environmental benefits, but that it is
important to be mindful of the full fate pathways of
contaminants.

In addition to facilitating contaminant biodegradation,
bioaugmentation with white rot fungi may also affect GSI
plant diversity and growth by producing various intra- and
extracellular enzymes. Bioretention cells generally host
diverse types of fungi (including the groups that include
white or brown rot fungi) and fungal diversity correlates
to the bioretention cell plant types.** Selecting plant
species that host and/or favor white rot fungi may
improve plant growth in white rot fungi augmented
bioretention cells. Bioaugmentation with other fungal
species could improve plant growth; Palacios et al®®
inoculated stormwater biofilters with mycorrhizal fungi to
increase bioretention, plant growth and drought tolerance.
BioSorp Beads adaptively prepared with encapsulated
mycorrhizal fungi could be deployed (during or post
construction phase) in bioretention cells to stimulate the
plant growth.

The work presented to date was focused on development
and testing of BioSorp Beads, but considering challenges of
scaling is useful for future environmental implementation
efforts. Due to the adaptability of the recipe and the low-
cost raw materials, industrial scaling of bead production
should be straightforward and economical (e.g., larger
container, mixer, pump, drying area are required). For
example, ferric sludge as water treatment residual is a
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valorized waste product and incorporation into BioSorp
Beads represents a beneficial reuse. Drying ferric sludge to
produce FeWTR, properly autoclaving raw materials, and
drying the freshly prepared beads may represent the most
challenging scaling steps in the production process.
Although we observed no difference in fungal viability after
storing the beads at room temperature for three months,*
we recommend storing the beads at 4 °C (when produced
in larger scale) instead of storing at room temperature to
increase the likely bead shelf life*® (which would increase
production cost).

4. Conclusions

The objective of this research was to determine our recently
developed BioSorp Bead's potential to remove a variety of
urban stormwater relevant dissolved trace organic
contaminants and dissolved phosphorus. We reveal that the
beads are capable of effectively capturing dissolved P and
TOrCs as well as a proof-of-concept demonstration of
coupled sorption/biodegradation of a selected TOrC. In our
previous work, we described the development and
characterization processes of BioSorp Beads, proved that
encapsulated microorganisms remained viable in dried
beads even after a prolonged storage period and could also
spread from the beads, indicating potential to bioaugment
green stormwater infrastructure.”> In the work presented
here, we used two types of white rot fungi (7. versicolor and
P.  ostreatus) as model contaminant degrading

microorganisms  to  demonstrate  dissolved = TOrC

biodegradation. Although we encapsulated powdered
activated carbon and iron water treatment residuals as
sorbents and white rot fungi as the biodegrading

organisms, the BioSorp Beads could easily be adapted and
prepared using other contaminant-specific degrading
microorganisms, maintenance substrates, or sorbents
needed for a range of desired applications.

BioSorp Bead are thus highly robust and customizable,
with potential applications beyond TOrC removal from urban
stormwater runoff in GSL.*> For example, BioSorp Beads
could be produced encapsulating a wide variety of
biodegrading microorganisms, such as anammox bacteria,’®
nitrifying/denitrifying bacteria,”” PCB degrading bacteria,’®
or Feammox bacteria® (e.g,, low pH conditions in Fe*"
alginate beads could potentially sustain the acidophilic PFAS-
degrading bacteria). Similarly, beads could also likely be
prepared with different sorbents to exploit specific
interactions with contaminants, supporting nutrients, and/or
electron shuttles such as powdered biochar®® (sorbent),
functionalized carbon nanotubes®® (sorbent), graphene oxide
powder'® (sorbent), iron oxide nanoparticles'®" (sorbent),
clay-modified with zinc oxide'** (sorbent), aluminum water
treatment residuals’® (sorbent), rice husks’® (maintenance
substrate), shredded newspaper'® (maintenance substrate),
shredded straw'®® (maintenance substrate), microbial/plant/
artificial root exudates'®®'® (electron shuttle), etc. We posit
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that BioSorp Beads hold the potential to improve
contaminant sorption during storm events and subsequent
biodegradation to thereby decouple the longer contaminant
residence time needed for achieving biodegradation from the
short hydraulic residence time due to fast infiltration rates
required in GSI.** Biodegradation could increase GSI service
life and decrease maintenance needs by renewing GSI
sorption capacity in situ.*> BioSorp Beads also could act as a
vehicle for bioaugmenting beneficial biodegrading microbes
into existing GSI systems. Thus, modifying existing and/or
future GSI with BioSorp Beads could provide a long-term
sustainable stormwater management, ultimately resulting in
improved water quality.
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