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Abstract

Per- and polyfluoroalkyl substances (PFAS) have been detected in biosolids, raising concerns
regarding their potential leaching into soils, groundwater, and plants when biosolids are land
applied. In this study, the fate of PFAS in various sludge handling processes was investigated to
determine their fate in individual treatment processes and overall treatment sequences. The results
are intended to inform decision-making for the development of effective approaches to biosolids

management.

An enhanced analytical method was developed to reliably measure the concentrations of 24
PFAS in the solid streams (i.e., sludges and cakes) of sludge handling processes as the current
analytical techniques in the literature were not broadly applicable over a diverse range of samples.
The enhancement of existing analytical methods focused on the steps employed to clean the
methanolic biosolids extracts. In this study, blends of adsorbents (graphitized non-porous carbon
(Envi-Carb), primary secondary amine-functionalized silica (PSA), bare silica and, octadecyl-
functionalized silica (C18)) with different adsorptive properties were evaluated for use in the
clean-up step. Six different biosolid samples were employed to initially screen and then validate
the preferred formulation of the adsorbent blend. A blend consisting of 1,000 mg Envi-Carb, 500
mg PSA and 500 mg C18 was found to effectively eliminate background interferences in extracts
of the six biosolids. The cleanup method developed in this study has the potential to facilitate the

analysis of PFAS in a broad range of sludge and biosolid matrices.

For the analysis of 24 PFAS in recycled liquid streams (i.e., filtrate and centrate) from sludge
handling processes, US EPA Method 1633 was modified, and then used. Modifications of US EPA
Method 1633 were necessary because this method was intended for the quantification of PFAS in
wastewater samples with a total suspended solids (TSS) value lower than 250 mg/L, whereas the
TSS concentration in the liquid samples collected in this study ranged between 100 and 7,000
mg/L. A sample preparation process consisting of ultracentrifugation and extraction steps was
developed to first separate solids and extract the PFAS adsorbed on them. The modified method
in this study could potentially handle liquid samples with TSS up to 7,000 mg/L.

Following the successful development of the analytical methods, two sampling campaigns were

conducted to characterize PFAS fate in the sludge handling systems of two full-scale wastewater

iv



treatment plants (WWTPs), namely WWTP-A and WWTP-B. Both systems included gravity drum
thickening (GDT), anaerobic digestion (AD), and dewatering (DW). WWTP-B also had dissolved
air flotation (DAF), fermentation (FM) and sludge blending (SBT). In both systems, a majority of
individual PFAS mass flows did not significantly change through the liquid-solid separation (i.e.,
GDT, DW and DAF) and the blending processes. It was concluded that these types of physical
processes with short sludge retention time (SRT) did not cause major formation or removal of
PFAS. In contrast, in both plants, AD resulted in mass flow increases for a majority (13/22) of the
detected individual perfluoroalkyl acids (PFAAs), while the mass flows of the detected precursors
decreased. More specifically, the mass flows of the precursors decrease ranged between 29-47%
and 20-32% in WWTP-A and in WWTP-B, respectively, while the increase in the mass flows of
PFAAs ranged between 50% and 70% in WWTP-A, and 30% and 50% in WWTP-B. The
degradation of PFAS precursors and formation of PFAAs were attributable to biodegradation.
While the FM process at WWTP-B is also a biological process, there was no significant change in
a majority (16/24) of mass flows of target PFAS. This lack of precursors degradation and PFAAs
formation observed in FM was attributed to the short SRT (4 days) of this process (compared to
the longer SRTs of 45 and 20 days of the AD processes in WWTP-A and WWTP-B, respectively).
Overall, it was concluded that SRT may be a key factor affecting PFAS fate in sludge handling

systems.

With respect to PFAS partition between solid and liquid streams, it was found that PFAS with
carbon chain lengths of C3 to C6 were mostly present (between 50% and 86%) in liquid streams,
whereas PFAS with chain lengths higher than C6 were mostly present (between 50% and 121%)
in solid streams. Furthermore, perfluoro sulfonates (PFSAs) were found to be 1.4 to 4 times more
prone to binding to solids as compared to the perfluorocarboxylates (PFCAs) counterparts with
the same carbon chain. These results showed that carbon chain length and functional groups are
the key factors determining PFAS fate in sludge handling systems. Additionally, of the 24 PFAS
measured, perfluorooctane sulfonate (PFOS), which is the compound that has drawn the most
attention due to its toxicity and bioaccumulative nature, was found to be the most abundant PFAS.
PFOS concentrations were as high as 12.9 pg/kg and 53 ng/L in solid and liquid samples,

respectively.
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Chapter 1

Introduction

The objective of this study is to quantify the fate (formation/removal, partitioning
betweenaqueous and solid phases, and transformation) of per- and polyfluoroalkyl substances
(PFAS) in sludge handling systems. PFAS are a group of fluorinated chemicals, including
perfluoroalkyl acids (PFAAs) and precursors. '* PFAAs can be categorized as
perfluorocarboxylates (PFCAs) and perfluoro sulfonates (PFSAs), which have different functional
heads attached to a fully fluorinated alkyl chain. More specifically, PFCAs have a carboxylate
group, whereas PFSAs have a sulfonate one. With respect to the fully fluorinated alkyl chains,
PFSAs and PFCAs can have a range of chain lengths. Perfluorobutanoate (PFBA),
perfluorohexanoate (PFHxA), perfluorobutane sulfonate (PFBS) and perfluorohexane sulfonate
(PFHxS) are some examples of PFAS with varying chain length. Unlike perfluoro compounds,
polyfluoroalkyl compounds, also known as precursors, are compounds that have carbon atoms that
are not fully fluorinated. Because of these carbon atoms, PFAS precursors could be transformed
into PFCAs and PFSAs via biological and/or chemical processes.'™ Figure 1-1 presents the
chemical structure of perfluorooctanoate (PFOA), perfluorooctane sulfonate (PFOS), and N-
methyl perfluorooctane sulfonamido acetate (MeFOSAA). These are among the most commonly

known PFCAs, PFSAs and precursors, respectively.

From the examples of chemical structures given in Fig. 1, it can be seen that PFAS possess one of
the strongest chemical bonds (C-F), a hydrophobic tail and a hydrophilic head.!* These properties
and PFAS resistance to chemical and biological degradation (except for some precursors) have led
to the use of PFAS in firefighting foams and fireproofing materials, non-stick coatings for
cookware, waterproofing agents, surfactants, cosmetics, inks, insulation for electrical wiring, and
pesticides.>® PFAS manufacturing points and usage have led to their detection in surface water,
groundwater, sediments, soils, and biota, thereby creating various risks due to their toxic nature
for living organisms.>’® As a result, PFAS are commonly classified as emerging contaminants.®”
! Thus, the investigation of the accumulation points has been of great interest to establish possible

precautions to reduce PFAS concentrations in nature.
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Figure 1-1: Chemical structure of PFOA and PFOS

A number of studies have shown that a major accumulation point of PFAS is wastewater
treatment plants (WWTPs). Due to the persistency of PFAS along conventional processes of
WWTPs, the discharge of treated wastewater to water bodies and the disposal of biosolids are
recognized as common points of PFAS entry into the environment,®!*!* and elevated PFAS
concentrations in biosolids have been reported in several studies.!>?! For example, Venkesaten
and Halden (2013) demonstrated that biosolid samples collected from 32 US states contained 403
+ 127 ng/kg PFOS, 34 + 23 pg/kg PFOA and 34 + 23 pg/kg perfluorodecanoate (PFDA).' In the
same study, the mean concentrations of other PFAS compounds, such as PFHxA and
perfluorooctane sulfonamide (PFOSA), ranged between 2 and 21 pg/kg.!” In another study, Guerra
et. al. (2014) in a survey of 20 wastewater treatment plants in Canada found concentrations of
PFOS in treated biosolids ranging from 2.1 to 17,000 pg/kg.?! Other PFAAs were also found to be
present in the study by Guerra et al. Therefore, there has been a growing interest in studying the

fate of PFAS through sludge handling systems of WWTPs in which the biosolids are produced.



Biosolids are produced from the treatment of sludges that are generated from primary
(primary/raw sludge) and secondary (waste-activated sludge) treatment processes in WWTPs (Fig.
2).22 Typically, the sludges are treated to reduce sludge weight and volume, and eliminate
pathogens and odours. A typical sludge treatment sequence consists of the thickening of primary
and waste activated sludge, stabilization of these thickened sludges and subsequent dewatering.?’
While thickening and dewatering processes are mostly employed to reduce the volume of free
water, stabilization processes are employed to reduce sludge’s odour and putrescence, as well as
the level of pathogenic organisms. Stabilization is commonly achieved through biological
processes. Aerobic and anaerobic digestion are the two commonly used biological sludge

stabilization processes where bacteria break down organic matter to produce stabilized sludge.

To date, only a limited number of studies have investigated the fate of PFAS (e.g., the
transformation of polyfluorinated compounds and formation of perfluoro carboxylates and
sulfonates, partitioning of PFAS between the aqueous phase and the solid phase) in full scale
sludge handling systems.?*?> Lakshminarasimman et al. (2021) investigated the behavior of PFAS
in individual sludge handling processes.’* Their findings showed that various aerobic and
anaerobic digestion systems exhibited both PFAS formation and removal, with some individual
PFAS mass flows increasing (278%) and decreasing (71%). In another study, Li et al. (2022)
studied aerobic digestion of anaerobically digested sludge and observed a substantial increase in
the concentrations of perfluoropentanoate (PFPeA), PFHxA, PFBS and PFOS by 571%, 253%,
340%, and 91%, respectively, while some precursors (6:2 fluorotelomer sulfonate (6:2 FTS), N-
ethyl perfluorooctane sulfonamido acetate (EtFOSAA) and MeFOSAA) showed no significant
reduction.?’ In both of these studies, it was concluded that the increase in PFAAs concentrations
was likely due to the biodegradation of PFAAs precursors. However, these studies did not
comprehensively evaluate PFAS fate through an entire train of processes. Therefore, there is a
critical need for systematic sampling campaigns to provide data to support the characterization of
PFAS in these systems and thereby inform decision-making for future process modifications aimed

at mitigating PFAS accumulations in biosolids.
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To investigate the fate of PFAS in sludge handling systems, PFAS concentrations in the inlet
and outlet streams of sludge handling processes should be accurately determined. However,
standard methods for the quantification of PFAS in these matrices do not exist. The presence of
high levels of salts and organic matter in sludges and biosolids makes PFAS extraction and clean-
up of extracts challenging due to the co-extraction of these substances. Furthermore, analytical
methods for the liquid streams of sludge handling systems (i.e., filtrate and supernatant) are
challenged by the presence of suspended solids that could clog the cartridges used in solid phase
extraction (SPE).2%?” Therefore, there is a need for robust and reliable methods that could be
employed for a diverse range of sludges and biosolids and which can address the high levels of

solids present in recycle streams.

Given the knowledge gaps mentioned above, the main objective of this research is to study the

fate of PFAS in sludge handling processes, focusing specifically on:

e The development of analytical methods for the quantification of PFAS in sludges, biosolids
and associated liquid recycle streams
e The investigation of the fate (formation/removal, distribution and transformation) of a

variety of PFAS throughout common sludge handling systems



Chapter 2

The Analysis of Per- and Polyfluoroalkyl Substances in Wastewater
Sludges and Biosolids: Which Adsorbents Should Be Used for The
Cleanup of Extracts?

This chapter was published in Environmental Science Water Research & Technology (2023, 9 (3),
794-805), Ozelcaglayan, A. C., Parker, W. J. and Pham, A. L., Copyright Royal Society of
Chemistry 2023.

Abstract

The analysis of PFAS in wastewater treatment sludges and biosolids is an evolving practice for
which a widely recognized standard method does not currently exist. While a number of analytical
techniques have been reported in the literature, individual methods were found to not be broadly
applicable over a range of sludge/biosolid matrices. This study critically examined the method
employed to clean up biosolids extracts prior to LC-MS/MS analysis, which was determined to be
crucial to obtaining acceptable chromatogram quality and recoveries of a range of PFAS and
associated surrogates. When graphitized non-porous carbon (Envi-Carb) was employed alone or
in combination with WAX, as described in US EPA Draft Method 1633, precipitates were formed
when methanolic extracts were reconstituted with water, preventing direct analysis by LC-MS/MS.
Centrifugation and filtration of reconstituted extracts to remove precipitates did not sufficiently
eliminate interferences to allow PFAS quantification. The use of blends of adsorbents (Envi-Carb,
primary secondary amine-functionalized silica (PSA), bare silica, octadecyl-functionalized silica
(C18)) with different adsorptive properties that could remove a broader range of interfering
substances was evaluated. A blend consisting of 1,000 mg Envi-Carb, 500 mg PSA and 500 mg
C18 was found to effectively eliminate background interference while providing an optimal trade-
off between chromatogram quality and PFAS recovery. When integrated into the overall analytical
method, the recoveries of PFAS were between 40 and 160% except for some precursors when six
different biosolids were analyzed. The cleanup method developed in this study has the potential to

facilitate the analysis of PFAS in a broad range of sludge and biosolid matrices.



2.1. Introduction

Owing to their widespread use in the last several decades, per- and polyfluoroalkyl substances
(PFAS) have been detected in diverse environmental compartments, including in surface water,
groundwater, sediments, soils, as well as in wildlife and human.?*-3! The two most common PFAS,
perfluorooctane sulfonate (PFOS) and perfluorooctanoate (PFOA), are common groundwater and
surface water contaminants and are posing widespread risks to drinking water resources
worldwide.*?* Given their bioaccumulative and toxic nature,”!! regulatory criteria for PFOS,
PFOA and other PFAS are expected to be established in the near future. For example, Health
Canada has proposed a Maximum Acceptable Concentration (MAC) of 600 ng/L for PFOS and
200 ng/L for PFOA in drinking water.>*% Health Canada has also proposed drinking water
screening values between 200 and 30,000 ng/L. for other PFAS, including perfluorobutane
sulfonate (PFBS), perfluorohexane sulfonate (PFHxS), perfluorobutanoate (PFBA),
perfluoropentanoate (PFPeA), perfluorohexanoate (PFHxA), perfluoroheptanoate (PFHpA), and
perfluorononanoate (PFNA).3¢ Very recently, the United States Environmental Protection Agency
(US EPA) issued final drinking water lifetime health advisory (LHA) levels of 10 ng/L for
hexafluoropropylene oxide-dimer acid (also known as GenX) and 2,000 ng/L for PFBS.*” The US
EPA also issued interim updated drinking water LHA levels of 0.02 ng/L for PFOS and 0.004 ng/L
for PFOA.'? These levels are a few orders of magnitude lower than that issued in 2016 (i.e., 70
ng/L for PFOS and PFOA, individual or combined).?® As the regulatory requirements on these
compounds in the environment become increasingly stringent, the need to quantify and control

PFAS discharges will grow in importance.

The research conducted over the past decade has shown that municipal biosolids can contain
significant amounts of PFAS.!5! For example, analyses of the biosolid samples from 32 US states
revealed that PFOS and PFOA were the most abundant PFAS (403 + 127 and 34 + 23 pg/kg of
dry weight (dw), respectively), and that other compounds such as PFHxA, perfluorodecanoate
(PFDA), and perfluorooctanesulfonamide (PFOSA) were also present (at a tens of pg/kg level)."”
Similarly, a survey of 19 wastewater treatment plans in Australia found that the total concentration
of PFAS in biosolids ranged between 4.2 to 910 ug/kg dw,?® while a survey of 20 wastewater
treatment plants in Canada found that the concentration of PFOS in biosolids ranged between 2.1

to 17,000 pg/kg dw.2! Other perfluoroalkyl acids (PFAAs) were also present in the Canadian
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biosolids.?! While PFAAs are the PFAS that have been measured the most frequently, two recent
studies reported that PFAA precursors, such as di-substituted polyfluorinated phosphate esters,
were the dominant PFAS in the studied biosolids.?>*° Some of these precursors could be
transformed into PFAAs. Since it is a common practice around the world to use biosolids as
fertilizer, there have been significant concerns that biosolid-amended agricultural fields could be
potential PFAS point sources, which could contaminate soil, crops, grazing animals, surface water,
and groundwater. Although currently biosolids are not widely regulated with respect to PFAS,*
this situation may change in the near future, especially in light of the recently reported cases of
PFAS contamination following the application of contaminated biosolids to soils.*!*** In fact,
Maine recently became the first state in the US that bans the land application of PFAS-
contaminated biosolids.*> Overall, there is a growing interest in quantifying PFAS in biosolids and
assessing associated risks in order to gain information that will help support decision-making with

respect to future biosolids management practices.

As with our quickly growing knowledge about PFAS fate and transport, analytical methods for
the quantification of PFAS in environmental samples are also rapidly evolving. With respect to
biosolids, a standard method for the analysis of PFAS in this matrix does not currently exist. Thus,
researchers have been devising their own analytical methods or adopting the methods developed
by others. While there are some variations among the methods published in the literature, most
methods consist of three main steps, which begin with extracting biosolids with an organic solvent,
followed by cleaning up the extract with an adsorbent to remove interfering organic and inorganic
compounds that coeluted with PFAS in the extraction step, and finally analyzing PFAS in the
cleaned-up extract by liquid chromatography coupled with mass spectrometry. Of these three
steps, extract cleanup appears to be the most variable step, with a wide variety of adsorbents having
been employed alone or in combination, including graphitized non-porous carbon (which is more
commonly known under the trademark name ENVI-Carb), bare silica, octadecyl-functionalized
silica (C18), primary secondary amine-functionalized silica (PSA), weak anion exchange (WAX)
polymeric resin, and hydrophilic-lipophilic balance (HLB) polymeric resin.?**6-! In what appears
to have been the first study investigating the occurrence of perfluoro carboxylates and sulfonates
in digested sludges, Higgins et al. developed a method that involved extracting sludge samples
with an acidic methanol solvent, and cleaning up the extract by a C18 solid-phase extraction (SPE)

cartridge.’! The method developed by Higgins et al. was adopted by several other researchers, *>>%
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®!'including Moodie et al who used C18 together with PSA in the extract cleanup step.?° In contrast,
while Arvaniti et al., Boiteaux et al., and Sinclair and Kannan also used an acidic methanol solvent
in the extraction step, they used either a WAX or an HLB SPE cartridge instead of C18 to clean
up the extract.’>>* HLB resin was also used by Yu et al, who further polished the extract with a
silica cartridge.>> Shortly after the publication by Higgins et al., Powley et al. reported an
investigation of the occurrence of perfluoroalkyl carboxylates in sediments and activated
sludges.>® In this study, samples were extracted with a basic methanol solution, and the extract was
cleaned up with ENVI-Carb. This method, which was employed in over a dozen other studies

16.18:49.50.57 currently seems to be the most popular method for the

including several recent studies,
analysis of PFAS in sludges and biosolids. Recently, the US EPA published Draft Method 1633
and 2™ Draft Method 1633 for the analysis of PFAS in various environmental matrices including
biosolids.?*?” These methods involve extracting biosolids with a basic methanol solution (0.3%
methanolic ammonium hydroxide), cleaning up the extract with ENVI-carb, concentrating the
extract by evaporation and subsequently diluting it with water, and finally cleaning up the diluted
extract with WAX resin. Draft Method 1633 and 2™ Draft Method 1633 are, in principle, similar

to the methods employed in several earlier studies, !%2!-24:46:48.62

In the aforementioned studies, the rationale for adsorbent selection was not described. However,
the role that adsorbents play in the cleanup step has been discussed extensively by researchers who
analyze other organic contaminants in complex sample matrices such as fruits, vegetables, milk,
eggs, and meats. Specifically, C18, which is a widely used adsorbent in reversed-phase
chromatography, is highly effective at removing lipids and other lipophilic compounds from
extracts."% Somewhat similar to C18, ENVI-Carb adsorbs non-polar organic compounds,
particularly those with a planar structure such as sterols and natural pigments.**->! In contrast, PSA
possesses greater affinity towards hydrophilic compounds such as organic acids including fatty
acids, as well as sugar and anthocyanin pigments.®**> WAX and HLB have been widely used for
the analysis of aqueous samples in order to preconcentrate PFAS.* Whereas WAX selectively
retains anionic organic compounds, HLB is a less selective adsorbent since it can retain both ionic

(positive and negative) and neutral compounds.

To date, only one study has evaluated different extract cleanup strategies for the analysis of

1'66

PFAS in sludges and biosolids. Specifically, Semerad et al.”® compared the performance of ENVI-



Carb, HLB, Captiva EMR lipid (i.e., a type of adsorbent that preferentially retains lipids), and
ENVI-Florisil (i.e., magnesium silicate, which adsorbs hydrophilic compounds). They also studied
the analysis of PFAS in sludges and biosolids by QuEChERS, which is an extraction method
widely used for the analysis of trace contaminants in food. QUEChERS consists of a cleanup kit
with various adsorbent formulations which, depending on the sample nature, may consist of
anhydrous MgSQs, PSA, C18, and ENVI-Carb. It is noted that the exact adsorbent composition
employed by Semerad et al. was not described in their paper. Semerad et al. reported that only
ENVI-Carb provided an adequate cleanup of extract.®® As mentioned above, however, HLB and
other types of adsorbents were successfully used by other researchers. These conflicting reports
could be due to the varying type and quantities of interfering compounds in the extracts among
studies. It can be expected that the characteristics of biosolids (e.g., pH, nutrient, fatty acid, lipid,
protein, and organic matter content) will be influenced by the sewershed (i.e. residential versus
industrial dischargers), wastewater treatment process type, and sludge handling process type (e.g.,
anaerobic versus aerobic digestion, composting, alkaline treatment).%” Thus, a “one-size-fits-all”
method for the analysis of PFAS in biosolids may not exist, and additional research is needed to

compare and contrast extract cleanup strategies.

The objective of this study was to further evaluate the performance of the existing methods of
PFAS analysis in sludges and biosolids, focusing specifically on assessing the cleanup of extracts
by four commonly used adsorbents, namely ENVI-Carb, PSA, C18 and WAX. As will be
presented in the Results and Discussion section, none of the existing methods was capable of
adequately cleaning up the extracts generated from the biosolids investigated in this study. This
observation motivated us to devise a cleanup method consisting of a combination of ENVI-Carb,
PSA and C18. The selection of this adsorbent combination was inspired by the one employed in
the study by Yu et al., which investigated the presence of PFAS in dietary milk.® The performance
of our method was evaluated based on extract physical appearance, chromatogram baseline noise,
and analyte recovery. This method was then used to analyze PFAS in six biosolid samples,
including three dewatered anaerobically digested sludges, two alkaline-stabilized digested sludges,
and a composted dewatered biosolid. The results of this investigation suggest that the method
developed in this study may be suited for the analysis of a wide variety of sludge and biosolid

samples.



2.2. Materials and Method

2.2.1. Chemicals and materials

Native and isotopically labeled PFAS standards were purchased from Wellington Laboratories
(Guelph, Canada). The native PFAS mixture standard (PFAC-24PAR) consists of 11
perfluoroalkyl acids (C4 — C14), 7 perfluoroalkyl sulfonates (Cs — C10), 3 fluorotelomer sulfonates
(4:2 FTS, 6:2 FTS, 8:2 FTS), 1 sulfonamide (FOSA — perfluorooctane sulfonamide), and 2
sulfonamido acetic acid (MeFOSAA — 2-N-methylperfluorooctanesulfonamido acetic acid,
EtFOSAA — N-ethylperfluorooctanesulfonamido acetic acid). These 24 compounds are the
analytes of interest in this study. See Table 2-1 for the full list of native PFAS. The isotopically
labeled PFAS mixture standard (PFAC-19ES) consists of 19 compounds. The list of these
compounds is also presented in Table 1. Graphitized carbon (ENVI-Carb), C18 reversed-phase
silica gel, and primary secondary amine (PSA) silica gel were purchased from Sigma Aldrich. All

other chemicals, purchased from Fisher Scientific, were either LCMS grade or ACS grade.

2.2.2. Biosolid samples

This study involved six biosolid samples, which are denoted from this point forward as Biosolid
1,2, 3,4, 5 and 6. Biosolids 1 — 3 were dewatered anaerobically digested sludges collected from
three different wastewater treatment facilities. Biosolids 4 and 5 were generated from the alkaline
treatment (at pH 9 and 70 °C for 20 minutes) of Biosolids 1 and 2, respectively. Biosolid 6 was
collected from an aerobic composting facility that processes dewatered municipal biosolids. The
samples were collected into high-density polyethylene bottles and shipped on ice. The samples
were stored at -20 °C upon arrival. The frozen samples were then freeze-dried, homogenized using
a mortar and pestle, and sieved through a 2 mm stainless steel mesh. The homogenized and sieved

samples were stored at 2 — 4 °C until extraction.

2.2.3. Extraction procedure

The extraction procedure consisted of five steps (Fig. 2-1). In Step 1, isotopically labeled PFAS
surrogates (2 ng each) were spiked into 0.5 g of the sieved biosolid sample. The spiked sample
was then extracted three times with 7 mL 99/1 v/v methanol/30% ammonium hydroxide aqueous
solution (i.e., 0.3% methanolic ammonium hydroxide). In each extraction round, the sample and

the methanolic ammonium hydroxide solution were mixed on a vortex for 1 minute, sonicated at
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35 °C for 30 min, and the solids were separated by centrifugation at 1,613 RCF for 30 min. The
supernatants from the three extraction rounds (20 mL in total) were collected in a 50 mL
polypropylene test tube. In Step 2, various quantities of ENVI-carb (0 — 1,000 mg), C18 (0 — 500
mg), and PSA (0 — 500 mg) were added to the combined extract. Subsequently, this mixture was
vortexed for 1 min, and the adsorbents were separated by centrifugation at 3,100 RCF for 30 min.
In Step 3, the supernatant was then transferred to a new 50 mL polypropylene test tube, evaporated
to dryness, and reconstituted with 0.5 mL 99/1 v/v methanol/glacial acetic acid solution. In Step
4, 0.4 mL of this reconstituted sample was transferred to a 2 mL polypropylene microcentrifuge
tube and was mixed with 0.4 mL water, resulting in a liquid sample of 50/50 v/v water/methanol.
In all cases, it was observed that precipitates were formed in this mixing step. The reason for
precipitate formation will be discussed in the Results and Discussion section. To separate these
precipitates, in Step 5 the 2 mL microcentrifuge tube was centrifuged at 24,000 RCF for 10 min,
and the supernatant was filtered through a 0.2-um alumina membrane filter (Whatman Anotop).

The filtrate was collected into a 1.5 mL polypropylene vial and subjected to LC/MS/MS analysis.

To confirm that all materials and reagents were PFAS-free, 0.5 g of Ottawa sand was extracted
via the procedure described above (i.e., method blank). Also, seven Ottawa sand samples (0.5
g/sample) were spiked with native PFAS (2 ng each) and isotopically labeled PFAS (1 ng each),
and the spiked samples were extracted and analyzed. The standard deviation (S) of the analyzed
PFAS concentrations was calculated based on these 7 samples, and the limit of quantitation (LOQ)

for each PFAS was calculated as LOQ =10 x S.

To compare the cleanup of extracts by the adsorbents tested in this study and those used in Draft
Method 1633, 0.5 g of Biosolid 1 was spiked with isotopically labeled PFAS surrogates (2 ng each)

and extracted three times with 7 mL 0.3% methanolic ammonium hydroxide.
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Figure 2-1. The analytical workflow employed in this study for the quantification of PFAS in biosolids. Various adsorbent types and

quantities were assessed in Step 2 to clean up the extract generated in Step 1. Photo A presents the physical appearance of the Biosolid

1 extract (50/50 v/v methanol/water) cleaned with ENVI-Carb. The yellow precipitates in this extract could be removed by

centrifugation, followed by filtration (Photo B). Panel A presents the chromatogram of a PFOS standard. Panels B & C and D & E

present the chromatograms of PFOS in the extracts of Biosolid 1 and Biosolid 2, respectively; these extracts were cleaned with either

40 mg or 1000 mg ENVI-Carb.
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Subsequently, the extracts were combined into a 50 mL polypropylene tube that contained 10
mg ENVI-Carb. The mixture was then vortexed, and ENVI-Carb was separated by centrifugation.
The supernatant was evaporated down to 1 mL and reconstituted with 49 mL of water, resulting in
a solution that contained less than 20% methanol as per the 2™ Draft Method 1633.27 The resulting
solution was subjected to solid-phase extraction with a preconditioned WAX cartridge. The WAX
cartridge was then eluted with 5 mL of 1% methanolic ammonium hydroxide. In the final step, the
eluent was neutralized with 25 pL glacial acetic acid and mixed with water, resulting in a 50/50
v/v methanol/water sample that was subjected to LC/MS/MS analysis. The workflow described

above is presented in Fig. 2-2.

In both methods described above, the combined extract was cleaned by ENVI-Carb prior to
evaporation. In several studies, these steps were conducted in reverse — that is the extract was
first evaporated to dryness, and the reconstituted methanolic sample was then cleaned with ENVI-
Carb.!6:184950.57 T compare these two different approaches, a separate experiment was conducted
wherein the extract of Biosolid 1 was evaporated to dryness, reconstituted to 625 pL with 99/1 v/v
methanol/glacial acetic acid, and cleaned with 40 mg ENVI-Carb. In the final step, 400 pL of the
cleaned extract was mixed with 400 uL of 0.003% ammonium hydroxide in water. This sample

was then centrifuged, filtered, and subjected to LC/MS/MS analysis.

The analytes of interest in this study were the 24 PFAS mentioned in the “Chemicals and
materials” section. However, only 14 compounds were detected in the five biosolids employed in
this study. To investigate how the different cleanup methods described above affected the
chromatogram quality of the other 10 compounds, an additional set of experiments was conducted
wherein the cleaned-up extracts of Biosolid 1 were spiked with a mixture of 24 native PFAS prior

to LC/MS/MS analysis.
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Figure 2-2. The analytical workflow consisting of the ENVI-Carb followed by the WAX cleanup steps, as described in US EPA Method
1633. Photos present the physical appearance of the Biosolid 1 extract after cleanup (Photo A) followed by centrifugation & filtration
(Photo B). Panels: Comparison of the chromatograms of various PFAS standards and PFAS in the filtered Biosolid 1 extract.
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2.2.4. PFAS analysis and recovery calculations

Samples were analyzed using a Shimadzu 8030 LC/MS/MS. Details about the instrument
operating conditions and other relevant information can be found in Table 2-1. The instrument was
calibrated using 12 external calibration standards containing 0.05 — 20 mg/L of each native PFAS
analyte and 2 mg/L of each isotopically labeled PFAS surrogate. These standards were prepared
by spiking various amounts of native and isotopically labeled PFAS into a methanol/water solution
to obtain a final sample consisting of 50/50 v/v methanol/water. PFAS concentrations were

calculated using the isotopic dilution method.

Table 2-1. LC/MS/MS operating condition and other information.

Instrument Shimadzu LCMS-8030 Triple Quadrupole Mass Spectrometer

Ionization = Negative electrospray

Precolumn  Guard Column Thermo Scientific™ Acclaim 120 A C18, 4.6 x 10 mm, 5 um

Column Agilent Infinity Lab Poroshell 120 A EC-C18, 3.0 x 50 mm, 2.7 um

Column
oven 30°C
temperature
Injection 30 uL
volume
Mobile A: 10 mM ammonium acetate in LCMS grade water
phases B: 10 mM ammonium acetate in LCMS grade methanol

Flow rate 0.5 mL/min

Time (min) Eluent A Conc. (%) Eluent B Conc. (%)
0 60 40
0.5 60 40
Gradient

profile 4.5 20 80
Gradient 10 20 80
profile 10.5 60 40

13.5 Stop
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Analytes fon Internal standards Ton Calibration

transitions transitions range (pg/L)
PFBA 213> 169 [1*C4] MPFBA 217>172 1-20
PFPeA 263>219 [13Cs] MPFPeA 268 >223 1-20

PFHxA 313>269 ['*Cs] MPFHxA 318>273 0.05 - 20

PFHpA 463 >319 ['*C4] MPFHpA 367 >322 0.05 - 20

PFOA 413 > 369 [13Cs] MPFOA 421 >376 0.05-20

PFNA 463 > 419 [13Cyo] MPFNA 472 > 427 0.05-20

PFDA 513 > 469 [1*C6] MPFDA 519 > 474 0.05 - 20

PFUdJA 563>519 ['*C7] MPFUdA 570 > 525 0.05 - 20

PFDoA 613 > 569 ['*C2] MPFDoA 615>570 0.05 - 20

PFTrDA 663>619  [C.] MPFTeDA  715>670 0.05-20

PFTeDA 713>669  [3C.]) MPFTeDA  715>670 0.05 - 20

MO'i'(i)tli’red PFBS 299 > 80 [13C5] MPFBS 302 > 99 0.05 - 20
transitions PFPeS 349 > 80 ['3C3] MPEBS 302> 99 0.1-20
PFHxS 399 >80 [13C3] MPHxS 402 > 99 0.05 - 20
PFHpS 449 > 80 ['3C3] MPHXS 402 >99 0.05 - 20
PFOS 499 > 80 [13Cs] MPFOS 507 > 99 0.05 - 20
PFNS 549 > 80 [1*Cs] MPFOS 507 > 99 0.05 - 20
PFDS 599 >80 [13Cs] MPFOS 507 > 99 0.05 - 20
4:2FTS 327> 307 ['3C2] M4:2FTS 329> 81 0.05 - 20
6:2FTS 427 > 407 [13C2] M6:2FTS 429 > 81 0.05 - 20
8:2FTS 527>507 [13C,] M8:2FTS 529 > 81 0.05 - 20
FOSA 498 > 178 [13Cs] MFOSA 506 > 78 0.05-20

MeFOSAA 570> 419 [?7d]MMeFOSAA 573 >419 0.05 - 20

EtFOSAA  584>419  [2d;] MEtFOSAA 589> 419 0.05 - 20
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Recovery values (R) were estimated by comparing the peak area (Asumpe) of the spiked
isotopically labeled PFAS with the peak area (A4swndara) of the respective isotopically labeled PFAS
in the calibration standards, i.e., R = (Asample/ Astandara) < 100%. A separate set of experiments was
conducted to confirm that the recovery values of isotopically labeled PFAS were representative of
the recovery values of native PFAS. In this set of experiment, biosolid samples were spiked with
both native PFAS (5 ng/compound) and isotopically labeled PFAS (2 ng/compound), and the
spiked samples were extracted and analyzed. Biosolid 1 and Biosolid 4 were randomly chosen for
this experiment. R for the isotopically labeled PFAS was calculated based on peak areas as
described above, whereas R for native PFAS was calculated using the following equation: R =
(Mspiked — Msample/Mspikea) > 100%, with mgpires and msampie being the PFAS mass spiked into the

sample (i.e., 5 ng/compound) and the PFAS mass original present in the sample, respectively.

2.3. Results and Discussion

2.3.1. Method blank and LOQ

The analysis of non-spiked Ottawa sand samples revealed that the reagents and materials used
in this study were generally PFAS-free. However, 6:2 FTS was detected in some analyses.
Attempts to determine and eliminate the origin of 6:2 FTS cross contamination were unsuccessful.

Thus, 6:2 FTS was not included in the analyte reporting list.

The LOQ for each PFAS varied between 0.1 and 1.5 pg/kg (Table 2-2). It is noted that these
LOQ values were based upon the extraction of PFAS-spiked Ottawa sand samples and, therefore,
should be considered as the “best-case-scenario” LOQ. As will be discussed in detail below, the
amount of background organics extracted out of biosolid in Step I of the analytical procedure (Fig.
2-1) varied among the tested biosolids. Since the background organics could affect the

chromatograph quality, LOQ would vary among biosolid samples.
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Table 2-2. Limit of Quantitation (LOQ) for solid samples. Seven Ottawa sand samples (0.5
g/sample) were spiked with native PFAS (2 ng each) and isotopically labeled PFAS (1 ng each),
and the spiked samples were extracted and analyzed. The standard deviation (S) of the analyzed
PFAS concentrations was calculated based on these 7 samples, and the limit of quantitation (LOQ)
for each PFAS was calculated as LOQ = 10 x S. The values should be considered as the “best-
case-scenario” LOQ. Since the background organics eluted in the extraction step could affect
chromatograph quality, LOQ would vary among biosolid samples. The LOQ of 6:2 FTS is not

reported due to cross contamination in some samples.

LOQ
(ng/kg dry weight)
PFBA 0.5
PFPeA 1.5
PFHxA 0.1
PFHpA 0.1
PFOA 0.1
PFNA 0.1
PFDA 0.1
PFUdA 0.5
PFDoA 0.5
PFTrDA 1.0
PFTeDA 1.0
PFBS 0.5
PFPeS 0.5
PFHxS 0.1
PFHpS 0.1
PFOS 0.1
PFNS 0.5
PFDS 0.5
4:2 FTS 0.5
6:2 FTS -
8:2 FTS 0.5
FOSA 0.5
MeFOSAA 1.0
EtFOSAA 1.0
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2.3.2. Envi-Carb alone

Regardless of whether ENVI-Carb was used prior to or after the extract evaporation step,
precipitates were formed in Step 4, i.e., when the methanolic extract generated in Step 3 was
reconstituted with water to obtain a sample consisting of 50/50 v/v methanol/water. The formation
of precipitates in Step 4 occurred with all 6 tested biosolids, and was particularly prominent in the
case of Biosolid 1 (Photo A in Fig. 2-1). While investigating the identity of the precipitates was
beyond the scope of this study, it is hypothesized that the precipitates are organic compounds that
were co-extracted from the biosolids. These organic compounds appeared to be more soluble in
pure methanol than in 50/50 v/v methanol/water. Thus, once the solvent composition changed,

they precipitated out of the solution. Schaefer et al.??

also observed that biosolid extracts consisting
of 50/50 v/v methanol/water emulsified. To address this issue, Schaefer et al added isopropanol to
the sample such that the final sample composition was 3/2/2 v/v/v methanol/isopropanol/water.?
While the use of isopropanol, along with lowering the water fraction in the sample, may prevent
precipitation/emulsification, this approach does not remove background organic compounds from
the final sample that is then subjected to LC/MS/MS analysis. The presence of background organic
compounds in the sample could cause various issues, such as analyte ionization enhancement or
suppression, and clogging of the LC column and tubing when the LC eluent composition changes
to conditions conducive to the precipitate formation (e.g., when the eluent consists of > 50%
water).

While it was found that the precipitates could be effectively separated by centrifugation
followed by filtration (Photo B in Fig. 2-1), the LC/MS/MS analysis of the filtrate revealed that
certain soluble organic compounds must still be present in the sample, which interfered with PFAS
analysis. As an example, Fig. 2-1 presents the chromatograms of a PFOS standard (Fig. 2-1A),
and of PFOS in the extracts of Biosolid 1 (Figs. 2-1B and 2-1C) and Biosolid 2 (Figs. 2-1D and 2-
1E). When 40 mg ENVI-Carb was used in Step 3, the resulting chromatogram baseline was noisy,
especially in the case of Biosolid 1. By comparing the baseline of these chromatograms, it can be
deduced that there were fewer interfering organic compounds in the Biosolid 2 extract than in the
Biosolid 1 extract. This illustrates that the number of organic compounds coeluted with PFAS in
the extraction step would vary among biosolid samples. To assess whether interfering organic
compounds can be removed with a higher ENVI-Carb dose, the amount of ENVI-Carb used in
Step 3 was increased from 40 mg to 1,000 mg. It is noted that even with this ENVI-Carb dose,

19



precipitates were formed in the reconstituted extracts in Step 4. The LC/MS/MS analysis of the
filtered extracts reveals that the baseline noise level was near zero in the case of Biosolid 2 (Fig.
2-1E), suggesting that the soluble interfering organic compounds were effectively removed by the
extra ENVI-Carb. For Biosolid 1, the baseline noise level remained high, masking the branched
isomer peak (Fig. 2-1C). This result suggests that an even greater dose of ENVI-Carb may be
required to clean up Biosolid 1 extract and/or there are organic substances in this sample that could

not be effectively removed by ENVI-Carb.

2.3.3. Envi-Carb and WAX

As mentioned above, the extracts of biosolids are thought to contain organic compounds that
are more soluble in methanol than in 50/50 v/v methanol/water. It is further hypothesized that these
organic compounds are hydrophobic enough to be retained by WAX, which adsorbs analytes via
both ion exchange and hydrophobic interaction mechanisms.®® If this hypothesis is correct, it is
expected that these organic compounds would also be present in the final sample because they
would be eluted out of the WAX cartridge by 1% methanolic ammonium hydroxide. In other
words, the combination of ENVI-Carb and WAX is not expected to effectively remove the organic
compounds that cause precipitation. Consistent with this hypothesis, it was observed that when the
Biosolid 1 extract was cleaned with ENVI-Carb + WAX and subsequently mixed with water,
precipitates were formed in the 50/50 v/v methanol/water sample (Photo A in Fig. 2-2). In Draft
Method 1633 as well as in several other studies that employed ENVI-carb and WAX to clean

biosolid extracts,!®-?1:242627.46.48 {he

50/50 v/v methanol/water sample was directly subjected to
LC/MS/MS analysis without any additional pre-treatment. However, given the physical
appearance of the samples in our study, they were not deemed appropriate for LC/MS/MS analysis.
Thus, the samples were further subjected to centrifugation followed by filtration. This additional
treatment step resulted in a transparent, yellow/brown-colored solution (Photo B in Fig. 2-2). The
color of the solution suggests that some soluble organic compounds must still be present in the
samples. When these filtered samples were analyzed by LC/MS/MS, it was observed that, as in
the case when the extracts were cleaned with only ENVI-Carb, the chromatograms of PFOS and
PFHxA contained a noisy baseline, broad analyte peaks, and/or unidentified peaks that overlapped

with the analyte peak (Fig. 2-2). Moreover, the chromatogram of other perfluoro sulfonate

compounds including PFBS, PFPeS and PFHxS were not of acceptable quality (Fig. 2-3 (top
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panels) and Fig. 2-4-A); note that because these compounds were not present in Biosolid 1, they
were added (at 2.5 ng/mL) to the Biosolid 1 cleaned-up extract prior to LC/MS/MS analysis in
order to assess how the presence of background organics affect the chromatogram of these PFAS).
While the chromatograms of other PFCAs and precursors were reasonable (Figs. 2-4-B and 2-4-
C), it is concluded that the combination of ENVI-Carb and WAX was not effective at cleaning
Biosolid 1 extract to the extent that all 24 PFAS could be analyzed.

Extract of Biosolid 1 cleaned with ENVI-Carb + WAX and subsequently spiked with a mixture of 24 native PFAS (2.5 ng/mL)
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Extract of Biosolid 1 cleaned with ENVI-Carb + PSA + C18 and subsequently spiked with a mixture of 24 native PFAS (2.5 ng/mL)
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Figure 2-3. Chromatograms of PFBS, PFPeS and PFHxS in the Biosolid 1 extract cleaned with
ENVI-Carb and WAX (i.e., the adsorbents used in US EPA Method 1633; top panels) and with a
blend of ENVI-Carb, PSA, and C18 (bottom panels). These compounds were not present in
Biosolid 1. Thus, the compounds were added to the cleaned-up extract prior to LC/MS/MS

analysis.
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Extract of Biosolid 1 cleaned with ENVI-Carb + WAX and subsequently spiked with a mixture of 24 native PFAS (2.5 ng/mL)
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Extract of Biosolid 1 cleaned with ENVI-Carb + PSA + C18 and subsequently spiked with a mixture of 24 native PFAS (2.5 ng/mL)
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Figure 2-4-A. Chromatograms of perfluoro sulfonates in the Biosolid 1 extract cleaned with ENVI-Carb and WAX (top panels) and
with a blend of ENVI-Carb, PSA, and C18 (bottom panels). These compounds were not present in Biosolid 1. Thus, the compounds
were added to the cleaned-up extract prior to LC/MS/MS analysis.
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Figure 2-4-B. Chromatograms of other PFCAs in the Biosolid 1 extract cleaned with ENVI-Carb and WAX (top panels) and with a

blend of ENVI-Carb, PSA, and C18 (bottom panels). The cleaned-up extracts were spiked prior to LC/MS/MS analysis.
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Extract of Biosolid 1 cleaned with ENVI-Carb + WAX and subsequently spiked with a mixture of 24 native PFAS (2.5 ng/imL)
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Extract of Biosolid 1 cleaned with ENVI-Carb + PSA + C18 and subsequently spiked with a mixture of 24 native PFAS (2.5 ng/mL)
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Figure 2-4-B cont’d. Chromatograms of other PFCAs in the Biosolid 1 extract cleaned with ENVI-Carb and WAX (top panels) and
with a blend of ENVI-Carb, PSA, and C18 (bottom panels). The cleaned-up extracts were spiked prior to LC/MS/MS analysis.
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Extract of Biosolid 1 cleaned with ENVI-Carb + WAX and subsequently spiked with a mixture of 24 native PFAS (2.5 ng/mL)
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Extract of Biosolid 1 cleaned with ENVI-Carb + PSA + C18 and subsequently spiked with a mixture of 24 native PFAS (2.5 ng/mL)
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Figure 2-4-C. Chromatograms of precursors in the Biosolid 1 extract cleaned with ENVI-Carb and WAX (top panels) and with a
blend of ENVI-Carb, PSA, and C18 (bottom panels). The cleaned-up extracts were spiked prior to LC/MS/MS analysis.
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2.3.4. PSA, C18 and Envi-Carb

A few studies have used PSA and/or CI18 instead of ENVI-Carb to clean up biosolid
extracts.?**>! In our study, the Biosolid 1 extract cleaned by PSA and C18 alone or combined
remained highly opaque even after centrifugation and filtration (Photos A, B and D in Fig. 2-5).
Considering these samples’ physical appearance, they were deemed not suitable for LC/MS/MS

analysis and were not studied further.

Photo A Photo B Photo C Photo D Photo E Photo F Photo G

Biosolid 1 Biosolid 1 Biosolid 1 Biosolid 1 Biosolid 1 Biosolid 1 Biosolid 1

1g PSA 1g C18 1g ENVI-Carb 1g PSA 1g ENVI-Carb 1g ENVI-Carb 1g ENVI-Carb
1gC18 1g PSA 1g C18 1g PSA
1g C18

Figure 2-5. Photos A, B, C, D, E, F and G present the physical appearance of the Biosolid 1 extract

cleaned with various adsorbents specified below each photo.

The Biosolid 1 extracts that were treated by ENVI-Carb and different combinations PSA and/or
C18 were much less opaque (Photos C, E and F in Fig. 2-5), suggesting that ENVI-Carb was
essential for the cleanup of this sample. At the highest adsorbent doses (i.e., 1,000 mg of each
adsorbent), the final sample was transparent and nearly colorless (Photo G in Fig. 2-5). Further,
inspection of the chromatogram of this sample reveals that the baseline noise level was
significantly reduced, and the analyte peaks were well resolved (Fig. 2-3 bottom panel and Fig. 2-
6). When the amounts of PSA and C18 were reduced to 500 mg, 400 mg, 300 mg, and 200 mg,
the baseline noise level in the chromatogram progressively increased (Fig. 2-7). The baseline noise

level was also higher when either PSA or C18 was absent (Fig. 2-7).

The results presented above demonstrate that the cleanup of biosolid extracts is affected by both
adsorbent type and amount. For Biosolid 1, it was essential that the extract is treated with all three

adsorbents in order to obtain clean chromatograms. While higher doses of adsorbents will improve
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the removal of background organic compounds, it is recognized that increasing adsorbent dose
will reduce recovery efficiency, owing to the adsorption of PFAS to the adsorbents. As can be seen
from Fig. 2-8, the recovery values for isotopically labeled compounds were higher when Biosolid
1 extract was treated with less adsorbent. When the extract was treated with 1,000 mg ENVI-carb
+ 1,000 mg PSA + 1,000 mg C18, the recovery values ranged between 40 — 100%. When the
amounts of PSA and C18 decreased by half (i.e., 1,000 mg ENVI-carb + 500 mg PSA + 500 mg
C18), the recovery values increased to 60 — 130%. These recovery values are comparable to those
reported in several other studies. !620-243032-3445 The recovery values further increased to 80 — 180%
when the amounts of PSA and C18 were reduced to as low as 200 mg. As was mentioned earlier,
however, the baseline noise level was also appreciably higher with this treatment combination. For
the isotopically labelled fluorotelomer sulfonates (M2-6:2 FTS, M2-4:2 FTS, and M2-8:2 FTS),
the recovery values were between 140 — 450 % under all cleanup conditions. A recovery value
greater than 100% could be attributed to ionization enhancement by the matrix. Previous studies

have also observed high recoveries for these same compounds. *!+42-5%-31.69.70

Extract of Biosolid 1 cleaned with 1000mg ENVI-Carb + 500mg PSA + 500mg C18
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Figure 2-6. Chromatograms of various PFAS in the Biosolid 1 extract cleaned with blends of

ENVI-Carb, PSA, and C18.
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Figure 2-7. Chromatograms of PFOS in the Biosolid 1 extract cleaned with blends of ENVI-Carb, PSA, and C18.
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Figure 2-8. Mean Recovery Values (n=3) of mass-labelled PFAS of Biosolid 1 cleaned with 1,000 mg ENVI-Carb and various
amounts of PSA and C18.
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2.3.5. PFAS in six biosolid samples

Considering the trade-off between analyte recovery and chromatogram quality, the treatment
combination consisting of 1,000 mg ENVI-carb + 500 mg PSA + 500 mg C18 was deemed most
appropriate for the cleanup of Biosolid 1 extract. This adsorbent formulation was then applied to
the analysis of Biosolids 2 — 6. For these biosolid samples, the chromatograms, presented in Fig.
2-9 consisted of well-resolved analyte peaks and low baseline noise levels. While varied across
the six studied biosolid samples, the recovery value for each isotopically labeled compound
generally fell in the 40 — 160% range (Fig. 2-10). With the biosolid samples (Biosolid 1 and
Biosolid 4) that were spiked with both native and isotopically labeled PFAS, the average recovery
values (based on triplicate spiked samples) of the native PFAS were comparable (p > a = 0.05) to
those of the isotopically labeled counterparts (Table 2-3). Thus, the concentration of the native
PFAS can be calculated based on the R of the isotopically labeled compounds along with the

analyte/surrogate peak area ratio.
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Figure 2-9-A. Chromatograms of all PFASs in the Biosolid 1 extract cleaned with ENVI-Carb (1000 mg), PSA (500 mg) and C18 (500

mg).
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Extract of Biosolid 3 cleaned with ENVI-Carb (1000 mg) + PSA (500 mg) and C18 (500 mg)
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Figure 2-9-B. Chromatograms of all PFASs in the Biosolid 3 extract cleaned with ENVI-Carb (1000 mg), PSA (500 mg) and C18 (500
mg).
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Extract of Biosolid 4 cleaned with ENVI-Carb (1000 mg) + PSA (500 mg) and C18 (500 mg)
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Figure 2-9-C. Chromatograms of all PFASs in the Biosolid 4 extract cleaned with ENVI-Carb (1000 mg), PSA (500 mg) and C18

(500 mg).
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Extract of Biosolid 5 cleaned with ENVI-Carb (1000 mg) + PSA (500 mg) and C18 (500 mg)
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Figure 2-9-D. Chromatograms of all PFASs in the Biosolid 5 extract cleaned with ENVI-Carb (1000 mg), PSA (500 mg) and C18
(500 mg).
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Extract of Biosolid 6 cleaned with ENVI-Carb (1000 mg) + PSA (500 mg) and C18 (500 mg)
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Figure 2-9-E. Chromatograms of all PFASs in the Biosolid 6 extract cleaned with ENVI-Carb (1,000 mg), PSA (500 mg) and C18
(500 mg).
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Table 2-3. Recovery values for native and isotopically labeled PFAS. Biosolid 1 and Biosolid 4
were spiked with both native PFAS (5 ng/compound) and isotopically labeled PFAS (2

ng/compound), and the spiked samples were extracted and analyzed.

Biosolid 1

Analytes Recovery Internal standards Recovery p
PFBA 95+ 4 ['*C4] MPFBA 87 + 4 0.07
PFPeA 95+6 [1*Cs] MPFPeA 92+5 0.50
PFHxA 97 +7 ['*Cs] MPFHxA 101 +4 0.29
PFHpA 108 +5 ['3C4] MPFHpA 112+2 0.30
PFOA 102+3 ['*Cs] MPFOA 108 +3 0.10
PFNA 137+6 ['*Co] MPFNA 130+ 8 0.28
PFDA 160+ 11 [1*Cs] MPFDA 156 £ 10 0.62
PFUdA 109+6 ['*C7] MPFUdA 117+7 0.09
PFDoA 95+4 ['*C2] MPFDoA 85+5 0.08
PFTrDA 85+5 ['3C2] MPFTeDA 74+ 4 0.05
PFTeDA 80+5 ['3C2] MPFTeDA 74+ 4 0.14
PFBS 78+5 ['*C3] MPFBS 84 +3 0.17
PFPeS 90 + 4 ['*C3] MPFBS 84+3 0.17
PFHxS 96 £ 6 ['*C3] MPHxS 91+3 0.21
PFHpS 94 + 4 ['*C3] MPHxS 91+3 0.25
PFOS 93+3 ['*Cs] MPFOS 93 +2 1.00
PFNS 98 +5 ['*Cs] MPFOS 9342 0.22
PFDS 100+ 9 ['*Cs] MPFOS 93+2 0.38
4:2FTS 215+12  [13C2] M4:2FTS 190 + 10 0.05

6:2FTS [1*C2] M6:2FTS 410+ 20

8:2FTS 325+ 13 [13C2] M8:2FTS 298 + 13 0.05
FOSA 100+ 5 [*Cs] MFOSA 107 + 4 0.11
MeFOSAA 137+ 6 [2d]MMeFOSAA 134+ 3 0.58
EtFOSAA 138+ 7 [°d2] MEtFOSAA 144 +3 0.14
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Biosolid 4

Analytes Recovery Internal standards Recovery p
PFBA 86+6 ['3C4] MPFBA 81+5 0.28
PFPeA 89 + 4 ['*Cs] MPFPeA 93 +2 0.25
PFHxA 109 + 4 ['*Cs] MPFHxA 11143 0.41
PFHpA 125+5 ['3C4] MPFHpA 128 +3 0.49
PFOA 134+ 4 ['*Cs] MPFOA 133+£2 0.70
PFNA 156 +7 ['*Co] MPFNA 152+3 0.37
PFDA 181+ 6 ['3Cs] MPFDA 175+ 3 0.23
PFUdA 158 +7 ['*C7] MPFUdA 164+5 0.25
PFDoA 14145 ['*C2] MPFDoA 142+ 3 0.85

PFTrDA 66 + 4 ['*C2] MPFTeDA 68+ 6 0.60

PFTeDA 74+3 ['3C2] MPFTeDA 68+ 6 0.26
PFBS 116 +7 ['*C3] MPFBS 115+ 4 0.78
PFPeS 111+7 ['*C3] MPFBS 115+ 4 0.43
PFHxS 109+ 6 ['*C3] MPHxS 114+5 0.27
PFHpS 119+ 4 ['*C3] MPHxS 114+5 0.29
PFOS 105+5 ['*Cs] MPFOS 110+ 4 0.21
PFNS 101 £6 ['*Cs] MPFOS 110+ 4 0.10
PFDS 104+ 5 ['*Cs] MPFOS 110 + 4 0.16
4:2FTS 232+ 14 [*C2] M4:2FTS 210+ 10 0.06
6:2FTS [1*C2] M6:2FTS 399 + 10
8:2FTS 369+ 13 [13C2] M8:2FTS 400 + 20 0.05
FOSA 97 +3 [3Cs] MFOSA 100 + 3 0.26

MeFOSAA 121+5 [2d]MMeFOSAA 129 + 3 0.11
EtFOSAA 156 + 6 [°d2] MEtFOSAA 170 + 10 0.13
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The concentrations of each PFAS in Biosolids 1 — 6 are presented in Fig. 2-11. In general, the
total PFAAs concentrations in the biosolid samples our study, which ranged between 16 and 96
mg/kg, were comparable to those reported in previous studies. Based on the total concentration as
well as the individual concentration of each PFAA in Biosolids 1, 2, 4 and 5, it appears that alkaline
treatment resulted in a decrease in the concentration of PFAAs. The total PFAAs (inset of Fig. 2-
5) decreased from 96.2 + 1.7 mg/kg in Biosolid 2 to 62.4 = 0.9 mg/kg in Biosolid 5, which was
generated by treating Biosolid 2 at pH =9 and 70 °C for 20 minutes. The total PFAA concentrations
in Biosolid 1 and Biosolid 4 (which was generated by treating Biosolid 1 generated at pH = 9 and
70 °C for 20 minutes) were 16.0 = 0.3 mg/kg to 15.2 £ 0.4 mg/kg, respectively (inset of Fig. 2-11).
The difference between these two values was statistically significant (p < a = 0.05). One possible
explanation for this trend was that PFAAs leached out of biosolid during alkaline treatment, due
to a pH increase. The pH of the as-received biosolid samples is: Biosolid 1, pH = 7.8; Biosolid 4,
pH = 9.1; Biosolid 2, pH = 6.3; Biosolid 5, pH = 8.7. It has been established that the affinity of

PFAAs to solid surfaces, including biosolids, decreases as pH increases.>”> !

Of the three PFAA precursors measured, the concentration of FOSA (i.e., a sulfonamide) in the
pre- and post-alkaline treatment samples did not differ appreciably. Both Biosolids 1 and 4
contained 1.6 + 0.1 mg/kg FOSA, while Biosolid 2 and 5 contained 5.3 + 0.1 mg/kg and 5.2 = 0.3
mg/kg FOSA, respectively. In contrast, the concentration of MeFOSAA and EtFOSAA (i.e., the
sulfonamido acetic acid compounds) decreased by 20 — 70% after alkaline treatment. To determine
if this change is due to partitioning and/or transformation, future research will need to measure the
concentration of these compounds in the liquid phase generated from the alkaline treatment in

order to examine the mass balance.
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Figure 2-11. The concentrations of various PFAS in the five biosolids investigated in this study. Of the 24 measured PFAS, the following
compounds were not present in all biosolids: PFPeS, PFHxS, PFHpS, PFNS, 4:2 FTS, and 8:2 FTS. Due to cross contamination, 6:2
FTS is not reported. Inset: the total PFAA concentration in Biosolids 1, 4, 2 and 5. Biosolids 4 and 5 were produced via thermal alkaline
treatment of Biosolids 1 and 2, respectively. The total PFAA concentrations in Biosolid 1 (16.0 + 0.3 mg/kg) and Biosolid 4 (15.2 + 0.4
mg/kg) were statistically different (p <a = 0.05).
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2.4. Conclusion

Several analytical methods for the quantification of PFAS in wastewater sludges and biosolids
were proposed over the past two decades, including the recently published US EPA Draft Method
1633. In all methods, the cleanup of extract to eliminate interfering organic and inorganic
compounds prior to LC-MS/MS analysis is critical to obtaining acceptable chromatogram quality
and recoveries of PFAS from these complex matrices. While a variety of adsorbents have been
employed in the cleanup step, we argue that a “one-size-fits-all” method may not exist.
Specifically, in this study, we observed that none of the existing methods could prevent precipitate
formation when methanolic extracts from the five studied biosolids were reconstituted with water.
Centrifugation and filtration of the reconstituted extracts to remove precipitates did not sufficiently
eliminate interferences to allow PFAS quantification. To overcome this issue, the use of blends of
adsorbents (ENVI-Carb, PSA, C18) with different adsorptive properties that could remove a
broader range of interfering substances was evaluated. A blend consisting of 1000 mg ENVI-Carb,
500 mg PSA and 500 mg C18 was used to successfully analyze PFAS in the five studied biosolids.
While this adsorbent formulation shows considerable promise, the optimum formulation could be
sample-specific, given that sludges and biosolids vary widely in characteristics. Thus, the
adsorbent formulation should be modified to obtain an optimal trade-off between chromatogram
quality and PFAS recovery. Additional research is needed to assess the robustness of the cleanup

method developed in this study against a broader range of sludge and biosolids matrices.
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Chapter 3
Quantification of PFAS Fate in Sludge Handling Systems

Abstract

PFAS are highly toxic compounds that have been detected in biosolids and are of concern due
to the potential for leaching to soils and groundwater upon biosolids land application. This study
evaluated the fate of PFAS in two full-scale Canadian sludge handling systems, namely WWTP-
A and WWTP-B. Both systems included thickening, anaerobic digestion and dewatering. WWTP-
B also had dissolved air flotation, fermentation and blending. Out of 15 detected PFAS, PFOS was
the most abundant, which is among the most toxic and bioaccumulative PFAS. The concentrations

of PFOS were as high as 12.9 pg/kg and 53 ng/L in solid and liquid samples, respectively.

Mass balance analyses of liquid-solid separation (i.e., thickening and dewatering) and blending
showed that the mass flows of 92% of the 15 detected individual PFAS did not change through
these processes, suggesting that these physical processes characterized with short sludge retention
time (SRT) did not result in significant PFAS formation or removal. While the fermentation
process (SRT of 4 days) also did not cause a significant change in a majority (16/24) of mass flows
of target PFAS in WWTP-B, the anaerobic digestion processes in WWTP-A and WWTP-B (SRTs
of 45 and 20 days, respectively) resulted in mass flow increases for a majority (13/22) of the
detected individual PFAAs and mass flow decreases for all detected precursors. The PFAAs
formation and precursors degradation magnitudes were higher in WWTP-A. These results showed

that SRT may be a key factor affecting PFAS fate in sludge handling systems.

In the overall sludge handling systems, the highest increases in mass flows were observed for
PFOS and PFDA (>100%) in WWTP-A, and PFOS and PFHxS (>30%) in WWTP-B.
Furthermore, the mass flows of the precursors decreased (10-40%) in both WWTPs. In the liquid-
solid separation processes, the PFAS with the carbon chain lengths of C3 to C6 were mostly
present (between 50% and 86%) in the liquid streams, whereas the PFAS with the chain lengths
higher than C6 were mostly present (between 50% and 121%) in the solid streams. Moreover,
PFSAs were found to be 1.4 to 4 times more prone to binding to solids as compared to PFCAs
with the same carbon chain length. These results showed that carbon chain length and functional

groups are the key factors determining PFAS fate in sludge handling systems.
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Collectively, the results of this study provide in-depth information about the behavior of PFAS
through the entire train of sludge handling systems. The results generated in this study will inform

decision-making for the development of effective approaches to biosolids management.

3.1. Introduction

Per- and polyfluoroalkyl substances (PFAS) are anthropogenic compounds that possess both
hydrophilic and hydrophobic properties. Moreover, PFAS contain multiple C-F bonds, which are
one of the strongest chemical bonds.!** Thus, PFAS can largely withstand physical, chemical or
biological degradation. These unique properties of PFAS have made them useful in a variety of
consumer products, including firefighting foams and fireproofing materials, non-stick coatings for
cookware, waterproofing agents, surfactants, cosmetics, inks, insulation for electrical wiring, and
pesticides.>® The wide usage of PFAS and their recalcitrance has led to their detection in surface
water, groundwater, sediments, soils, and biota.?®3% Furthermore, evidence of harmful
toxicological properties of these compounds adds to the environmental concern.”!! As a result,
researchers and regulators have taken a keen interest in developing mitigation strategies and
regulatory guidelines for PFAS. To date, regulatory guidelines for PFAS have only been proposed
for drinking water, but these guidelines have become increasingly stringent as further information
about these compounds has come to light. For example, the US Environmental Protection Agency
(US EPA) has recently revised PFAS recommended levels in drinking water for perfluorooctane
sulfonate (PFOS) and perfluorooctanoate (PFOA) to 0.02 ng/L and 0.004 ng/L respectively.3’-3
Likewise, Health Canada has announced its intention to establish an objective of 30 ng/L for the
combined total of all PFAS detected in drinking water.”>’® As the regulations for drinking water
become more rigorous, it can be expected that regulations for other environmental matrices may
follow suit. Therefore, quantifying PFAS discharges to the environment will become increasingly

important.

Biosolids are the products obtained from the sludge handling systems of wastewater treatment
plants (WWTPs). These systems consist of a train of processes where the sludges generated in
wastewater treatment are processed and stabilized. The product biosolids are typically nutrient-
rich and are often applied to agricultural land as a soil amendment. However, some studies have
shown that the presence of PFAS in soils can increase upon the application of biosolids.*'*** This

is consistent with reports of amounts of PFAS in biosolids.!>2!’#7¢ For instance, the average PFOA
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concentration in biosolids collected from WWTPs around the US ranged from 20 pg/kg to 320
ug/kg, whereas the concentration of PFOS varied between 13 pg/kg and 530 pg/kg. In addition to
PFOS and PFOA, perfluorodecanoate (PFDA) and perfluorododecanoate (PFDoA) have also been
detected, with concentrations of up to 990 pg/kg and 500 pg/kg, respectively.!>1%41:7677 In Canada,
biosolids have been reported to contain as much as 17,000 ug/kg PFOS and 770 pg/kg PFOA,
while perfluorononanoate (PFNA), PFDA, PFDoA, perfluoroundecanoate (PFUdA) and
perfluorooctane sulfonamide (PFOSA) concentrations ranged between 10 pg/kg and 623
ng/kg. 224787 In addition to these PFAS, other compounds such as perfluorobutanoate (PFBA),
perfluoropentanoate (PFPeA), perfluorotetradecanoate (PFTeDA), perfluorobutane sulfonate
(PFBS), perfluoropentane sulfonate (PFPeS), perfluorohexane sulfonate (PFHxS), N-methyl
perfluorooctane sulfonamido acetate (MeFOSAA) and N-ethyl perfluorooctane sulfonamido

acetate (EtFOSAA) have been reported at concentrations of up to 150 pg/kg.

Given the ubiquity of PFAS in biosolids, information on the factors that influence their fate in
sludge handling systems is needed to inform decision-making regarding the development of
effective approaches to handle and dispose of biosolids in the future. However, most previous
studies only reported the levels of PFAS present in the final product (i.e., biosolids), with only a
limited number of studies investigating the fate of PFAS in sludge handling processes.?*%
Lakshminarasimman et al. (2021) investigated the behavior of PFAS in pelletization, alkaline
stabilization, anaerobic digestion, and aerobic digestion.?* Their findings showed that pelletization
and alkaline stabilization led to an overall increase in total PFAS mass flows by 19% and 99%,
respectively. In addition, aerobic and anaerobic digestion systems exhibited both PFAS formation
and removal, with individual PFAS mass flows either increasing (278%) or decreasing (71%). In
another study, Li et al. (2022) studied aerobic digestion of anaerobically digested sludge and
observed a substantial increase in the concentrations of PFPeA (by 571%), PFHxA (by 253%),
PFBS (by 340%) and PFOS (by 91%), while some precursors (6:2 fluorotelomer sulfonate (6:2
FTS), EtFOSAA and MeFOSAA) showed no significant reduction.?> The increase in PFAA
concentrations observed in both studies was attributed to the biotransformation of perfluoroalkyl
phosphate esters (PAP) during anaerobic digestion. It is noted that while these two studies have
examined PFAS fate for individual units within sludge handling processes, they did not
comprehensively evaluate PFAS fate through an entire train of processes. Additional research is

needed to generate information on the fate of PFAS through entire sludge handling systems,
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because this insight will inform decision-making for potential process modifications aimed at

mitigating PFAS accumulations in biosolids.

The objective of this study was to investigate the fate of PFAS through sludge handling systems.
To this end, sampling campaigns were carried out at two WWTPs in Canada that employed both
distinct and similar sludge handling processes. Thickening, fermentation, anaerobic digestion, and
dewatering processes were collectively studied between the two plants. Solids balances were
conducted. Subsequently, PFAS mass flows were estimated using measured solid and liquid
concentrations. The fate of PFAS was assessed by comparing the mass flows of PFAS in and out

of processes.

3.2. Materials and Method

3.2.1. Chemicals and materials

The details of the mass labelled and native PFAS standards, adsorbents and all other chemicals
were provided in Section 2.2.1. Solid phase extraction (SPE) cartridges (weak anion exchange

(WAX), 6 cc/150 mg) used for liquid sample extractions were purchased from Waters, Canada.

3.2.2. Sample collection

This study involved sampling campaigns at two WWTPs sludge handling facilities in Canada.
The sludge handling facilities are denoted from this point forward as WWTP-A and WWTP-B.
WWTP-A is located in a city with a population of 312,000 people, while WWTP-B is one of the
WWTPs that treat wastewater in a metropolitan region with a population of approximately 890,000
people. At WWTP-A (Fig. 3-1), the waste activated sludge (WAS) is initially handled by gravity
drum thickening (GDT), then the primary sludge (PS) and the thickened waste-activated sludge
(TWAS) were subjected to anaerobic digestion (AD) and dewatering (DW). The sludge handling
system at WWTP-B employs a GDT and two fermenter units to process PS, and a dissolved air
flotation (DAF) unit to thicken WAS. Subsequently, the solid streams are blended (SBT) prior to
AD and DW. Fig. 3-1 presents sampling points where solid and liquid samples were taken. All
other sample acronyms can be found in the glossary. Samples were initially categorized as solid

or liquid based on the visual inspection of the suspended solids levels that settled at the bottom of
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the sampling bottle. The details and significance of this categorization to the selection of analytical

methods for PFAS will be discussed in Section 3.2.5.

The sampling campaign in WWTP-A was conducted over a duration of four weeks. During the
first week, sampling took place on three consecutive days to characterize daily variations in PFAS
concentrations. For the subsequent three weeks, sampling was conducted one day per week to
characterize weekly concentration variations. In WWTP-B, sampling was carried out over a period
of three weeks, with sampling occurring on a single day each week. Sampling in WWTP-B was
shorter due to plant constrictions. On each sampling day and at each sampling point, three
subsamples were collected at 3-hour intervals over a period of 6 hours. These subsamples were
then blended to create one composite sample. For free-flowing streams, 350 mL samples were
collected into a 500 mL HDPE bottle by direct filling from the process control taps by first flushing
the taps to get representative samples. Cake samples were scooped due to the high solids content.

The details of composite sampling are described in the subsequent section.

Powder-free nitrile gloves were used during sampling, and bottles and scoops were precleaned
using LCMS-grade water and methanol to prevent cross-contamination of samples. The bottles

were placed into separate Ziploc bags and then stored in coolers for transportation.
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Figure 3-1. The sludge handling systems of WWTP-A and WWTP-B and sampling points.
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3.2.3. Sample handling

All samples were transported to the University of Waterloo on ice. The subsamples collected
from WWTP-A were transported the same day, while WWTP-B subsamples were shipped by
courier with a transit time of 2 days. Upon receipt, solid subsamples were composited by mixing
in a clean 1,000 mL PP beakers, and then the composited sample was transferred back to a 500
mL HDPE bottle for storage. Liquid samples were composited and stored in 1,000 mL HDPE
bottles. After compositing, approximately 50 mL of sample was used for the characterization of
pH, total solids (TS) and volatile solids (VS). The samples categorized as liquid were also tested
for total suspended solids (TSS). The remaining portions of liquid samples were either stored at 2
— 4 °C and extracted the following day or stored at -20 °C until extraction to minimize biological
activity. The remaining portions of solid samples were stored at -20 °C prior to analysis. Prior to
analysis, solid samples were freeze-dried, homogenized using a mortar and pestle, and sieved
through a 2 mm stainless steel mesh. The homogenized and sieved samples were stored at 2 — 4

°C until extraction.

3.2.4. Sample characterization

3.2.4.1.TS and VS

TS and VS measurements were conducted according to Standard Method (SM) 2540B and SD
2540E.%° Briefly, 1 to 2 g of a sample was placed in an aluminum pan (conditioned for one hour
at 550 °C) with a known weight. The pan containing the sample was then placed in a 105 °C oven
for at least 2 hours or until the last two weight measurements were found to be the same. The
increase in weight over the empty dish represented TS. For VS analysis, the same pan was placed
into a 550 °C furnace, and the weight was measured periodically until no change in weight was
recorded. The reduction in weight represented the VS. All tests were performed in triplicates to

assess analytical variability.

3.2.4.2. TSS and VSS

TSS and VSS of liquid samples were measured according to SM 2540D and SM 2540E.%
Briefly, TSS was measured by filtering 10 mL of the sample through a 1.6 um glass microfiber
filter (Pall Corporation). The filter had been dried (at least for one hour at 550 °C) and its weight

was recorded prior to filtration. The filter and pan were then placed into a 105 °C oven and the
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weight was measured periodically until no change in weight was recorded. The increase in weight
relative to the initial weight represented TSS. For VSS analysis, the same filter was placed into a
550 °C furnace for at least an hour and reweighed after cooling. The reduction in weight

represented VSS. All tests were performed in triplicates to assess analytical variability.

3.2.5. PFAS extraction and analytical procedures

For the categorization of the samples as either liquid or solid, all samples were visually
inspected to determine the level of suspended solids that settled at the bottom of the sampling
bottles. The cut-off level was determined as 1/5 (the ratio of the length of the settled suspended
solids in 500 mL HDPE bottle to the length of the total sample). For the samples collected from
the streams marked with a (%) in Fig. 3-1, it was determined that these samples contained more
than the cut-off level of suspended solids which were too much to be analyzed by the methods that
are used to quantify PFAS in liquid samples, but enough to be dried and analyzed by the methods
that used to quantify PFAS in solid samples. Thus, these samples were categorized as solid
samples, and the concentration of PFAS in these samples were quantified using the analytical
method developed in Chapter 2. For the samples collected from the streams marked with a (%),
while visual inspections of the level of settled suspended solids suggested that these samples
contained less suspended solids (lower than 1/5 cut-off level), the measured TSS values of these
samples were as high as 7,000 mg/L (the TSS concentration of each sample will be presented in
Section 3.3 “Results and Discussion’). The high TSS values suggest that PFAS in these samples
cannot be analyzed by US EPA Method 1633, because this method is only intended for the
quantification of PFAS in wastewater samples having a TSS value lower than 250 mg/L.
(According to US EPA Method 1633, if the TSS concentration is higher than 250 mg/L, SPE
cartridges used to pre-concentrate PFAS will be clogged). 2’ To enable the analysis of PFAS in
these samples, US EPA Method 1633 was modified to reduce the number of suspended solids in
each sample, following the procedure depicted in Fig. 3-2. Briefly, an unfiltered 200 mL sample
was transferred to an ultracentrifuge bottle and spiked with isotopically labelled PFAS surrogates
(2 ng each). The spiked sample was then centrifuged for one hour at 40,000 RCF. Subsequently,
the supernatant (~190 mL) was decanted into a clean 250 mL HDPE bottle. A volume of 10 ml of
0.1% methanolic ammonium hydroxide solution was added to the ultracentrifuge tube containing

the remaining solid-liquid mixture and the suspension was then shaken by hand prior to
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transferring to a 15 mL PP tube and vortexing to extract PFAS adsorbed on the solids. The solution
was then centrifuged for 15 minutes at 3,100 RCF, and the supernatant was combined with the 190

mL supernatant.

Sample Preparation

Centrifugation
(Ultracentrifuge)

Supernatant Transfer

e ——
Transfer to 15 mL PP Tube Centrifugation
—_— _—
30 min
Spiked 200 ml Sample FINAL Wash the Solid-Liquid -
SAMPLE mixture with 10 mL of
Methanol

(0.1% NH,OH)

Transfer
the Supernatant

Figure 3-2. Details of sample preparation step in analytical workflow employed liquid samples.

Subsequently, the combined supernatant was subjected to SPE extraction and cleanup (Fig. 3-3).
This part of the method consisted of four steps. In Step 1, the combined supernatant was passed
through an SPE cartridge (WAX, 6 cc/150 mg) that had been conditioned with 1% NH4OH in
methanol and 0.1 M HCOOH in water. In Step 2, the loaded cartridge was fully dried under
vacuum. In Step 3, the analytes retained by the SPE cartridge were eluted with 8 mL of 1%
methanolic ammonium hydroxide solution. In Step 4, the eluate was evaporated to 0.5 mL and
then transferred to a microcentrifuge tube containing 40 mg ENVI-Carb and 25 pL glacial acetic
acid for clean-up. The mixture was vortexed for one minute and centrifuged for 15 minutes at
22,000 RCF. Finally, 0.4 mL of supernatant was transferred to a 1.5 mL polypropylene vial and
mixed with 0.4 mL water, resulting in a final sample of 50/50 v/v water/methanol that was analyzed
a Shimadzu 8030 LC/MS/MS. Details of the instrument operating conditions and recovery

calculations were described in Section 2.3 .4.

The QA/QC procedures for solid samples were similar to those described in Chapter 2. For
liquid samples, QA/QC procedures consisted of the analysis of one LC/MS/MS grade water

sample (200 mL) per ten field samples to determine if the reagents and materials were free of target

49



PFAS analytes. Also, 7 LC/MS/MS grade water samples (200 mL/sample) were spiked with native
PFAS (0.16 ng each) and isotopically labelled PFAS (1 ng each), and the spiked samples were
extracted and analyzed. The standard deviation (S) of the analyzed PFAS concentrations was

calculated based on these 7 samples, and LOQ for each PFAS was calculated as LOQ =10 x S.

Step 1 Step 2 Step 3 Step 4
|Cartridge Conditioning+Extraction ||| Cartridge Drying Elution Clean-up + Analysis
Reservoir —» 1) 3 ml Methanol 1) 4 ml Methanol
2) 3 ml Methanol (1% NH,0H) (1% NH,OH)
3) 3 ml Water (0.1 M HCOOH) 2) 4ml Methanol = =
m (1% NH,OH) ——:
4) 200 ml Spiked sample w \ 9/ S —
3 q T f . & 1) Evaporation to 0.5 ml
i i 5 2) ENVI-C Cleaning
§ Z i 3) Sample Prep
3 g 2 (1:1 v/v MeOH:H,0)
3 Y 4) LC-MS/MS Analysis
M
Vacuum Manifold Vacuum Manifold Vacuum Manifold
No Vacuum Vacuum around 10-15 Vacuum around 1-3
mm Hg mm Hg

Figure 3-3. Analytical workflow employed liquid samples.

3.2.6. Mass balance calculations

PFAS mass balances were calculated to obtain information that could be employed to
understand their fate through the sludge handling systems. The mass balances were based on the
flow data collected from the full-scale facilities and the measured PFAS concentrations. The daily
recorded flow data (m>/day) of each stream was provided by the plants over the sampling period
(i.e., one month). The flow data of the liquid recycling streams (i.e., filtrate, subnatant, supernatant,
centrate) were not available in both plants. For these streams, the flows were calculated as the
difference between the measured inlet and outlet flows of each process’s unit. Average and
standard deviations of the flow data were calculated from this data set. These values were then

used in the calculation of solids balances and PFAS mass flows.

Solids mass flows for each stream were calculated using Equation 1.
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Ms avg = Qavg X TSapg X Sg X 103 (1)

where Ms, avg is the average solids mass flow (kg/day), Qave is the average flow (m®/day), TSav is
the average total solid (kg/kg) value measured in the lab, S, is the specific gravity and 10° is the
density of water (kg/m?). 1.01, 1.02 and 1.07 were used for S of liquid samples, sludges and cake,

respectively.>°

The standard deviations of solids flows were calculated using Equation 2.%!

) +( STS ) X MSavg (2)

Sus = (

avg

where Sws is the standard deviation of solids mass flow, Sq is the standard deviation of flow data

and Srts is the standard deviation of the total solids test.

The difference between mass flows entering and leaving each process was then calculated and
tested using paired t-tests at a 95% confidence level to determine if the solids mass balances could

be closed.

The average mass flow of each PFAS compound in liquid and solid streams was calculated

using Equations 3-a and 3-b respectively.

MPFAS—L,avg = Qavg X Cpras- ,avg (3-a)

MPFAS—S,avg - MS,avg X CPFAS—S,avg (3-b)
where Mpras.L, avg and Mpras.s, avg are the average PFAS mass flow (mg/day) for liquid and solid
samples, respectively, and Cpras-L, avg and Cpras.s, avg 1S the average concentrations of PFAS for

liquid (mg/m®) and solid (mg/kg) samples, respectively.

The standard deviations of the PFAS mass flow in liquid and solid streams were calculated by
promulgating the variability of the flow and PFAS concentrations using Equations 4-a and 4-b,

respectively !

3

_ 2 CPFAS—L 2

Smpras—L = \/ % ) + (—c )2 X Mppas— avg (4-a)
PFAS-L,avg
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SMS SCPFAS-S \?
SMPFAS—s = \/ (M (—c )2 X Mppas— avg (4-b)
S,av g PFAS-S,avg

where Smpras-L and Smpras-s are the standard deviation of PFAS mass flows for liquid and solid
samples, respectively. Scpras-L and Scpras-s are the standard deviations of PFAS concentrations for

liquid and solid samples, respectively.

Mass balance closure was assessed for each individual PFAS in each process by comparing

the mass flows in and out with paired student t-tests at a 95% confidence level.

3.3. Results and Discussion

3.3.1. Flow and solids balances

Solids mass balances were calculated to initially assess the quality of data that was meant to be
the basis for the subsequent PFAS mass balance assessments. Volumetric flow data and solids
content for the various streams in the sludge handling systems of WWTP-A and WWTP-B are
presented in Table 3-1 and Table 3-2. The TS mass flows, calculated based on Eq. 1, are presented
in Table 3-3. Based on the results of the paired t-tests (p > o = 0.05), it was determined that
statistical differences between the influent and effluent TS were only observed for AD in both
WWTPs. The apparent destruction of total solids in the anaerobic digesters was approximately
30% and, which was within the range of typical values for such systems.?* The consistent mass
balance closures for TS in the remaining processes provided confidence in the use of the flow and

solids content data in the subsequent PFAS mass flow analyses.
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Table 3-1. Flows (average of 30 daily flow data recorded in WWTP-A and WWTP-B).

Flow (Avg + Std Dev) (m?/day)

In Out
WAS-A 1,390 + 50
Thickening TWAS-A 140 £ 10
Filt-A 1,250 £ 42
<F ' PS-A 230+ 12
E %T;EZE?S TWAS-A 140+ 10
= DS-A 360 +£23
DS-A 360 + 23
Dewatering Cake-A 30.1 1
Cent-A 350+ 11
. . WAS-B 6,946 + 120
Dllislggfii If‘“ Sub-B 5,689 %91
TWAS-B 1,202 £ 52
PS-B 1 3,378 £ 112
Thickening Overf-B 2,750 = 127
TPS-B 733 £29
PS-B 2 2,725 +£99
. EW-B 447 + 13
Fermentation 1
FS-B 1 31715
Super-B 1 2,436 + 83
=) PS-B 3 1,697 £ 77
o _ EW-B 1,604 + 30
= Fermentation 2
= FS-B 2 455+ 36
= Super-B 2 2,917 =210
TWAS-B 1,202 £ 52
TPS-B 733 £29
Blending Tank FS-B 1 317 £ 15
FS-B 2 455+ 36
MS-B 2,738 £ 103
Anaerobic MS-B 2,738 £ 103
Digestion DS-B 3,387 + 108
DS-B 2,348 £ 92
Dewatering Cake-B 230 £28
Cent-B 1,600 + 101
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Table 3-2. Solids concentrations (n = 18 for WWTP-A (triplicate tests and 6 different samples

collected in 4 weeks) and n =9 for WWTP-B (triplicate tests and 3 different samples collected in

3 weeks). VS (%) represents the % fraction of TS.

TS (%) VS (%) TSS (mg/L) VSS (mg/L) pH
WAS-A 0.5+0.1 60.2 £ 1.0 3,900 + 195 3,040 + 50 7.1+0.1
TWAS-A 3.0+0.1 753 +£0.3 6.9+0.1

: Filt-A 0.2+ 0.0 79.9 £ 1.7 1,400 + 30 1,106 + 76 7.1+0.1
; PS-A 34403 794+ 1.8 6.4+0.2
= DS-A 24+02 65.1+1.1 73+0.1
Cake-A 25.1+04 68.1 0.8 75+0.1
Cent-A 0.1+0.0 67.4 + 0.4 600 + 30 456 + 32 7.6+0.1

PS-B 1 1.1£0.1 85.2+2.1 6.2+0.1
Overf-B 0.1+0.0 83.0£2.2 1,100 + 50 902 + 54 6.8+0.1

TPS-B 47+03 80.9+ 1.6 5.6+0.1

PS-B 2 0.6+ 0.1 843+£28 6.9+0.1

EW-B 6.6+ 0.1

FS-B 1 45+02 79.8 +2.1 55+0.1
Super-B 1 0.1+0.0 79.7+1.9 1,200 + 50 966 + 97 6.3+0.1

2 PS-B 3 1.0£0.1 85.1+0.9 6.4+0.1
; Super-B 2 0.1+0.0 76.1+1.5 1,200 + 40 941 + 83 6.2 +0.1
= FS-B 2 3.140.1 80.3+1.6 53+0.2
WAS-B 0.8+0.1 76.7 + 1.6 6,900 % 70 5,424 + 131 58+0.1

Sub-B 0.0 £ 0.0 76.6 = 2.1 100 £ 10 77+ 6 6.5+0.1
TWAS-B 43+03 76.3 + 1.4 55+0.2

MS-B 41402 78.6£0.5 5.6+0.2

DS-B 2.5+0.1 67.6+1.2 7.5+0.1

Cake-B 20.4+0.9 69.7 + 0.9 7.7+0.1

Cent-B 0.2+0.1 70.0 £ 0.5 2,200 =+ 90 1,538 + 68 7.5+0.1
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Table 3-3. Mass flows of total solids.

Average = Std Dev. (kg/day)

In Out p Values*
WAS-A 6,255 + 186
Thickening TWAS-A 4,214 £ 107 0.26
< Filt-A 1,874 + 51
' . PS-A 7,883 £519
= Anaerobic TWAS-A | 4214+ 107 0.00
s Digestion DS-A 8,743 = 415
g s
DS-A 8,743 + 415
Dewatering Cake-A 7,540 £ 303 0.12
Cent-A 1,025 + 89
. . WAS-B 52,330 + 3,323
D‘;ﬁ‘;lt;‘t’gn‘?“ Sub-B 398 +21 0.70
TWAS-B 51,686 +2,617
PS-B 1 37,158 £ 2,133
Thickening Overf-B 2,628 £ 199 0.56
TPS-B 34,167 +£2,299
PS-B 2 17,168 + 1,750
] EW-B
Fermentation 1 FSB 1 14.265 733 0.81
Super-B 1 3,059 + 195
ﬂlﬁ PS-B 3 17,312 £ 1,085
-9 . EW-B
E Fermentation 2 FSB 2 13919+ 1117 0.84
= Super-B 2 3,403 + 338
TWAS-B 51,686 +2,617
TPS-B 34,167 £2,299
Blending Tank FS-B 1 3,059 £ 195 0.12
FS-B 2 3,403 £338
MS-B 112,258 + 3,800
Anaerobic MS-B 112,258 + 3,800 0.00
Digestion DS-B 82,982 + 3,123 ’
DS-B 57,526 +2,100
Dewatering Cake-B 46,896 + 1,988 0.57
Cent-B 11,664 =703
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3.3.2. PFAS fate analysis

3.3.2.1. QA/QC

The results of method blanks were initially analyzed to assess the level of background
contamination that could be expected in the laboratory. Based on the analysis of the blank
extractions, it was determined that the reagents and materials utilized in this study were PFAS-
free, except for 6:2 FTS, which was present in several blanks. Attempts to identify and eliminate
the 6:2 FTS cross-contamination sources were not successful. As such, 6:2 FTS was excluded from

the analyte report list.

LOQ values were estimated for both the liquid and solid analytical methods to establish the
minimum concentrations that could be quantified. The LOQ values for the target PFAS in solid
extractions were reported in Chapter 2 (Table 2-2). The LOQ for the PFAS compounds in the
liquid extractions are presented in Table 3-4 and varied between 0.5 and 3.0 ng/L. The LOQ values

were deemed to be sufficiently low to support the subsequent mass balance analyses.
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Table 3-4. LOQ of the liquid sample analytical method. The LOQ of 6:2 FTS was not reported

due to cross-contamination in blank samples.

LOQ
(ng/L)
PFBA 1.0
PFPeA 3.0
PFHxA 0.5
PFHpA 0.5
PFOA 0.5
PFNA 0.5
PFDA 0.5
PFUdA 0.5
PFDoA 0.5
PFTrDA 1.0
PFTeDA 1.0
PFBS 0.5
PFPeS 0.5
PFHxS 0.5
PFHpS 0.5
PFOS 0.5
PFNS 1.0
PFDS 1.0
4:2 FTS 1.5
6:2 FTS -
8:2 FTS 1.5
FOSA 0.5
MeFOSAA 0.5
EtFOSAA 0.5
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The recovery of isotopically labelled PFAS in samples was determined as an additional measure
of data quality. Recovery values obtained from liquid and solid sample extractions are presented
in Fig. 3-4. The vast majority of the recovery values fell within the range of 50% to 150%, which
were similar to the values reported in other studies.!®20243032-3445 The recovery values for M2-
4:2FTS, M2-6:2FTS and M2-8:2FTS were found to be up to 250% for liquid samples and 500%
for solid samples. These high recovery values were attributed to the matrix facilitating ionization
enhancement. Previous studies have also observed high recovery values for the same compounds.
414250516970 However, the high recovery values have not impacted the target PFAS concentration

calculations as native to mass-labelled PFAS ratios were used in the calibration curve and

calculations.
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. \WAS-A
. Filt-A
3 Cent-A
I EW-B
2580 HE Overf-B
™ Super-B 1
[ Super-B 2
/1 WAS-B
200 - | IEEE Sub-B
E Cent-B
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Recovery (%)

|
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|
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Figure 3-4-A. Mean recovery values (n=18 for WWTP-A (triplicate extractions and 6 different
samples collected in 4 weeks) and n=9 for WWTP-B (triplicate tests and 3 different samples collected
in 3 weeks) of mass-labelled PFCA of liquid samples.
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Figure 3-4-B. Mean recovery values (n=18 for WWTP-A (triplicate extractions and 6 different samples
collected in 4 weeks) and n=9 for WWTP-B (triplicate tests and 3 different samples collected in 3

weeks) of mass-labelled PFSA and precursors of liquid samples.

59



300

mmm TWAS-A 3 TPS-B
BN PS-A  EEEE FSB1
== DS-A B FSB2

250 | =]
I
—
—

Cake-A I TWAS-B
PS-B1 R MS-B
PS-B2 W DS-B
PS-B3 mmmm Cake-B
200 -
150

Recovery (%)

100

50

Figure 3-4-C. Mean recovery values (n=18 for WWTP-A (triplicate extractions and 6 different samples collected in 4 weeks) and n=9
for WWTP-B (triplicate tests and 3 different samples collected in 3 weeks) of mass-labelled PFCA of solid samples.

60



N FS-B 1
BN FS-B 2
Il MS-B
[ -
[

1 Cake-A I TWAS-B

N TWAS-A 1 TPS-B

B PS-A
= DS-A

]

HEEN

600

400 ~

T
o
o
™

200

(9,) Alanooay

=9

18 for WWTP-A (triplicate extractions and 6 different samples collected in 4 weeks) and n
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Figure 3-4-D. Mean recovery values (n



3.3.2.2. PFAS concentrations

Of'the 24 PFAS analytes, 15 were detected in most samples. PFTrDA, PFTeDA, PFPeS, PFHpS,
PFNS, PFDS, 4:2 FTS and 8:2 FTS were not detected in any samples and hence are not
subsequently discussed. The concentrations of the target PFAS in the liquid and solid samples
(Table 3-5 and 3-6) were initially examined to characterize their relative presence in the samples.
Seven of the 15 detected PFAS analytes (PFBA, PFHxA, PFOA, PFDA, PFBS, PFOS and
MeFOSAA) were selected for detailed presentation and discussion. These compounds represent
different functional groups, chain lengths, and degrees of fluorination. The concentrations of these

compounds were also compared with data that was available in the literature.

The average individual PFAS concentrations in all solid samples (0.2 and 12.9 pg/kg) (Table 3-
5) were examined to establish the level of contamination that was present. Among the analytes,
PFOS and PFDA were present at the highest concentrations and reaching up to 12.9 and 8.2 ng/kg,
respectively in the DS, TWAS, and Cake samples. Other compounds that were also present at an
appreciable level (between 4 and 7 pg/kg) included PFOA, PFHxA, PFDoA and MeFOSAA in the
majority same sample types. Other compounds (PFBA, PFPeA, PFHpA, PFNA, PFUdA, PFBS,
PFHxS, FOSA and EtFOSAA) were present at lower concentrations (<4 pg/kg) in all solid

samples.

The solid sample concentrations were compared between the two WWTPs for the 7 PFAS to
assess whether there were differences in the levels of contamination between the two facilities
(Fig. 3-5). The concentrations in the inlet streams (PS) of two WWTPs were first compared as they
were considered to be indicative of the levels of PFAS entering the WWTPs. Between the two
plants, the concentrations of 5 out of the 7 PFAS (PFBA, PFHxA, PFOA, PFDA and PFBS) in the
PS of WWTP-B were 2 - 4 times higher than WWTP-A. This difference was attributed to
differences in the concentrations of PFAS in the raw wastewater that are impacted by the
sewershed characteristics. A comparison of the sewersheds of the two plants was beyond the scope

of this work.

The concentrations of PFAS in cake (i.e., biosolid) samples were also examined as they are the
product of the sludge handling process train and reflect the levels that could be destined for land
application. The concentrations in the cake of WWTP-B were 2 - 3 times higher for four out of the

7 PFAS (PFHxA, PFOA, PFDA, and PFBS). The higher concentrations observed in WWTP-B’s
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cake samples were consistent with the higher PFAS concentrations in the inlet stream to this

WWTP.

The concentrations in the cake samples determined in this study were compared against those
reported in previous studies to benchmark the data from this study. Letcher et al. (2020) reported
PFOS concentrations between 0.5 and 50 pg/kg, while other individual PFAS concentrations
ranged between 1 and 23 pg/kg in various biosolid samples collected from over 20 WWTPs in
Canada.” Venkatesan and Halden (2013) surveyed composite biosolid samples representing 32
US states and found that PFOS (403 + 127 pg/kg) was the most abundant while the mean
concentrations of other individual PFAS ranged between 2 and 21 pg/kg.'® It was concluded that
the concentrations in the biosolids of this current study were comparable to those reported in the

literature.
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Table 3-5. PFAS concentrations in solid samples (n = 18 for WWTP-A (triplicate extractions and 6 different samples collected in 4
weeks) and n =9 for WWTP-B (triplicate tests and 3 different samples collected in 3 weeks).

Concentration (ng/kg)
PS-A | PS-B1 | PS-B2 | PS-B3 T“;AS T“;;AS TPS-B | FS-B1 | FS-B2 | MS-B DS-A DS-B C:i(e- Ci;(e-
PFBA 09+ 2.1+ 2.6+ 1.8+ 0.4+ 0.7+ 0.6 £ 0.8+ 1.1+ 0.7+ 1.9+ 1.2+ 0.6 £ 0.5+
0.1 0.4 0.5 0.3 0.0 0.1 0.1 0.1 0.2 0.1 0.3 0.2 0.2 0.0
PFPeA 20+ 1.7+ 1.7+ 20+ 20+ 2.6+ 1.9+ 23+ 20+ 22+ 35+ 35+ 22+ 28+
¢ 0.1 0.3 0.3 0.4 0.2 0.2 0.3 0.3 0.2 0.4 0.3 0.2 0.2 0.2
PFHXA 0.6+ 4.1+ 36+ 39+ 24+ 4.8+ 27+ 20+ 24+ 4.7+ 37+ 6.6+ 1.9+ 6.5+
X 0.2 0.7 0.7 0.7 0.4 0.4 0.4 0.3 0.4 0.8 0.4 0.9 0.4 0.5
PFHDA 03+ 0.4+ 0.4+ 0.3+ 0.4+ 0.5+ 0.4+ 0.4+ 0.5+ 0.5+ 03+ 0.6 £ 0.3+ 0.7+
p 0.0 0.1 0.1 0.1 0.0 0.0 0.1 0.0 0.1 0.1 0.1 0.1 0.1 0.1
PFOA 03+ 1.2+ 1.2+ 1.2+ 32+ 42+ 0.9+ 09+ 1.5+ 2.4+ 2.4+ 42+ 20+ 5.1+
0.0 0.2 0.2 0.2 0.5 0.3 0.1 0.1 0.3 0.4 0.2 0.5 0.4 0.4
PFNA 02+ 0.5+ 03+ 03+ 1.0+ 0.5+ 0.5+ 03+ 0.4+ 0.4+ 0.6+ 0.6+ 0.7+ 0.6+
0.0 0.1 0.1 0.1 0.2 0.0 0.1 0.0 0.1 0.1 0.1 0.1 0.1 0.0
PFDA 1.1+ 1.8+ 1.3+ 2.1+ 8.1+ 4.0+ 1.8+ 1.9+ 2.7+ 3.6+ 8.2+ 4.8+ 4.6 6.4+
0.2 0.3 0.2 0.4 1.2 0.4 0.3 0.2 0.5 0.6 0.2 0.6 1.0 0.5
1.2+ 1.4+ 2.1+ 2.1+ 1.4+ 2.1+ 29+ 2.0+ 25+ 33+
PFUdA ND 0.2 0.3 0.4 ND 0.2 0.2 0.3 0.5 0.3 ND 0.3 ND 0.3
4.0+ 2.7+ 2.6+ 1.6 £ 4.8+ 3.1+ 3.0+ 3.0+ 4.7+ 6.0 £
PFDoA ND 0.7 0.5 0.5 ND 0.1 0.7 0.4 0.5 0.5 ND 0.6 ND 0.5
PFBS 0.8+ 43+ 3.8+ 22+ 0.4+ 0.6 £ 2.0+ 22+ 2.8+ 1.4+ 1.4+ 2.6 £ 0.5+ 1.9+
0.1 0.7 0.7 0.4 0.0 0.1 0.3 0.3 0.5 0.2 0.2 0.3 0.1 0.2
0.6 + 0.7+ 0.6 £ 0.4+ 1.5+ 0.7+ 1.4+ 0.8+
PFHxS 0.1 ND ND ND 0.1 0.0 ND ND ND 0.1 0.2 0.1 0.3 0.1
PFOS 2.4+ 25+ 1.5+ 1.7+ 129+ 6.4+ 2.1+ 1.6 £ 1.8+ 42+ 9.5+ 9.4+ 109 + 10.1 +
0.4 0.4 0.3 0.3 0.9 0.5 0.3 0.2 0.3 0.5 0.4 1.2 2.0 0.8
1.3+ 25+ 1.2+ 0.8+ 22+ 0.5+ 23+ 0.8+
FOSA 0.2 ND ND ND 0.3 0.1 ND ND ND 0.1 0.3 0.1 0.3 0.1
1.6 £ 0.8+ 1.7+ 1.4+ 7.0+ 2.4+ 1.0+ 2.4+ 2.5+ 2.0+ 35+ 23+ 39+ 2.6+
MeFOSAA 0.4 0.1 0.3 0.3 1.0 0.2 0.1 0.3 0.4 0.3 0.4 0.2 0.5 0.2
35+ 32+ 1.9+ 1.0+ 2.5+ 1.0+ 3.6+ 1.4+
E(FOSAA 0.7 ND ND 0.5 0.3 ND ND ND 0.2 0.5 0.1 0.4 0.1
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Figure 3-5. Average concentrations (n = 18 for WWTP-A (triplicate extractions and 6 different
samples collected in 4 weeks) and n = 9 for WWTP-B (triplicate tests and 3 different samples
collected in 3 weeks) of selected PFAS in solid samples.
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The individual PFAS concentrations in liquid samples were examined as the sampled streams
either represented loading to the sludge handling system (WAS) or are typically recycled to
wastewater treatment and hence can contribute to the loading onto wastewater treatment. These
concentrations (Table 3-6) ranged between 0.5 and 53 ng/L. PFHxA and PFOS were the most
prevalent compounds, with concentrations as high as 42 and 53 ng/L in WAS and Cent samples,
respectively. The concentration of PFPeA, PFBS, PFDA, PFBA, PFOA and MeFOSAA ranged
between 20 and 30 ng/L in these streams. PFHpA, PFNA, PFUdA, PFDoA, PFHxS, FOSA and
EtFOSAA were observed at lower concentrations (<10 ng/L).

The liquid sample concentrations of the selected 7 PFAS were compared between the two
WWTPs (Fig. 3-6). The WAS stream concentrations were compared between the plants to assess
whether there were differences in this input to the sludge handling systems. The concentrations in
the WAS of WWTP-B were, in general, 2 to 5 times higher than those of WWTP-A for 6 out of 7
selected PFAS. This difference in concentrations in WAS streams was attributed to differences in

the raw wastewater entering the plants and was consistent with the PS data.

The PFAS concentrations in other liquid streams (Filt, Overf, Sub, Super, Cent) were compared
between two WWTPs to obtain insights into compounds that are being recycled back into the
wastewater treatment processes (Fig. 3-6). There was no apparent trend in the concentrations of
the comparable liquid streams between the WWTPs. It was noted that a majority of PFAAs in the
final liquid stream (Cent) exhibited 2 — 4 times higher concentrations as compared to internal liquid
streams (Filt, Overf, Sub, Super) in both WWTPs. The subsequently described mass balance
analysis was conducted to gain better insight into the fate of PFAS through the individual and

overall sludge handling processes.
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Table 3-6. PFAS concentrations in liquid samples (n = 18 for WWTP-A (triplicate extractions and 6 different samples collected in 4
weeks) and n =9 for WWTP-B (triplicate tests and 3 different samples collected in 3 weeks).

Concentration (ng/L)

Super-B

Super-B

WAS-A WAS-B Filt-A Overf-B Sub-B EW-B 1 ) Cent-A Cent-B

PFBA | 37406 | 125+23  3.1+02  20.1+34 | 91+13 | 24403 | 150426 | 10520 | 29.0£2.0 27.9+28
PFPeA | 120411 | 165430 75406 | 43407 | 43206 | 33204 | 31+05 26405 | 32.1+22 | 291429
PFHXA | 22.6+3.1 38038 | 187415 299430 | 10.0£09 | 9112 | 11.0£1.9 | 143227 | 42.1£29 | 27.0+ 14
PFHpA | 20404 | 45+08  13=0.1 | 1.0£02 | 1.0£01 | 07+01 | 09+02 | 12402 | 21+0.1 | 38=06
PFOA | 206432 | 318457 | 126410 | 51+09  3.6+05 | 31402 | 51409 42408 201414 | 192433
PFNA | 34+08  39+07 | 1001 | 0701 | 0701  06=0.1 | 0801 | 1.1+02 | 39+03 | 3.1+05
PFDA | 66+09  33.0+36 | 50+04 | 1.7£03 | 15+£02  12+01 | 1202 | 13+02 | 3.0+02 | 89+15
PFUdA ND | 150+27  ND | 19403 | 1.1£02 | 02=00  03=0.1 | 06+01  ND | 2.6+04
PFDoA ND | 145426 ND | 21404 | 1.0£0. | 04=0.1 | 2304 | 17+03  ND | 2204
PFBS | 70+11 | 103+18  67+05 | 320£32| 70410 | 55407 | 79413 | 89+1.1 262418 2905+29
PFHxS | 48+04 | 44+08 | 3.6+03 | ND | 17402 | ND ND ND | 40403 @ 59+1.0
PFOS | 119413  53.1+58 | 85407 | 62411 36405 | 07+01 | 19403 | 2004  39+03 | 235+26
FOSA | 107+17 | 93+17 | 17401 | ND | 07+0.1 | ND ND ND | 0901 | 12402
Mel;OSA 2.1£21 | 179432 | 3303 | 0200 | 09+0.1 0200 | 06+0.1 | 0.5+0.1 | 1.5+0.1 | 24=04
E(FOSAA | 118+08 158+28 | 2702 | ND | 1.0£0.1 | ND ND ND | 05:00 | 29+05
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Figure 3-6. Average concentrations (n = 18 for WWTP-A (triplicate extractions and 6 different
samples collected in 4 weeks) and n = 9 for WWTP-B (triplicate tests and 3 different samples
collected in 3 weeks) of selected PFAS in liquid samples.
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3.3.2.3. PFAS mass balances

To assess the mass balance results, the sludge handling processes were divided into four groups
based on their underlying operational principles. The first group consisted of liquid-solid
separation processes and included the thickening of PS and WAS by GDT, the thickening of WAS
by DAF, and the dewatering of DS by DW. The second group involved sludge blending and
included the mixing of TWAS, TPS and FS in the SBT. The third group addressed fermentation
and included the fermentation and thickening of PS. The fourth group included anaerobic digestion
and involved the digestion of blended sludges. The mass flows and balances of the 15 detected
PFAS are presented for each group in Figures 3-7, 3-8, 3-9, and 3-10. To assess whether treatment
processes statistically impacted the mass flows of PFAS entering and leaving a unit, the paired t-

test (p > o = 0.05) was performed. The p values are presented in the figures.

3.3.2.3.1. Liquid-solid separation processes

Liquid-solid separation processes (GDT, DAF and DW) are employed to increase the solids
concentration and hence reduce the volume of sludges by reducing the volume of free water. GDT
uses gravity to settle solids, while DAF encourages solids to float to the surface. DW, on the other
hand, uses the force from the rapid rotation of a cylindrical bowl to separate solid phases. GDT
and DAF processes are mostly used for the thickening of sludges upstream of digestion, while DW
is employed after digestion. Considering the relatively short solids retention times (SRT) of these
processes, it was expected that there would be no PFAS transformation or removal. Hence, it was

anticipated that similar PFAS mass flows would enter and leave these processes.

The mass flows of the 15 detected PFAS in the solid-liquid separation processes are presented
in Fig. 3-7. From this figure, it can be seen that a majority of PFAS mass flows did not significantly
change through these processes. The exceptions were PFDA and PFOS in the GDT of WWTP-A,
PFPeA, PFHXA and PFHxS in the DAF of WWTP-B, and FOSA in the DW of WWTP-B with p
values ranging between 0.00 and 0.04. The incidents of lack of mass balance closure were
somewhat random and their causes could not be identified. These represented only 8% of all of
the individual PFAS mass balances conducted on the liquid separations processes. As such, it was
concluded that the liquid-solid separation processes, which are the physical processes with short
SRTs, did not cause major formation or removal of PFAS as hypothesized. The distribution of

PFAS into product streams in these processes will be discussed subsequently.
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Figure 3-7. PFAS mass flows in liquid-solid separation processes (a) thickening of WAS-A by
GDT (b) thickening of WAS-B by DAF (c¢) thickening of PS-B by GDT (d) dewatering of DS-A
by DW and (e) dewatering of DS-B by DW.
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3.3.2.3.2. Blending process

Similar to the solid-liquid separation processes, the blending process in WWTP-B has a short
SRT and it was expected that there would be a good mass balance closure around this process.
Consistent with this expectation, the PFAS mass flows and p values summarized in Fig. 3-8
demonstrated that a large majority (13/15) of the PFAS demonstrated mass balance closure
(exceptions were PFHxXS (p = 0.04) and FOSA (p = 0.04)). The good mass balance closure for a
majority of the compounds was considered indicative of good quality data and that the mass flows

entering the AD process were accurately characterized.
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Figure 3-8. PFAS mass balances in the blending of sludges (TWAS-B, FS-B 1, FS-B 2 and TPSB).

3.3.2.3.3. Fermentation processes

Sludge fermentation produces readily biodegradable organic matter by breaking down organic
material with the help of anaerobic bacteria. The fermentation process in WWTP-B ferments PS
in a continuous-flow mixed reactor that is coupled to a GDT. The SRT of the combined process
was approximately 4 days. The two FM units in WWTP-B generate FS with TS values of 3% and
4.5%, respectively. As PFAS precursors have been found to be degraded in anaerobic and aerobic

24,25,82-86

digestion in previous studies, it was considered important to assess whether PFAS

degradation would be observed in the FM.

The PFAS mass flows that were calculated for the two FM units are presented in Fig. 3-9. From

this figure, it can be seen that most of the PFAS (16/24) demonstrated no significant difference in
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the mass flows through FM. Modest increases in mass flows were observed for PFBA (p: 0.04) in
FM 2, PFPeA (p: 0.04) in FM 1, PFHpA (p: 0.02) in FM 2, PFNA (p: 0.01) in FM 2, PFDA (p:
0.04) in FM 1 and PFBS (p: 0.01) in both FM units, while a decrease was observed for PFBS (p:
0.03) in FM 1. Among the precursors, MeFOSAA demonstrated no significant difference in the
mass flows (p: 0.10) in FM 1, while there was a slight mass flow increase (p: 0.03) in FM 2. The
lack of significant PFAA formation and precursor degradation in these processes was attributed to
the relatively short SRT of the fermenters compared to typical digestion processes that range

between 20 and 45 days. 2423-82-8
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Figure 3-9. PFAS mass balances in fermentation (a) FM-1 (b) FM-2.

3.3.2.3.4. Anaerobic digestion processes

AD is commonly used to stabilize sludges in the absence of oxygen. At WWTP-A the AD
process digested a mixture of TWAS and PS and at WWTP-B a combination of TWAS, TPS and
FS was treated. Both plants generated DS with TS concentrations around 2.4%. The SRT differed
somewhat between WWTP-A and WWTP-B (45 days versus 20 days, respectively). On the basis

24,25,82-85

of literature reports, the degradation of PFAS precursors through this process was

anticipated.
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The PFAS mass flows for the AD processes at the two WWTPs are presented in Fig. 3-10. From
this figure, it can be seen that mass flow increases were observed for a majority (13/22) of the
PFAA in both plants. The highest increases in mass flows were observed for PFBA, PFHxA,
PFOA, PFBS and PFHxS in WWTP-A (between 50% and 70%), while mass flow increases in the
range of 30% and 50% were observed for PFBA, PFOA, PFBS, PFHxS and PFOS in WWTP-B.
The elevated levels in WWTP-A may be due to the higher SRT of WWTP-A, which allows for an
extended period for the degradation process to occur. The results suggest that the SRT in AD may
be a key factor affecting PFAA formation in sludge handling systems.

Among the 6 precursors, only three (FOSA, MeFOSAA and EtFOSAA) were detected in the
samples collected from the inlet and outlet streams of the AD process in both plants. The mass
flows of the precursors decreased through AD by 29 - 47% in WWTP-A and 20 - 32% in WWTP-
B (Fig. 3-9). The difference in the magnitude of mass flow decreases was consistent with the longer

SRT of WWTP-A. The trends in precursor transformation agreed with those observed for PFAS

formation.
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Figure 3-10. PFAS mass balances in AD (a) WWTP-A (b) WWTP-B.
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3.3.2.4. PFAS destinations

The distribution of PFAS mass flows between the outlet streams of the GDT, DAF, DW and
FM processes was examined to obtain insight into their destination through sludge handling
systems, since the liquid streams in these processes are recycled back to the upstream processes
within WWTP-A and WWTP-B. In this analysis, the PFAS mass flow in the inlet streams of each
unit was set to 100% and the percentage of outlet streams was calculated as the ratio of the PFAS
mass flow in the outlet stream to the total PFAS mass flow of the inlet streams. In the subsequent

discussion, the impact of functional groups and chain lengths on PFAS destinations is examined.

3.3.2.4.1. Liquid-solid separation processes

The distribution of PFAS mass flows between the solid and liquid streams exiting GDT, DAF
and DW are presented in Table 3-7. The distribution of PFAS between liquid and solids streams
ranged widely. The underlying reasons for the varying behavior of the PFAS in the different

processes are subsequently discussed in detail.

It was anticipated that the long-chain, and hence more hydrophobic, PFAS (>C7) distribution to
solid streams will increase with increasing solids capture in these streams. In WWTP-A, 67% of
the solids mass flow was captured in the TWAS stream of the GDT and this ratio was 86% in the
Cake stream of the DW. In the same plant, the long-chain PFAS (>C7) distribution to TWAS
ranged between 47% and 89%, while this distribution range was 62% and 115% in the Cake stream
of DW, agreeing with the anticipated trend. In WWTP-B, the solids capture in the TPS and TWAS
streams of GDT and DAF processes were around 93% and this ratio was 82% in the Cake stream
of DW. However, the long-chain PFAS (>C7) mass flow distributions in the TWAS, TPS and
Cake streams of GDT, DAF and DW processes were found similar ranging between 72% and
112%. Viewed collectively, solid capture alone was not enough to explain the fractionation of

long-chain PFAS in solid-liquid separation.

DW processes were compared between the two WWTPs to investigate the effect of this liquid-
solid separation process on PFAS in the different plants. While the long-chain PFAS (>C7)
distribution to solid streams (Cake) ranged between 62% and 112% in WWTP-A, this range was
79% and 120% in WWTP-B. Moreover, while the short-chain PFAS (<C7) distribution to liquid
streams (Cent) ranged between 10% and 70% in WWTP-A, this range was 31% and 60% in
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WWTP-B. These data showed that PFAS distributions to solid and liquid streams of the DW
process in WWTP-A and WWTP-B were not substantially different.

The impact of PFAS chain length on the distribution of PFAS between the liquid and solid
streams was investigated. From Table 3-7, it can be seen that the PFAS with carbon chain lengths
of C3 to C6 were mostly present in higher percentages (between 50% and 86%) in liquid streams,
whereas the PFAS with chain lengths higher than C6 were mostly present in higher percentages
(between 50% and 121%) in the solid streams. The results demonstrated that as the chain length
increased, the PFAS tended to exit in the solid streams (TWAS, TPS and Cake). This could be
attributed to the increased hydrophobicity of long-chain PFAS.

This is the first study that has comprehensively studied the fate of PFAS in sludge handling
systems by characterizing all liquid and solid streams. Thus, these are the first results that
investigated the impact of PFAS properties on PFAS destinations in sludge handling systems.
However, Kim et al. (2022) studied the fate of PFAS in wastewater treatment. In their study, it
was reported that short-chain PFAAs with a carbon chain length of C3 to C7 were present in greater
amounts in wastewater samples, whereas long-chain PFAAs (with a carbon chain length >C8)
were more dominant in the sludge samples.”* Viewed collectively, the results of the two studies
show that chain length plays an important role in determining the fate of PFAS in wastewater and

sludge systems.

PFAS that have different functional groups were also compared to evaluate the effect of
functional groups on PFAS destination. PFAA compounds (PFBA (C4), PFHxA (C6) and PFOA
(C8)) were compared with the corresponding PFSA compounds (PFBS (C4), PFHxS (C6) and
PFOS (C8)) respectively. The average ratio of PFAS mass flow in the solids stream to that of the
liquid stream was calculated for each of the compounds over all five liquid-solid separation
processes. The ratios were determined to be 0.5 and 0.8 for PFBA and PFBS, 2.9 and 3.9 for
PFHxA and PFHxS, 3.8 and 13.5 for PFOA and PFOS. Viewed collectively, the solid/liquid ratios
were higher for the PFSA compounds as compared to PFCAs, showing that PFSAs were more
prone to binding to solids. These findings showed that the functional group is also a key factor

determining PFAS fate in sludge handling systems.
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Table 3-7. Distribution of PFAS in outlet streams of liquid-solid separation processes (% of inlet mass flow).

WWTP-A WWTP-B WWTP-B WWTP-A WWTP-B
GDT DAF GDT DW DW
TWAS-A | Filt-A | TWAS-B | Sub-B | TPS-B | Overf-B | Cake-A | Cent-A | Cake-B | Cent-B
PFBA 33 75 43 60 27 71 30 68 35 60
PFPeA 41 66 52 65 43 53 44 70 58 38
PFHxA 32 74 64 52 60 54 48 58 70 31
PFHpA 61 58 77 18 72 37 67 34 74 36
PFOA 47 55 88 9 71 31 62 29 91 26
PFNA &9 27 95 15 92 10 75 20 80 16
PFDA 375% 68 101 4 92 7 90 3 109 5
PFUdA 104 6 107 12 108 3
PFDoA 80 6 111 4 104 1
PFBS 17 86 46 56 44 55 29 78 55 40
PFHxS 47 68 73 31 78 10 87 34
PFOS 329* 64 89 6 80 18 91 3 92 7
FOSA 71 14 92 6 105 2 111 6
MeFOSAA 89 13 99 4 98 2 112 2 100 3
EtFOSAA 83 21 91 5 101 1 114 8

* Higher than 150%
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3.3.2.4.2. Fermentation

There are two fermentation units in WWTP-B. PFAS enter these units via two inlet streams,
namely PS and EW. Hence, the distribution of PFAS mass flows between the outlet streams was
calculated as a fraction of the total mass flow of the PS and EW streams and presented in Table 3-
8. In both units, similar trends in distribution between the two outlet streams were observed. For
example, most of the PFAS with a chain length between C3 and C6 resulted in high presence
(>50%) in liquid streams, whereas most of the PFAS with a chain length higher than C6 were
present in high percentages (>80%) in the solid streams. As the chain length of PFAS increased,
the adsorption affinity to the solids increased. The longer chain PFAS tended to stay in the solid
streams (FS-B 1 and FS-B 2). Furthermore, PFSAs (PFBS (63%) and PFOS (85%)) were more
prone to binding to solids as compared to their PFCA counterparts (PFBA (33%) and PFOA
(70%)). These findings demonstrate that the impacts of chain length and functional group on the
destination of PFAS in fermentation processes were consistent with those observed in the other

solids-liquid separation processes.

Table 3-8. Distribution of PFAS between outlet streams of fermentation processes (% of inlet

mass flow).
WWTP-B
FM 1 FM 2
FS-B 1 Super-B 1 FS-B 2 Super-B 2
PFBA 25 80 44 88
PFPeA 83 64 46 54
PFHxA 43 40 39 51
PFHpA 86 36 94 54
PFOA 58 46 81 48
PFNA 86 36 97 54
PFDA 119 13 99
PFUdA 124 3 110
PFDoA 95 12 91 11
PFBS 47 49 80 56
PFOS 88 16 82 19
MeFOSAA 117 5 142 6
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3.3.2.5. Overall fate

As previously demonstrated, PFAS were observed to partition differently between the liquid
and solid streams of the individual processes in the two WWTPs and hence it was considered
important to examine the overall formation, removal and destination of PFAS considering all of
the sludge handling processes together. PS and WAS streams were considered as the inlet streams
to the sludge handling system in WWTP-A, while the EW streams in the FM units were considered
as an additional inlet stream for WWTP-B. The outlet streams consisted of liquid streams from
liquid-solid separation processes (i.e., Filt, Cent) and the solids streams (Cake) from dewatering

(Table 3-9).

The percent formation of individual PFAS throughout overall sludge handling systems was
initially investigated as increases in mass flow through the system influenced the interpretation of
the destination of PFAS in outlet streams. From Table 3-9, in WWTP-A, the mass flows of a
majority (10/13) of the detected PFAS were observed to increase through the system with the
extent of increase ranging between 10% and 140%. In contrast, a smaller fraction (4/15) of the
PFAS was observed to have an increase in mass flows in WWTP-B, with the range spanning from
10% to 94%. The highest formation was observed for PFOS and PFDA (>100%) in WWTP-A,
and PFOS and PFHxS (>30%) in WWTP-B. These PFAS formations were attributed to the

precursor degradation seen in the AD processes of both plants.

The percent removal of individual PFAS throughout overall sludge handling systems was also
investigated. The mass flows of small fractions (3/13 and 3/15) of PFAS were observed to decrease
in WWTP-A and WWTP-B, respectively. These PFAS were all precursors, namely FOSA,
MeFOSAA and EtFOSAA in both plants. The degree of decrease in the mass flows was similar in
both WWTPs and ranged between 8% and 30%. The precursor removal could mainly be attributed

to the precursor degradation seen in the AD process of the sludge handling systems.

The overall destinations of individual PFAS were also examined to determine if PFAS
properties (i.e., carbon chain length) are also important to determine PFAS fate. The overall
fractionation of PFAS within each plant was initially investigated and then the two plants were
compared. Specifically, within the plants, the total fractionation of PFAS mass flows in the liquid
streams was compared with the final solid stream, the Cake. In WWTP-A, the majority of PFAS

with chain length >C7 were present in the Cake stream at high percentages ranging between 49%
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and 227%, while the majority of PFAS with chain length <C7 were present at high percentages in
the liquid streams (i.e., Filt, Cent), ranging between 72% and 114%. Similarly, in WWTP-B, while
the PFAS with chain length >C7 were present in the Cake stream at high percentages ranging
between 50% and 115%, the PFAS with chain length <C7 were present at high percentages ranging
between 66% and 110% in the liquid streams and recycled back to wastewater treatment processes.
The results demonstrate that there was a high degree of recycling of short-chain PFAS to the liquid
treatment train. These streams which have relatively low flows and low solids concentrations

might be targeted for the application of focused PFAS removal technologies.

Between WWTP-A and WWTP-B, the percent fractionations of long-chain PFAS in the Cake
streams (49 - 227% and 50 - 115%, respectively) and short-chain PFAS in the liquid streams (72
- 114% and 66 - 110%, respectively) did not differ substantially. In fact, the fractionation ranges
overlapped for most of the long-chain and short-chain PFAS. Only the maximum ranges were
found higher in WWTP-A. This might be attributed to the higher SRT of the AD process in
WWTP-A, which allowed for an extended period for the degradation process to occur leading to
PFAAs formation.
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Table 3-9. Distribution of PFAS between outlet streams of the overall sludge handling systems (% of inlet mass flow).

Outlet Streams

WWTP-A WWTP-B
Filt-A Cent-A Cake-A Sub-B Overf-B Super-B Cent-B Cake-B

PFBA 32 83 37 21 23 27 17 10
PFPeA 52 60 34 20 19 12 24 37
PFHxA 65 41 39 10 15 12 7 54
PFHpA 32 14 50 9 5 10 9 50
PFOA 51 23 49 6 4 8 13 66
PFNA 20 22 84 9 5 10 50
PFDA 35 6 194 2 1 2 4 97
PFUdA 3 2 1 3 78
PFDoA 2 2 3 1 85
PFBS 52 56 50 22 26 33 33 16
PFHxS 40 32 93 35 31 115
PFOS 29 4 227 4 3 2 7 101
FOSA 9 1 67 7 3 74
MeFOSAA 10 1 68 3 1 1 2 65
EtFOSAA 8 0 62 5 4 60
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3.4. Conclusion

This study examined the fate of PFAS by assembling PFAS mass balance at two sludge handling
systems in Canada. The study was conducted at full-scale WWTPs by including all main and side
streams (solid and liquid streams) to achieve full mass balance closures. To the best of our
knowledge, this is the first study to investigate the fate of PFAS at the full trains of sludge handling

processes. Some of the major findings were:

e PFOS was the most abundant compound in both solid and liquid streams with concentrations
reaching up to 12.9 pg/kg and 53 ng/L, respectively. This was followed by PFDA (8.1 pg/kg)
in solid and PFHxA (42.1 ng/L) in liquid streams.

e Physical treatment processes such as liquid-solid separation and sludge blending did not cause
major formation or removal in almost 92% of individual target PFAS in both WWTPs. These
findings demonstrated that these types of physical processes, with short SRTs, did not cause
major formation or removal of PFAS.

¢ Although being a biological process, FM did not cause a significant difference in the majority
of mass flows of target PFAS (16/24) in WWTP-B due to having short SRT (4 days) compared
to AD (ranges between 20 and 45 days).

e AD process resulted in mass flow increases for a majority (13/22) of PFAAs in both plants,
with the highest increases in PFBA, PFHxA, PFOA, PFBS and PFHxS between the range of
50% and 70% in WWTP-A and the range of 30% and 50% in PFBA, PFOA, PFBS, PFHxS and
PFOS in WWTP-B. The higher formation percentages seen in WWTP-A were attributed to
longer SRT (45 days) as compared to WWTP-B (20 days). It was concluded that the SRT may
be a key factor affecting PFAS fate in sludge handling systems

e AD process also resulted in mass flow decreases in all the precursors detected in the samples
(FOSA, MeFOSAA and EtFOSAA) between the range of 29% and 47% in WWTP-A and 20%
and 32% in WWTP-B. The higher removal percentages seen in WWTP-A were also attributed
to longer SRT.

e For the PFAS destinations in liquid-solid separation processes, PFAS with chain lengths of C3
to C6 mostly presented high percentages (between 50% and 86%) in liquid streams, whereas
the PFAS with chain lengths higher than C6 mostly presented high percentages (between 50%

and 121%) in solid streams. Moreover, the average ratio of PFSA mass flow in the solids stream
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to that of the liquid stream was mostly 1.4 to 3 times higher than that of PFCA, showing that
the sulfonate group is more prone to binding the solids than carboxylate. These results showed
that carbon chain length and functional groups are the key factors determining PFAS fate in
sludge handling systems.

In the overall sludge handling systems, the mass flows of all of PFAA (10/10) entering WWTP-
A increased (between 10% and 140%), and only a small fraction (4/12) of PFAAs mass flows
increased in WWTP-B (between 10% and 94%). The highest increases were observed for PFOS
and PFDA (>100%) in WWTP-A, and PFOS and PFHxS (>30%) in WWTP-B. Furthermore,
the decrease in the mass flows of precursors ranged between 10% and 30% in both WWTPs.
The removal of precursors and formation of PFAAs were attributed to the biological
degradation of precursors in both plants.

In the overall sludge handling systems, the majority of PFAS with chain length >C6 stayed in
the solid streams and ended up in Cake, while that of PFAS with chain length <C6 stayed in the
liquid streams and recycled back to wastewater treatment processes. This trend also showed
that while the recycling liquid streams might be targeted for the application of short-chain PFAS
removal technologies, the solid streams might be the focus point for the application of long-

chain PFAS removal technologies.
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Chapter 4

Conclusions and Recommendations

This research characterized the concentrations of PFAS throughout the sludge handling systems
of two full-scale WWTPs in Canada and provided insight into the underlying mechanisms
affecting their fate in these systems. The concentration data will support regulators with the
establishment of regulatory guidelines. Furthermore, the results of the PFAS fate analysis will

inform decision-making for the development of effective approaches to biosolids management.

A novel and improved analytical method was developed to accurately quantify the
concentrations of 24 PFAS compounds in solid streams, namely sludges and cakes, associated with
sludge handling processes. This innovative method was devised in response to the inadequate
applicability of previously reported analytical methodologies when dealing with a diverse range
of samples. Specifically, an adsorbent formulation consisting of 1,000 mg Envi-Carb, 500 mg PSA
and 500 mg C18 was developed for the cleanup of methanolic biosolids extracts to remove
background interferences. The developed formula was found to be effective over a diverse range
of sludges and biosolids. It should also be noted that this formulation can be modified for different

samples to obtain an optimal trade-off between chromatogram quality and PFAS recovery.

A modification of US EPA Method 1633 was developed and validated for the analysis of PFAS
in recycled liquid streams. The original method was developed to analyze wastewater samples with
TSS concentrations up to 250 mg/L. As the samples collected from the liquid streams of sludge
handling processes contained TSS concentrations ranging between 100 and 7,000 mg/L,
ultracentrifugation and extraction steps were added to the sample preparation step to first separate
the solids from the samples and then quantify the PFAS adsorbed on them. This modification
allowed the reliable quantification of PFAS in samples with TSS concentrations up to 7,000 mg/L.

PFOS, which has drawn the most attention due to its toxicity and bioaccumulative nature, was
found to be the most abundant PFAS with concentrations as high as 12.9 pug/kg and 53 ng/L in
solid and liquid samples, respectively. The data on PFOS along with other abundant PFAS (i.e.,
PFOA, PFDA, PFHxA) will be of interest to policymakers that are developing regulations on

biosolids disposition.
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The fate of PFAS at two full-scale sludge handling systems (WWTP-A and WWTP-B) in
Canada was investigated through mass balance analysis. Mass balance closures through individual
processes and overall systems were evaluated. In both systems, a majority of individual PFAS
mass flows did not significantly change through the liquid-solid separation and blending processes,
showing that these types of physical processes with short SRTs did not cause major formation or
removal of PFAS. AD, on the other hand, resulted in mass flow increases for a majority (13/22) of
the individual PFAAs in both plants (in the range of 50 - 70% in WWTP-A, and 30 - 50% in
WWTP-B), while the mass flows of the detected precursors decreased (in the range of 29 - 47%
and 20 - 32% in WWTP-A and WWTP-B, respectively). The degradation of PFAS precursors and
formation of PFAAs were attributable to biodegradation. While the FM process at WWTP-B is
also a biological process, there was no significant change in a majority (16/24) of mass flows of
target PFAS. This lack of precursor degradation and PFAAs formation observed in FM was
attributed to the short SRT (4 days) of this process (compared to the longer SRTs of 45 and 20
days for the AD processes in WWTP-A and WWTP-B, respectively). Overall, it was concluded
that biological processes led to the degradation of PFAS precursors and the formation of PFAAs,

and the SRT of these processes was a key factor affecting the degree of formation and removal.

The distribution of PFAS between solid and liquid streams was studied to characterize the
destination of PFAS throughout the sludge handling systems. PFAS with carbon chain lengths of
C3 to C6 were mostly present (between 50% and 86%) in the liquid streams, whereas PFAS with
chain lengths higher than C6 were mostly present (between 50% and 121%) in the solid streams.
In light of these results, the recycling of liquid streams from the sludge handling processes might
be targeted for the application of short-chain PFAS removal technologies, while the solid streams
might be the focus point for the application of long-chain PFAS removal technologies.
Furthermore, PFSAs were found to be 1.4 to 4 times more prone to binding to solids as compared
to their PFCAs counterparts (i.e., PFBS vs PFBA and PFOS vs PFOA), showing that carbon chain

length and functional groups are key factors determining PFAS fate in sludge handling systems.

In the future, it is recommended that the robustness of the analytical method developed here
should be assessed over a broader range of samples to validate the analytical method with sludges
and biosolids that have different characteristics. Further, additional sludge handling systems (i.e.,

composting and alkaline stabilization) could be studied with a similar approach to characterize the
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fate of PFAS in other common sludge handling processes. Finally, solid/liquid partition
coefficients (Kg) could be characterized and compared between different sludge handling
processes and systems. The availability of partitioning coefficients will facilitate the development

of models for predicting the fate of PFAS in sludge handling systems.

85



(1)

(2)

3)

(4)

()

(6)

(7)

(8)

References

Ullah, S.; Alsberg, T.; Berger, U. Simultaneous determination of perfluoroalkyl
phosphonates, carboxylates, and sulfonates in drinking water. J. Chromatogr., 2011, 1218

(37), 6388-6395.

Buck, R.C.; Franklin, J.; Berger, U.; Conder, J.M.; Cousins, I.T.; De Voogt, P.; Jensen,
A.A.; Kannan, K.; Mabury, S.A.; van Leeuwen, S.P. Perfluoroalkyl and polyfluoroalkyl

substances in the environment: terminology, classification, and origins. Integr. Environ.

Assess. Manage., 2011, 7 (4), 513-541.

Ding, G.; Shao, M.; Zhang, J.; Tang, J.; Peijnenburg, W.J. Predictive models for
estimating the vapour pressure of poly-and perfluorinated compounds at different

temperatures. Atmos. Environ., 2015, 75, 147-152.

Amin, Md. A.; Sobhani, Z.; Liu, Y.; Dharmaraja, R.; Chadalavada, S.; Naidu, R.; Chalker,
J.; Fang, C. Recent advances in the analysis of per- and polyfluoroalkyl substances

(PFAS)—A review. Env. Tech. & Innov., 2020, 19, 100879.

Mahinroosta, R.; Senevirathna, L. A review of the emerging treatment technologies for

PFAS contaminated soils, 2020, J. of Env. Management, 2020, 255, 109896.

Meegoda, J.; Kewalramani, J.; Li, B.; Marsh, R. W. A Review of the Applications,
Environmental Release, and Remediation Technologies of Per- and Polyfluoroalkyl

Substances, J. Environ. Res. Public Health, 2020, 17, 8117.

Groffen, T.; Wepener, V.; Malherbe, W.; Bervoets, L. Distribution of perfluorinated
compounds (PFASs) in the aquatic environment of the industrially polluted Vaal River,

South Africa. Sci. Total Environ., 2018, 627, 1334-1344.

Toms, L.; Breaunig, J.; Vijayasarathy, S.; Phillips, S.; Hobson, P.; Aylward, L.L.; Kirk,
M.D.; Mueller, J.F. Per- and polyfluoroalkyl substances (PFAS) in Australia: current
levels and estimated population reference values for selected compounds. Int. J. Hyg

Environ. Health, 2019, 222, 387-394.

86



)

(10)

(1)

(12)

(13)

(14)

(15)

Dickman, R.; Aga, D. A review of recent studies on toxicity, sequestration, and
degradation of per- and polyfluoroalkyl substances (PFAS). Hazard. Mat., 2022, 436,
129120.

Sunderland, E.; Hu, S.; Dassuncao, C.; Tokranov, A.; Wagner, C.; Allen, J. A review of
the pathways of human exposure to poly- and perfluoroalkyl substances (PFASs) and
present understanding of health effects. Exp. Sci. Environ. Epidem., 2019, 29 (2), 131-
147.

Sims, J.; Stroski, K.; Kim, S.; Killeen, G.; Ehalt, R.; Simcik, M.; Brooks, B. Global
occurrence and probabilistic environmental health hazard assessment of per- and

polyfluoroalkyl substances (PFASs) in groundwater and surface waters. Sci. Tot.

Environ., 2022, 816, 151535.

Campo, J.; Masia, A.; Pico, Y.; Farre, M.; Barcelo, D. Distribution and the fate of
perfluoroalkyl substances in Mediterranean Spanish sewage treatment plants, Sci. of the

Tot. Env., 2014, 472, 912-922.

Yu, J.; Nickerson, A.; Li, Y.; Fang, Y.; Strathmann, T. Fate of Per- and Polyfluoroalkyl
Substances (PFAS) during Hydrothermal Liquefaction of Municipal Wastewater
Treatment Sludge, Environ. Sci.: Water Res. Technol., 2020, 6, 1388-1399.

Arvaniti, O.; Asimakopoulos, A.; Dasenaki, M.; Ventouri, E.; Stasinakis, A.; Thomaidis,
N. Simultaneous determination of eighteen perfluorinated compounds in dissolved and
particulate phases of wastewater, and in sewage sludge by liquid chromatography-tandem

mass spectrometry. Anal. Methods, 2014, 6, 1341-1349.

Thompson, K.; Mortazavian, S.; Gonzales, D.; Bott, C.; Hooper, J.; Schafer, C.;
Dickenson, E. Poly- and perfluoroalkyl substances in municipal wastewater treatment
plants in the United States: seasonal patterns and meta-analysis of long- term trends and

average concentrations. Environ. Sci. Tech. Water, 2022, 2, 690-700.

87



(16)

(17)

(18)

(19)

(20)

21)

(22)

(23)

Lazcano R. K.; Choi, Y.; Mashtare, M.; Lee, L. Characterizing and comparing per- and
polyfluoroalkyl substances in commercially available biosolid and organic non-biosolid-

based products. Environ. Sci. Technol., 2020, 54, 8640-8648.

Gallen, C.; Eaglesham, G.; Drage, D.; Nguyen, T.; Mueller, J. A mass estimate of
perfluoroalkyl substance (PFAS) release from Australian wastewater treatment plants.

Chemosphere, 2018, 208, 975-983.

Munoz, G.; Michaud, M.; Liu, M.; Duy, S.; Montenach, D.; Resseguier, C.; Watteau, F.;
Sappin-Didier, V.; Feder, F.; Morvan, T.; Houot, S.; Desrosiers, M.; Liu, J.; Sauve, S.
Target and nontarget screening of PFAS in biosolids, composts, and other organic waste

products for land application in France. Environ. Sci Technol., 2022, 56, 6056-6068.

Venkatesan, A. K., Halden, R. National inventory of perfluoroalkyl substances in archived
U.S. biosolids from the 2001 EPA National Sewage Sludge Survey, J. Hazard. Mater.,
2013, 0, 413-418.

Moodie, D.; Coggan, T.; Berry, K.; Kolobaric, A.; Fernandes, M.; Lee, E.; Reichman, S.;
Nugegoda, D.; Clarke, B. O. Legacy and emerging per- and polyfluoroalkyl substances
(PFASSs) in Australian biosolids, Chemosphere, 2021, 270, 129143.

Guerra, P.; Kim, M.; Kinsman, L.; Ng, T.; Alaee, M.; Smyth, S. Parameters affecting the
formation of perfluoroalkyl acids during wastewater treatment. J. Haz Mat., 2014, 148-

154.

Shonhan Majumder, P. and Reethupoorna, M. A Review on Working, Treatment and

Performance Evaluation of Sewage Treatment Plant. J. of Eng. Res & App., 2019, 41-49.

Metcalf and Eddy Inc., George Tchobanoglous, H. Stensel, Ryujiro Tsuchihashi, Franklin
Burton, 2014. Wastewater Engineering: Treatment and Resource Recovery, 5th Edition.

ed. McGraw Hill.

88



24)

(25)

(26)

(27)

(28)

(29)

(30)

(1)

(32)

Lakshminarasimman, N.; Gewurtz, S.; Parker, W.; Smyth, S., Removal and formation of
perfluoroalkyl substances in Canadian sludge treatment systems — A mass balance

approach, Science of the Total Environment, 2021, 754, 142431.

Li, Y.; Thompson, J.; Wang, Z.; Braunig, J.; Zheng, Q.; Thai, P.; Mueller, J.; Yuan, Z.,
Transformation and the fate of pharmaceuticals, personal care products, and per- and

polyfluoroalkyl substances during aerobic digestion of anaerobically digested sludge,

Water Research, 2022, 219, 118568.

U.S. Environmental Protection Agency. Draft 1633 Method- Analysis of Per- and

Polyfluoroalkyl Substances (PFAS) in Aqueous, Solid, Biosolids, and Tissue Samples by
LC-MS/MS, 2021.

U.S. Environmental Protection Agency. 2™ Draft 1633 Method- Analysis of Per- and
Polyfluoroalkyl Substances (PFAS) in Aqueous, Solid, Biosolids, and Tissue Samples by
LC-MS/MS, 2022.

Evich, M.; Davis, M.; McCord, J.; Acrey, B.; Awkerman, J.; Knappe, D.; Lindstrom, A.;
Speth, T.; Tebes-Stevens, C.; Strynar, M.; Wang, Z.; Weber, E. Per- and polyfluoroalkyl
substances in the environment. Science, 2022, 375 (6580), acbg9065.

Kurwadkar, S.; Dane, J.; Kanel, S.; Nadahouda, M.; Cawdrey, R.; Ambade, B.;
Struckhoff, G.; Wilkin, R. Per- and polyfluoroalkyl substances in water and wastewater:
A critical review of their global occurrence and distribution. Sci. Tot. Environ., 2022, 809,

151003.

Ahrens, L.; Bundschuh, M. Fate and effects of poly- and perfluoroalkyl substances in the
aquatic environment: A review. Environ. Toxi. Chem., 2014, 33 (9), 1921-1929.

Wang, Z.; DeWitt, J.; Higgins, C.; Cousins, . A Never-ending story of per- and
polyfluoroalkyl substances (PFASs)? Environ. Sci. Tech., 2017, 51, 2508-2518.

Andrews, D.; Naidenko, O. Population-wide exposure to per- and polyfluoroalkyl
substances from drinking water in the United States. Environ. Sci. Technol. Lett., 2020, 7
(12), 931-936.

89



(33)

(34)

(35)

(36)

(37)

(38)

(39)

Rahman, M.; Peldszus, S.; Anderson, W. Behaviour and fate of perfluoroalkyl and
polyfluoroalkyl substances (PFASs) in drinking water treatment: A review. Water Res.,

2014, 50, 318-340.

Health Canada. Perfluorooctane sulfonate (PFOS) in drinking water: Public consultation

document, 2016, Ottawa, Ontario. https://www.canada.ca/en/health-

canada/programs/consultation-perfluorooctane-sulfonate-pfos-in-drinking-

water/document.html (accessed 2022-07-01)

Health Canada 2016. Perfluorooctanoic acid (PFOA) in drinking water: Public

consultation document, Ottawa, Ontario. https://www.canada.ca/en/health-

canada/programs/consultation-perfluorooctanoic-acid-pfoa-in-drinking-

water/document.html (accessed 2022-07-01)

Health Canada 2016. Water Talk - Perfluoroalkylated substances in drinking water, 2019,

Ottawa, Ontario. https://www.canada.ca/en/services/health/publications/healthy-

living/water-talk-drinking-water-screening-values-perfluoroalkylated-substances.html

(accessed 2022-07-01)

U.S. Environmental Protection Agency. Lifetime Drinking Water Health Advisories for

Four PFAS. https:/www.epa.gov/newsreleases/epa-announces-new-drinking-water-

health-advisories-pfas-chemicals-1-billion-bipartisan (accessed 2022-07-16)

U.S. Environmental Protection Agency. Lifetime Health Advisories and Health Effect
Support Documents for Perfluorooctanoic Acid and Perfluorooctane Sulfonate, 2016.

https://www.federalregister.cov/documents/2016/05/25/2016-12361/lifetime-health-

advisories-and-health-effects-support-documents-for-perfluorooctanoic-acid-and

(accessed 2022-07-01)

Schaefer, C.; Hooper, J.; Modiri-Gharehveran, M.; Drennan, D.; Beecher, N.; Lee, L.
Release of poly- and perfluoroalkyl substances from finished biosolid in soil mesocosms.

Wat. Res., 2022, 217, 118405.

90



(40)

(41)

(42)

(43)

(44)

(45)

(46)

(47)

(48)

Hall, H.; Moodie, D.; Vero, C. PFAS in Biosolids: A Review of International Regulations.
Water e Journal, 2020, 5, 1-11.

Sepulvado, J.G.; Blaine, A.C.; Hundal, L.S.; Higgins, C.P. Occurrence and fate of
perfluorochemicals in soil following the land application of municipal biosolids. Environ

Sci Technol., 2011, 45, 8106-8112.

Blaine, A.; Rich, C.; Sedlacko, E.; Hundal, L.; Kumar, K.; Lau, C.; Mills, M.; Harris, K.;
Higgins, C. P. Perfluoroalkyl acid distribution in various plant compartments of edible

crops grown in biosolids-amended soils. Environ Sci Technol., 2014, 48 (14), 7858-7865.

Lindstrom, A.; Strynar, M.; Delinsky, A.; Nakayama, S.; McMillan, L.; Libelo, E.; Neill,
M.; Thomas, L. Application of WWTP Biosolids and resulting perfluorinated compound
contamination of surface and well water in Decatur, Alabama, USA. Environ Sci

Technol., 2011, 45 (19), 8015-8021.

Ghisi, R.; Vamerali, T.; Manzetti, S. Accumulation of perfluorinated alkyl substances

(PFAS) in agricultural plants: A review. Environ. Res., 2019, 169, 326-341.

Hogue, C. To prevent PFAS dispersal, Maine bans agricultural use of sludge. Chemical
and Engineering News. https://cen.acs.org/environment/persistent-pollutants/prevent-

PFAS-dispersal-Maine-bans/100/i14 (accessed 2022-11-10).

Yan, H.; Zhang, C.; Zhou, Q.; Chen, L.; Meng, X. Short- and long-chain perfluorinated
acids in sewage sludge from Shanghai, China. Chemosphere, 2012, 88, 1300-1305.

Coggan, T. L.; Moodie, D.; Kolobaric, A.; Szabo, D.; Shimeta, J.; Crosbie, N. D.; Lee, E.;
Fernandes, M.; Clarke, B. An investigation into per- and polyfluoroalkyl substances
(PFAS) in nineteen Australian wastewater treatment plants (WWTPs). Heliyon, 2019, 5,
e02316.

Li, F.; Zhang, C.; Qu, Y.; Chen, J; Chen, L.; Liu, Y.; Zhou, Q. Quantitative
characterization of short- and long-chain perfluorinated acids in solid matrices in

Shanghai, China. Sci. Tot. Environ., 2010, 408, 617-623.

91



(49)

(50)

(1)

(52)

(53)

(54)

(55)

(56)

(57)

Lazcano, R. K.; Perre, C.; Mashtare, M.; Lee, L. S. Per- and polyfluoroalkyl substances
in commercially available biosolid-based products: The effect of treatment processes. W.

Environ. Res., 2019, 91, 1669-1677.

Choi, Y. J.; Lazcano, R. K.; Yousefi, P.; Trim, H.; Lee, L. S. Perfluoroalkyl Acid
Characterization in U.S. Municipal Organic Solid Waste Composts. Environ. Sci.

Technol. Lett., 2019, 6, 372-377.

Higgins, C. P.; Field, J. A.; Criddle, C. S.; Luthy, R. G. Quantitative Determination of
Perfluorochemicals in Sediments and Domestic Sludge. Environ. Sci. Technol., 2005, 39,

3946-3956.

Arvatini, O.; Ventouri, E.; Stasinakis, A.; Thomaidis, N. Occurrence of different classes
of perfluorinated compounds in Greek wastewater treatment plants and determination of

their solid—water distribution coefficients. J. of Hazard. Mat., 2012, 239-240, 24-31.

Boiteux, V.; Bach, C.; Sagres, V.; Hemard, J.; Colin, A.; Rosin, C.; Munoz, J.; Dauchy,
X. Analysis of 29 per- and polyfluorinated compounds in water, sediment, soil and sludge
by liquid chromatography—tandem mass spectrometry. Int. J. of Env. Anal. Chem., 2016,
705-728.

Sinclair, E.; Kannan, K. Mass loading and fate of perfluoroalkyl surfactants in wastewater

treatment plants. Environ. Sci. Technol., 2006, 40 (5), 1408-1415.

Yu, J.; Hu, J.; Tanaka, S.; Fujii, S. Perfluorooctane sulfonate (PFOS) and
perfluorooctanoic acid (PFOA) in sewage treatment plants. Wat. Res., 2009, 43, 2399-
2408.

Powley, C.; George, S.; Ryan, T.; Buck, R. Matrix effect-free analytical methods for
determination of perfluorinated carboxylic acids in environmental matrixes. Anal. Chem.,

2005, 77 (19), 6353-6358.

Ebrahimi, F.; Lewis, A.; Sales, C.; Suri, R.; McKenzie, E. Linking PFAS partitioning
behavior in sewage solids to the solid characteristics, solution chemistry, and treatment

processes. Chemosphere, 2021, 271, 129530.
92



(58)

(39)

(60)

(61)

(62)

(63)

(64)

(65)

Becker, A.; Gerstmann, S.; Frank, H. Perfluorooctane surfactants in waste waters, the

major source of river pollution. Chemosphere, 2008, 72, 115-121.

Guo, R.; Zhou, Q.; Cai, Y.; Jiang, G. Determination of perfluorooctanesulfonate and
perfluorooctanoic acid  in sewage sludge samples  using  liquid
chromatography/quadrupole time-of-flight mass spectrometry. Talanta, 2008, 75, 1394-
1399.

Ochoa-Herrera, V.; Sierra-Alvarez, R. Removal of perfluorinated surfactants by sorption

onto granular activated carbon, zeolite and sludge. Chemosphere, 2008, 72, 1588-1593.

Schultz, M.; Higgins, C.; Huset, C.; Luthy, R.; Barofsky, D.; Field, J. Fluorochemical
Mass Flows in a Municipal Wastewater Treatment Facility. Environ. Sci. Technol., 2006,

40, 7350-7357.

Gewurtz, S.; Bradley, L.; Backus, S.; Dove, A.; McGoldrick, D.; Hung, H.; Dryfhout-
Clark, H. Perfluoroalkyl acids in great lakes precipitation and surface water (2006—2018)
indicate response to phase-outs, regulatory action, and variability in fate and transport

processes. Environ. Sci. Technol., 2019, 53, 8543-8552.

Rutkowska, E.; Lozowicka, B.; Kaczynski, P. Modification of multiresidue QUEChERS
protocol to minimize matrix effect and improve recoveries for determination of pesticide

residues in dried herbs followed by GC-MS/MS. Food Anal. Meth., 2018, 11, 709-724.

Anastassiades M.; Lehotay S.; Stajnbaher D.; Schenck F. Fast and easy multiresidue
method employing acetonitrile extraction/partitioning and "dispersive solid-phase
extraction" for the determination of pesticide residues in produce. AOAC Int., 2003, 86

(2),412-431.

Rizzetti, T.; Kemmerich, M.; Martins, M.; Prestes, O.; Adaime, M.; Zanella, R.
Optimization of a QUEChERS based method by means of central composite design for

pesticide multiresidue determination in orange juice by UHPLC-MS/MS. Food Chem.,
2016, 196, 25-33.

93



(66)

(67)

(68)

(69)

(70)

(71)

(72)

(73)

Semerad, J.; Hatasova, N.; Grasserova, A.; Cerna, T.; Filipova, A.; Hanc, A.; Innemanova,
P.; Pivokonsky, M.; Cajthaml, T. Screening for 32 per- and polyfluoroalkyl substances
(PFAS) including GenX in sludges from 43 WWTPs located in the Czech Republic -
Evaluation of potential accumulation in vegetables after application of biosolids.

Chemosphere, 2020, 261, 128018.

Uggetti, E.; Ferrer, I.; Nielsen, S.; Arias, C.; Brix, H.; Garcia, J. Characteristics of
biosolids from sludge treatment wetlands for agricultural reuse. Ecology. Eng., 2012, 40,

210-216.

Yu., Y.; Xu, D.; Lu, M.; Zhou, S.; Peng, T.; Yue, Z.; Zhou, Y. QUEChERs Combined with
Online Interference Trapping LC-MS/MS Method for the Simultaneous Determination of
20 Polyfluoroalkane Substances in Dietary Milk. J. Agric. Food Chem., 2015, 63, 4087-
4095.

Lee, H., Mabury, A., Mabury, S., Tevlin, A., Fate of Polyfluoroalkyl Phosphate Diesters
and Their Metabolites in Biosolids-Applied Soil: Biodegradation and Plant Uptake in
Greenhouse and Field Experiments. Environ. Sci. Technol., 2014, 48, 340-349.

Guelfo, J.; Higgins, C. P. Subsurface Transport Potential of Perfluoroalkyl Acids at
Aqueous Film-Forming Foam (AFFF)-Impacted Sites. Environ. Sci. Technol., 2013, 47,
4164-4171.

Milinovic, J.; Lacorte, S.; Vidal, M.; Rigol, A. Sorption behaviour of perfluoroalkyl
substances in soils. Sci. Tot. Environ., 2015, 511, 63-71.

Health Canada Water Talk - Perfluoroalkylated substances in drinking water, 2019,

Ottawa, Ontario. https://www.canada.ca/en/services/health/publications/healthy-

living/water-talk-drinking-water-screening-values-perfluoroalkylated-substances.html

(accessed 2023-04-01)

Health Canada Water Talk - Perfluoroalkylated substances in drinking water, 2023,

Ottawa, Ontario.  https://www.canada.ca/en/health-canada/services/environmental-

94



(74)

(75)

(76)

(77)

(78)

(79)

(80)

(81)

workplace-health/reports-publications/water-quality/water-talk-per-polyfluoroalkyl-

substances-drinking-water.html (accessed 2023-04-02)

Kim, J.; Xin, X.; Mamo, B.; Hawkins, G.; Li, K.; Chen, Y.; Huang, Q.; Huang, C.
Occurrence and Fate of Ultrashort-Chain and Other Per- and Polyfluoroalkyl Substances
(PFAS) in Wastewater Treatment Plants, J. of Environ. Sci. and Technol. W., 2022, 2,
1380-1390.

Jiang, L.; Yao, J.; Ren, G.; Sheng, N.; Guo, Y.; Dai, J.; Pan, Y. Comprehensive profiles
of per- and polyfluoroalkyl substances in Chinese and African municipal wastewater

treatment plants: new implications for removal efficiency. 2023, 857, 159638.

Yoo, H., Washington; J.W., Jenkins; T.M., Ellington, J.J., Quantitative determination of
perfluorochemicals and fluorotelomer alcohols in plants from biosolid-amended fields

using LC/MS/MS and GC/MS. Environ Sci Technol., 2011, 45, 7985-7990.

Washington, J.W.; Yoo, H.; Ellington, J.J.; Jenkins, T.M.; Libelo, E.L., Concentrations,
distribution, and persistence of perfluoro alkylates in sludge-applied soils near Decatur,

Alabama, USA. Environ Sci Technol., 2010, 44, 8390-8396.

Chu, S.; Letcher, R.J., Side-chain fluorinated polymer surfactants in aquatic sediment and
biosolid-augmented agricultural soil from the Great Lakes basin of North America. Sci

Total Environ., 2017, 607, 262-270.

Letcher, R.; Chu, S.; Smyth, S., Side-chain fluorinated polymer surfactants in biosolids
from the wastewater treatment plant, Journal of Hazardous Materials, 2020, 388, 122044.

U.S. Environmental Protection Agency. Method 1684: Total, Fixed, and Volatile Solids
in Water, Solids, and Biosolids, 2011.
htpps://efaidnbmnnnibpcajpcglclefindmkaj/https://www.epa.gov/sites/default/files/2015-
10/documents/method 1684 draft 2001.pdf (accessed 2023-05-01)

Quantitative Chemical Analysis 8" edition. Harries, D. C. W. H. Freeman and Company,

New York.

95



(82)

(83)

(84)

(85)

Hamid, H.; Li, L.; Grace, J., Effect of substrate concentrations on aerobic
biotransformation of 6:2 fluorotelomer sulfonate (6:2 FTS) in landfill leachate,

Chemosphere, 2020, 261, 128108.

Berhanu, A.; Mutanda, I; Taolin, J.; Qaria, M.; Yang, B.; Zhu, D. Review of microbial
degradation of per- and polyfluoroalkyl substances (PFAS): Biotransformation routes and

enzymes. Sci. of Tot. Environ., 2023, 859, 160010.

Lewis, A.; Ebrahimi, F.; Mckenzie, E.; Suir, R.; Sales, M. Influence of microbial
weathering on the partitioning of per- and polyfluoroalkyl substances (PFAS) in biosolids.
Environ. Scie. Proces. Imp., 2023, 25, 415.

Eriksson, U.; Haglund, P.; Karrman, A. Contribution of precursor compounds to the

release of per- and polyfluoroalkyl substances (PFASs) from wastewater treatment plants

(WWTPs). J. of Environ. Sci., 2017.

96



