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ABSTRACT  24 

A recent surge in the use and abuse of diverse prescribed psychotic and illicit drugs necessitates 25 

the surveillance of drug residues in source water and the associated ecological impacts of chronic 26 

exposure to the aquatic organism. Thirty-six psychotic and illicit drug residues were determined 27 

in discharged wastewater from two centralized municipal wastewater treatment facilities and two 28 

wastewater receiving creeks for seven consecutive days in Kentucky. Zebrafish (Danio rerio) 29 

larvae were exposed to the environmental relevant mixtures of all drug residues, all illicit drugs, 30 

and all prescribed psychotic drugs. The extracted RNA from fish homogenates was sequenced, 31 

and differentially expressed sequences were analyzed for known or predicted nervous system 32 
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expression, and screened annotated protein-coding genes to the true environmental cocktail 33 

mixture. Illicit stimulant (cocaine and one metabolite), opioids (methadone, methadone 34 

metabolite, and oxycodone), hallucinogen (MDA), benzodiazepine (oxazepam and temazepam), 35 

carbamazepine, and all target selective serotonin reuptake inhibitors including sertraline, 36 

fluoxetine, venlafaxine, and citalopram were quantified in 100% of collected samples from both 37 

creeks. The high dose cocktail mixture exposure group revealed the largest group of 38 

differentially expressed genes: 100 upregulated and 77 downregulated (p ≤ 0.05; q ≤ 0.05). The 39 

top 20 differentially expressed sequences in each exposure group comprise 82 unique transcripts 40 

corresponding to 74% annotated genes, 7% non-coding sequences, and 19% uncharacterized 41 

sequences. Among 61 differentially expressed sequences that corresponded to annotated protein-42 

coding genes, 23 (38%) genes or their homologs are known to be expressed in the nervous 43 

system of fish or other organisms. Several of the differentially expressed sequences are 44 

associated primarily with the immune system, including several major histocompatibility 45 

complex class I and interferon-induced proteins. Interleukin-1 beta (downregulated in this study) 46 

abnormalities are considered a risk factor for psychosis. This is the first study to assess the 47 

contributions of multiple classes of psychotic and illicit drugs in combination with 48 

developmental gene expression. 49 

CAPSULE:  50 

Thirty-six psychotic and illicit drug residues determined in surface water and zebrafish exposure 51 

to mixtures of those drugs expressed genes that correspond to the CNS and immune system. 52 

1. Introduction 53 

Psychotropic medications are among the most commonly prescribed drugs in the U.S., and 54 

62% of the top 50 prescribed medications target the central nervous system (Fuentes et al., 2018). 55 
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Typically, the psychotic, bipolar, schizophrenic, and depressive disorders are treated using a 56 

polypharmacy combination of psychotic drugs (Bareis et al., 2018). In addition to a high volume 57 

per capita consumption, psychotics and opioids are the most commonly abused classes of the 58 

prescribed medications (SAMHSA, 2019). The significant portion of administered 59 

benzodiazepines (74.5% of temazepam), selective serotonin reuptake inhibitor (SSRI: 26% of 60 

citalopram), opioids (63.8% of codeine), and illicit drugs (36.3% of methamphetamine) is excreted 61 

through urine and feces (Baker et al., 2014; Croft et al., 2020).  62 

The consumed (or directly disposed) drugs are discharged down the drain in the form of 63 

parent unchanged or metabolites and reach to the wastewater treatment plant (WWTP) or septic 64 

systems (Daughton, 1999). The existing wastewater treatment processes and engineering were not 65 

designed to remove drug residues; therefore, a significant portion of a mass influx of psychotic 66 

and illicit drug residues to the WWTPs end up continuously discharged into the receiving water 67 

bodies (Subedi and Kannan, 2014; Subedi and Kannan, 2015). The mass discharge of diverse 68 

psychotropic and illicit drugs including methamphetamine (111 mg/d/1000 people), venlafaxine 69 

(111 mg/d/1000 people), and EDDP (a metabolite of methadone: 67.5 mg/d/1000 people) were 70 

reported from the WWTPs in New York and Kentucky (Subedi and Kannan, 2014; Skees et al., 71 

2018). Continual discharge of drug residues into the source water causes them to behave as pseudo-72 

persistent in the aquatic ecosystem. The amphetamine and methamphetamine were reported as 73 

much as 630 ng/L (Lee et al., 2016) and 1994 ng/L (Watanabe et al., 2020) in wastewater impacted 74 

Gwynns Falls in Baltimore (MD) and the Foster Creek in Santee (CA), respectively.  75 

  Zebrafish (Danio rerio) is an important model organism to study complex human 76 

neurological disorders due to the physiological and genetic homology to humans, ease of genetic 77 

manipulation, robust behavior, and cost-effectiveness (Neelkantan et al., 2013; Bosse and 78 
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Paterson, 2017). The behavioral alterations on aquatic organisms due to exposure of individual 79 

illicit and psychotic drugs, such as cocaine, MDMA, amphetamine, diazepam, are reported. Acute 80 

exposure of MDMA at 10-120 mg/L showed significantly altered behaviors of zebrafish adults 81 

including bottom swimming, immobility, and impaired intra-session habituation as well as 82 

elevated brain c-fos expression (Stewart et al., 2011). Exposure of cocaine to the freshwater 83 

invertebrate Daphnia magna at 50 and 500 ng/L affected the swimming behavior and induced the 84 

overproduction of reactive oxygen species (Felice et al., 2019). Similarly, amphetamine-treated 85 

artificial streams exhibit several ecological impacts including decreased biofilm chlorophyll a 86 

(45%) and biofilm gross production (85%) as well as elevated seston (24%) and cumulative 87 

dipteran emergence (up to 89%) (Lee et al., 2016). Even though the risk assessment of a mixture 88 

of drugs instead of an individual drug in the aquatic environment was suggested (Cerveny et al., 89 

2020), there are very few reports on the ecological effects of exposure to a real-world mixture of 90 

diverse classes of psychoactive drugs.  91 

The exposure of a mixture of cocaine and its two metabolites (benzoylecgonine and 92 

ecgonine methyl) at environmentally relevant levels (~1.0 ug/L) reduced cell viability, increased 93 

DNA fragmentation, and altered protein profiles (Parolini et al., 2017; Parolini et al., 2018) in 94 

zebrafish embryos and significantly increased lipid peroxidation and DNA damage in the 95 

freshwater mussel Dreissena polymorpha (Parolini et al., 2013). The exposure of a mixture of 96 

acetaminophen, CBZ, gemfibrozil, and venlafaxine to zebrafish for 6 weeks significantly increased 97 

the incidence of developmental abnormalities of embryos including spinal cord deformations, 98 

pericardial edema, yolk sac edema, and stunted growth (Galus et al., 2013). Zygotic zebrafish 99 

exposure to venlafaxine resulted in a higher spatial expression of nrd4, a marker of neurogenesis, 100 
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and disrupted early brain development as evidence by increased neurogenesis in the hypothalamus, 101 

dorsal tuberculum, and preoptic region (Thompson et al., 2017).  102 

The pharmaceutical residues in surface water eventually reach to the drinking water that 103 

can cross maternal biological barriers and alter the embryonic nervous system (Kaushik and 104 

Thomas, 2019). Mixtures of fluoxetine, venlafaxine, and carbamazepine altered the expression of 105 

human neurological genes associated with idiopathic autism, Alzheimer’s disease, and 106 

schizophrenia in vitro (Kaushik and Thomas, 2019; Kaushik et al., 2016).   107 

In this study, the level of 9 illicit drugs, 20 prescribed psychotic drugs, and 7 select 108 

metabolite residues was determined in discharged wastewater effluents and immediately receiving 109 

creeks in eastern Kentucky. Zebrafish larvae were exposed to a mixture of all drug residues, all 110 

illicit drugs, and all prescribed psychotic drugs at the determined level in creeks. Larvae were also 111 

exposed to a mixture of all drugs at the reported highest level elsewhere. The RNA was extracted 112 

from fish homogenates for next-generation sequencing, differentially expressed transcripts were 113 

analyzed for known or predicted nervous system expression or function, and annotated protein-114 

coding genes screened to the true environmental cocktail mixture. This is the first study to report 115 

the developmental gene expression resulting from the exposure to environmental cocktail mixtures 116 

of illicit stimulants, hallucinogens, opioids/narcotics as well as prescribed anxiolytics and 117 

antidepressants.   118 

2. Materials and method 119 

2.1. Reagents and chemicals 120 

The most frequently reported illicit and prescribed antipsychotic drugs in treated 121 

wastewater and the receiving water bodies were targeted.  The vendor and purity of all reagents 122 
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and chemicals including target drugs, metabolites, and corresponding isotope-labeled internal 123 

standards are provided elsewhere (Skees et al., 2018).  124 

2.2. Sample collection and preparation 125 

Twenty-four-hour composite samples of treated wastewater (one aliquot every fifteen min) 126 

from two WWTPs in eastern Kentucky were collected using a time-proportional autosampler and 127 

maintained at 4°C during the collection period. Sampling was performed for seven consecutive 128 

days during a typical week in the late summer of 2018. WWTP-A treats an average of 27.2 million 129 

gallons per day (MGD) of sewage from industrial and metropolitan areas serving ~190,000 people 130 

whereas the WWTP-B treats an average of 21 MGD of sewage from more suburban areas serving 131 

~160,000 people. A creek that receives the treated wastewater effluent discharged from WWTP-132 

A was sampled ~ ½ km downstream while a creek that receives the discharged effluent from 133 

WWTP-B was sampled ~1 km downstream. All collected samples were transported on ice to the 134 

laboratory and extracted within six hours of collection.  135 

The detailed sample preparation procedures are described elsewhere (Skees et al., 2018; 136 

Croft et al., 2020). Briefly, the collected 100 mL of wastewater or 200 mL of surface water samples 137 

were allowed to equilibrate to room temperature, thoroughly mixed, centrifuged at 4500 rpm for 138 

5 min, and vacuum filtrated using 1.0 μm glass fiber filter paper to separate suspended particulate 139 

matter (SPM). Filtered samples were spiked with internal standards mixture, extracted using 140 

Oasis® hydrophilic-lipophilic balance (HLB) solid-phase extraction (SPE) cartridges, and eluted 141 

with 4 mL of methanol followed by the 3 mL of 5% ammonia in methanol. The extracts were 142 

transferred quantitatively to the amber silanized HPLC vials and the final volume adjusted to 1 143 

mL with methanol. SPM was freeze-dried for 6 h, allowed to reach room temperature, spiked with 144 

the internal standard mixture, vortexed with 6 mL of methanol, and ultra-sonicated for 30 min. 145 
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SPM samples were then centrifuged, the supernatant liquid was collected, re-extracted and the 146 

extracts were combined. All extracts were concentrated to 250 μL under a gentle stream of 147 

nitrogen, quantitatively transferred to amber silanized HPLC vials, adjusted the final volume to 1 148 

mL with methanol, and analyzed for target residues using ultra-performance liquid chromatograph 149 

(UPLC) tandem mass spectrometer (MS/MS) as detailed elsewhere (Skees et al., 2018; Croft et 150 

al., 2020). The isotopic dilution mass spectrometry method was applied where a known quantity 151 

of deuterated isotopes of each target analyte (internal standard) is spiked directly into the sample 152 

before sample preparation and analytes are quantified based on the relative response factors of 153 

isotopic-labeled internal standard and the corresponding analyte. The five-to-ten-point calibration 154 

curves of each target analyte were prepared by plotting the concentration-dependent response 155 

factor against the response-dependent concentration factor. The linear or quadratic regression 156 

coefficients determined using Agilent MassHunter Workstation for the Quantitative Analysis were 157 

r2 ≥0.99 for all analytes. The details of quality assurance and quality control are provided in 158 

supporting information.  159 

2.3. Estimation of drug discharge rate 160 

The level of drugs in wastewater and surface water was expressed as the mean (n=7) 161 

concentration (ng/L) among seven consecutive days to minimize the potential weekend effect 162 

(Table 1). The level of drugs that were detected <LOQ was replaced by LOQ when drugs were 163 

quantified in ≥70% of samples. The rate of drug discharge to the receiving creek was determined 164 

using equation 1 similar as described elsewhere (Skees et al., 2018).  165 

Rate of drug discharge  =  C ×  F × 
100

[100 + Stability]
×

1

1×106 ×
ଵ

୭୮୳୪ୟ୲୧୭୬
                               (1)                                                    166 

where rate of drug discharge is the daily amount (mg/d/1000 people) of individual drug discharged 167 

through wastewater effluent to the creek, C is the total nanograms of analytes in 1 L of wastewater 168 
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effluent and SPM combined (ng/L), F is the daily flow rate of wastewater (L/d) over a 24 h period, 169 

stability is a measure of stability change (%) of analyte in wastewater up to 12 h (Croft et al., 170 

2020), and the population is the number of people served by WWTPs based on the daily 171 

ammoniacal nitrogen load (Croft et al., 2020). 172 

2.4. Animal husbandry 173 

Zebrafish husbandry and experimental procedures were approved by the Murray State 174 

Institutional Animal Care and Use Committee. Adult zebrafish (Danio rerio) were housed in a 175 

recirculating rack system (Aquaneering, San Diego, CA) with a 14:10 light:dark cycle. Water 176 

quality was continuously monitored using Neptune APEX (Morgan Hill, CA). The pH ranged 177 

between 7.5 and 8 and water temperatures were kept at 27.5 °C ± 1. The zebrafish were fed twice 178 

daily with adult zebrafish diet (Ziegler, East Berlin, PA). Eggs were generated by natural 179 

spawning. Larvae were raised in 30% Danieau until 72 h post-fertilization (hpf). Hatched 180 

zebrafish larvae were maintained at 28.5°C in static tanks of 0.5 L 30% Danieau (17.4 mM NaCl, 181 

0.21 mM KCl, 0.12 mM MgSO4, 0.18 mM Ca(NO3)2, 1.5 mM HEPES buffer; pH 7.6) with 100% 182 

water changes every two days for 14 days. Larvae were fed twice daily with the Golden Pearl 183 

powdered larval diet. 184 

2.5. Drug exposure to Zebrafish  185 

Groups of 45 larvae per tank from mixed clutches were exposed to one of three separate 186 

sets of drug mixtures [prescribed psychotic drugs (PPD), illicit drugs (ILD), and the cocktail of all 187 

prescribed and illicit drugs (PID) at the average concentrations measured in creek A and B. The 188 

drug mixtures at the average concentrations measured in creek A and B (Table 1) are represented 189 

hereafter as low dose (LD) cocktail mixtures. As a representation of worst-case environmental 190 

exposure of neuropsychiatric and illicit drugs, another set of larvae was exposed to a cocktail 191 
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mixture of all target drugs at the highest concentrations reported in wastewater, represented 192 

hereafter as high dose (HD) cocktail mixture (Table S1). An additional set of larvae was considered 193 

a vehicle control. The drug mixtures contained acetonitrile and methanol as a vehicle. The amount 194 

of each to be added to the exposure tanks was calculated based on the drug mixtures, such that all 195 

tanks received the same concentrations of methanol and acetonitrile, regardless of drug mixture. 196 

The control groups were dosed with 10 μL acetonitrile and 140 μL methanol in 500 mL 30% 197 

Danieau for a final concentration of 20 pL/mL acetonitrile and 280 pL/mL methanol. The 198 

experiment was repeated four times with staggered start dates. Larvae were counted during water 199 

changes and deceased larvae were removed. Survival analyses were conducted using GraphPad 200 

Prism 7. 201 

2.6. RNA extraction and gene expression analysis  202 

After 14 days of drug exposure, larvae were pooled from each tank for total RNA extraction 203 

using TRIzolTM reagent according to the manufacturer’s recommendations. Larvae were 204 

anesthetized on ice and homogenized in TRIzolTM using sterile pestles and by drawing up and 205 

down through a 28 G x ½” syringe needle. Homogenized samples were purified using chloroform, 206 

precipitated for 10 min at room temperature with glycogen (0.04 μg/μL) and isopropanol, rinsed 207 

with chilled 75% ethanol, resuspended in nuclease-free water, and stored at -80°C. Sample 208 

concentrations and purity were measured on a NanoDrop Lite Spectrophotometer (ThermoFisher). 209 

Libraries were prepared using the TruSeq Stranded mRNA Library Prep kit (Illumina), 210 

TruSeq RNA Single Indexes Set A (Illumina), and Set B (Illumina). Poly-A enrichment and RNA 211 

fragmentation were performed by treating 100 ng of samples with RNA purification beads, 212 

denatured for 5 min at 65°C, washed, and captured polyadenylated RNA at 80°C for 2 min. The 213 

mRNA is further purified in a second bead clean-up, fragmented and primed during elution, and 214 
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incubating for 8 min at 94°C. After fragmentation, 17 µL of supernatant was removed from the 215 

beads and proceeded immediately to synthesize the first-strand cDNA. First Strand cDNA was 216 

synthesized mixing 8 µL of First-Strand Synthesis Mix Act D and SuperScript II mix to each 217 

sample and heated on a thermocycler. The second strand cDNA was synthesized using Second 218 

Strand Marking Mix, incubated at 16°C for 1 h, purified using Agencourt AMPure XP Beads, and 219 

eluted using resuspension buffer. A-Tailing Mix was added to the purified samples for Adenylate 220 

3’ Ends. Samples were ligated using Ligation Mix, incubated for 30°C for 10 min, purified two 221 

times using Agencourt AMPure XP Beads, and 20 µL of the elute was collected for DNA 222 

enrichment. DNA fragments were enriched using PCR Primer Cocktail Mix and PCR Master Mix, 223 

purified using Agencourt AMPure XP Beads, and 20 µL of eluted libraries were collected and 224 

stored at -20°C. The libraries were quantitated using Qubit dsDNA HS Assay Kit (Invitrogen 225 

Q32851), diluted, and normalized to the optimal range for Agilent Bioanalyzer analysis using the 226 

DNA High Sensitivity Kit (Agilent Technologies). The same molar amounts of libraries were 227 

pooled based on the molar concentration from Bioanalyzer. The qualitative and quantitative 228 

analyses of pooled libraries were performed on MiSeq using MiSeq Reagent Nano Kit V2 300 229 

cycles (Illumina). Library and PhIX control (Illumina) were denatured and diluted using the 230 

manufacturer's standard normalization procedure to the final concentration of 6 pM. An aliquot of 231 

the library (300 µL) and PhIX (300 µL) were combined and sequenced on Illumina MiSeq. Based 232 

on MiSeq results, an equal amount of libraries was re-pooled prior to the replicate (n=2) NextSeq 233 

analysis using Illumina NextSeq 500 (NextSeq 500/550 75 cycle High Output Kit v2) at the 234 

University of Louisville Genomics Facility.  235 

The quality of each raw sequence data using FastQC (version 0.10.1) demonstrated the 236 

quality of data and no sequence trimming was required. Therefore, the concentrated sequences 237 
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were directly aligned to the Danio rerio (Zebrafish) reference genome assembly (GRCz11.fa) 238 

using STAR (version 2.6) (Dobin et al., 2013), the alignment rate ranged from 96.5 to 98.0%. The 239 

differential expression was performed using DESeq2 (Love et al., 2014) and Cuffdiff2 (Trapnell 240 

et al., 2012). 241 

Differentially expressed genes at p ≤ 0.05; q ≤ 0.01 and |log2FC| ≥ 0 were used for further 242 

analysis of enriched Gene Ontology Biological Processes (GO:BP) and KEGG Pathways using 243 

categoryCompare. The Entrez gene ID for each differentially expressed gene was obtained from 244 

the zebrafish Entrez IDs database from NCBI. 245 

The top twenty differentially expressed sequences in each exposure condition were 246 

analyzed for known or predicted nervous system expression or function. First, zebrafish sequences 247 

that did not have descriptive gene name (ex. si:ch211-157j23.2) were compared to related 248 

sequences by translated nucleotide to protein BLAST (blastx) on both NCBI (Johnson et al., 2008) 249 

and Ensembl Genome Browser GRCz11 databases (Yates et al., 2020). Sequences were sorted into 250 

annotated protein-coding genes, non-coding sequences, and uncharacterized transcripts.  251 

Next, annotated protein-coding genes identified were screened for nervous system 252 

expression and/or function. Gene identities were searched on GeneCards.org, with expression 253 

analysis containing expression information compiled from RNAseq, microarray, SAGE, and 254 

protein expression of human genes (Stelzer et al., 2016). Expression at or above the 10 thresholds 255 

in two or more of the datasets (RNAseq, microarray, or SAGE) or ≥ 1 ppm protein was considered 256 

“verified” nervous system expression. Literature searches for nervous system expression or 257 

function supplemented the expression datasets. ZFIN.org gene expression databases (RNAseq, 258 

microarray, in situ hybridization) were also searched for zebrafish nervous system expression. 259 
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Several sequences were identified with low resolution – ex. expression in the embryonic head 260 

region. Such sequences were classified as nervous system expression “predicted.” 261 

3. Results and discussion   262 

3.1. Rate of drug discharge from WWTPs 263 

The majority of the target drugs were discharged to the creek at a weekly average level of 264 

4.67 ng/L (hydromorphone) to 858 ng/L (Heroin) from WWTP-A and 2.79 ng/L (diazepam) to 265 

402 ng/L (Heroin) from WWTP-B through the treated wastewater (Table S1). Two stimulants 266 

(methamphetamine and methylphenidate), two opioids (methadone/EDDP and oxycodone), one 267 

hallucinogen (MDA), four sedatives (alprazolam, oxazepam, temazepam, and carbamazepine), 268 

and all four major antidepressants (venlafaxine, sertraline, fluoxetine, and citalopram) were found 269 

in all wastewater samples (detection frequency, df=100%) in both WWTPs.  270 

Our previous study reported 387 g daily mass load of cocaine (sum of cocaine and its two 271 

major metabolites in wastewater influent) to WWTP-A and 1030 g to WWTP-B (Croft et al., 272 

2020). In this study, the total daily discharge mass of cocaine from WWTP-A and WWTP-B was 273 

7.15 g and 6.64 g, respectively (Table 1). Based on the level of drug residues quantified in 274 

simultaneously collected wastewater influents (Croft et al., 2020) and effluents (this study), the 275 

removal efficiencies of cocaine were 98 and 99%, respectively, in WWTP-A and WWTP-B.  276 

The estimated levels of community prevalence of methamphetamine and amphetamine in 277 

western Kentucky were highest among the global communities (SCORE, 2019), however, the 278 

methamphetamine prevalence in two urban communities in Eastern Kentucky was significantly 279 

lower than in rural western Kentucky (Croft et al., 2020). Nonetheless, the average daily mass 280 

discharge of methamphetamine and amphetamine from the target WWTPs was ~2500 g and ~675 281 

g, respectively (Table 1). Heroin was predominantly discharged from both WWTPs among opioids 282 
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followed by methadone, oxycodone, and hydrocodone. Alprazolam is the third most prescribed 283 

controlled substance only after hydrocodone and oxycodone in Kentucky (KIPRC, 2019; 284 

KASPER, 2020). However, alprazolam was significantly removed (~77%) during the wastewater 285 

treatment and lowers the mass discharge of alprazolam from WWTPs compared to temazepam by 286 

~10 folds even though their mass loads to the WWTPs were similar (Croft et al., 2020). 287 

Carbamazepine was very stringent on removal through wastewater treatment (Subedi and Kannan, 288 

2015) and discharged at ~16.5 g/d in this study. Venlafaxine, sertraline, fluoxetine, and citalopram 289 

are among the top 50 most prescribed drugs in the U.S., and the latter three are the top three 290 

prescribed selective serotonin reuptake inhibitors (SSRI) in the U.S. (Fuentes et al., 2018). 291 

Antidepressants were found to discharge from WWTPs at ~4.0 g/d (fluoxetine) to ~42.0 g/d 292 

(venlafaxine) (Table 1). 293 

3.2. Drugs in treated wastewater receiving creeks  294 

The level of drugs in immediate creeks that receive treated wastewater from WWTPs 295 

ranged from 2.02 ng/L (cocaethylene, a metabolite of cocaine) to 434 ng/L (Heroin) (Figure 1, 296 

Table 1). Overall, a creek that runs through the urban area and receives treated wastewater from a 297 

WWTP that treats wastewater from urban areas (WWTP-A) had higher levels of residual drugs. 298 

Cocaine (and its one metabolite), methadone (and its metabolite), oxycodone, MDA, oxazepam, 299 

temazepam, carbamazepine, and all antidepressants (sertraline, fluoxetine, venlafaxine, and 300 

citalopram) were quantified in all samples from both creeks. 301 

The ratio of cocaine and its primary metabolite, benzoylecgonine, is typically within a 302 

range of 0.27-0.75 based on their human excretion rates and the molar masses (Bijlsma et al., 303 

2012). In this study, the ratio of cocaine and benzoylecgonine (cocaine metabolite) concentrations 304 

in creek B (1.55 and 2.18) was higher than in creek A (0.50-0.90), wastewater influents (0.32-305 
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0.55), and wastewater effluents (0.28-0.61), suggesting the direct disposal of cocaine in creek B. 306 

The use of methamphetamine was significantly higher in rural communities in western Kentucky 307 

than urban communities in eastern Kentucky (Croft et al., 2020), and the level of 308 

methamphetamine in creek-A (this study) was ~5 folds lower than that reported in Bee Creek in 309 

western Kentucky (Skees et al., 2018). 310 

There are growing concerns over the upsurge opioid discharges into the source water 311 

resulted from the recent elevated opioid consumption in the U.S. Morphine (83 ng/L Lee et al., 312 

2016 in Gwynns Run in Baltimore, Maryland, hydrocodone (126 ng/L Skees et al., 2018) in Bee 313 

Creek in western Kentucky, and 71.7 ng/L of EDDP (a metabolite of methadone, this study) 314 

suggest the prevalence of opioids in treated wastewater receiving water bodies in the U.S.  315 

Very few reports are available on the occurrence of illicit and prescribed antipsychotic 316 

drugs of potential abuse and addiction in surface water in the U.S. The majority of drug residues 317 

are reported <50 ng/L; however, carbamazepine and select antidepressants such as venlafaxine and 318 

citalopram are typically reported ~100 ng/L owing partially to higher production and consumption 319 

as well as stringency on removal through conventional wastewater treatment. Despite low ng/L to 320 

low µg/L level of drug residues in an aquatic ecosystem, chronic exposure of the aquatic organism 321 

to the cocktail environmental mixture of illicit and antipsychotic drug residues can lead to additive 322 

or non-additive effects or neutralize each other’s effects (Brodin et al., 2014).    323 

3.3. Differentially expressed genes 324 

Larval survival between exposure groups and between exposure replicates was similar. 325 

Average 14 dpf survival was 58% (Figure S1) and survival between groups was similar (F (4, 15) 326 

= 1.546; p > 0.05).  A Principal Component Analysis performed on the gene sequences obtained 327 

from the zebrafish exposure conditions did not find a clear separation between the five 328 
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experimental groups (Figure S2). Adverse effects on gene expression would likely be even more 329 

pronounced and with more variation, if fish were exposed as newly fertilized eggs, as the chorions 330 

limit the movement of some compounds (Pelka et al., 2017). However, dechorionation prior to 331 

natural hatching does not accurately represent developmental exposure, hence our use of hatched 332 

larvae. 333 

We detected differentially expressed sequences in developing zebrafish following two 334 

weeks of exposure following hatching. When compared to the control condition, the high dose 335 

cocktail exposure group revealed the largest group of differentially expressed genes: 100 336 

upregulated, 77 downregulated (p ≤ 0.05; q ≤ 0.05). The top enriched GO:BP terms were 337 

associated with immune responses, cell cycle, and circadian rhythms. 338 

Differentially expressed genes fell into one of three categories: named protein-coding 339 

genes, non-coding RNAs and pseudogenes, and uncharacterized transcripts. BLAST analyses were 340 

used to identify homologous sequences from other species to identify unannotated zebrafish 341 

protein-coding genes. The top 20 differentially expressed sequences in each exposure group 342 

compared to control represented 82 unique transcripts. These corresponded to 74% annotated 343 

genes (Table S2), 7% non-coding sequences (Table S3), and 19% uncharacterized sequences 344 

(Table S4). Among 61 differentially expressed sequences that corresponded to annotated protein-345 

coding genes, 10 (16 %) genes or their homologs are known to be functional in the nervous system 346 

of fish or other organisms (Table S2) and 28 (46%) are predicted to function in the nervous system 347 

based on reported gene expression. The remaining 23 genes (38%) have insufficient functional or 348 

expression data to verify or predict their functions in the nervous sytem.   349 

Of those genes that were previously identified in the nervous system, only a handful have 350 

identified nervous system functions – sacsin, plekstrin, mcm7, retreg1, nr1d1, and p2rx7. Sacsin 351 
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is a molecular chaperone protein (Anderson et al., 2011) that has been linked to cerebellar ataxia 352 

in mice (Lariviere et al., 2019; Lariviere et al., 2015; Takiyama, 2007) and was upregulated 353 

following high dose drug exposure. Upregulation following drug exposure may indicate increased 354 

need for chaperone proteins due to cellular stress. Pleckstrin is a major protein kinase C substrate 355 

found in platelets that was upregulated following prescribed drug exposure. Pleckstrin has only 356 

recently been described in the nervous system, where it is associated with the cytoskeleton of 357 

growing neurites in cultured cells (Guo et al., 2019) and the spiral ganglion neurons in the adult 358 

mouse cochlea (Lezirovitz et al., 2020). In situ hybridization reveals widespread, unspecified 359 

expression in the zebrafish head (Thisse and Thisse, 2004), suggesting pleckstrin may also be 360 

involved in zebrafish neurite growth, though the effect pleckstrin upregulation following drug 361 

exposure is unclear. Mcm7 is a minichromosome maintenance complex protein that is involved in 362 

the G1 to S phase transition of the cell cycle, and is expressed in CNS neurons and glia following 363 

injury (Chen et al. 2013). Mcm7 is also expressed in Down syndrome models of neuroblast 364 

proliferation (Hewitt et al., 2010). While the expression and function of mcm7 in zebrafish are 365 

unknown, we expect mcm7 is associated with areas of proliferation and its upregulation following 366 

drug exposure may be in response to neuronal insult. Retreg1 encodes an ER-Golgi processing 367 

protein involved in negative regulation of apoptosis and reticulophagy (Khaminets et al., 2015). 368 

Retreg1 is necessary for the survival of nociceptive and autonomic ganglion neurons (Kurth et al., 369 

2009), though its function in zebrafish is untested. The drug exposure-induced downregulation of 370 

retreg1 suggests more cells are at risk of apoptosis. Nr1d1 is expressed in the superchiasmatic 371 

nucleus of the hypothalamus, retina, pineal gland, and superior colliculus, where it is involved in 372 

circadian rhythms (Ueda et al., 2005), though the effects of nr1d1 downregulation following drug 373 

exposure are unclear. P2rx7 is a purinergic receptor involved in calcium transport in several 374 
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neuronal cell types in other species (Metzger et al., 2017) including hippocampal neurons 375 

(Sperlágh et al., 2002), and in several regions of the zebrafish CNS (Appelbaum et al., 2007).  376 

P2rx7 is also responsible for the ATP-dependent lysis of macrophages (Lammas et al., 1997). 377 

P2rx7 downregulation could be associated with increased immune activity or changes in calcium 378 

transport in stressed cells. 379 

Several annotated genes (mov10b.2, mmp9, slc47a2.2, cmpk2, igfbp1b, hamp, hspb9, 380 

dusp27, aste1a, vgll1, and mfap4) are expressed in the nervous system of zebrafish or other species 381 

but the functions therein are currently speculative (Table S2). MOV10, the human homolog of 382 

mov10b.2, is an RNA helicase involved in microRNA-mediated gene silencing (Meister et al., 383 

2005). MOV10 is expressed in a wide variety of tissues, including the nervous system (Skariah et 384 

al., 2017). The zebrafish mov10b.2 gene may be involved in microRNA related regulation of gene 385 

expression in the developing nervous system and its upregulation could have wide-ranging effects 386 

on transcription. Mmp9 encodes a matrix metallopeptidase that is best characterized for its roles 387 

in normal physiological breakdown of extracellular matrix and immune responses, though it is also 388 

expressed in the regenerating zebrafish retina (Kaur et al., 2018; Sharma et al., 2019), where it 389 

may be involved in remodeling the extracellular matrix to allow axonal regeneration. 390 

Downregulation of mmp9 may be associated with the slowing of normal cellular processes during 391 

stress, which could affect axon outgrowth and pathfinding. Slc47a2.2 is uncharacterized in 392 

zebrafish, though the widely expressed mammalian homolog is linked to excretion of toxins 393 

(Otsuka et al., 2005) which is unsurprising, given that the conditions of the present study resulted 394 

in slc47a2.2 upregulation. Cmpk2 is a nucleoside monophosate kinase in mitochondria that is 395 

present in all zebrafish tissues, including the nervous system, that is upregulated in response to 396 

immune activation (Liu et al., 2019). Igfbp1b encodes an insulin-like growth factor binding protein 397 
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that is enriched in the liver of zebrafish (Kamei et al., 2008), as is its mammalian homolog, and 398 

the drug exposure-induced differential gene expression is most likely due to changes in liver 399 

expression. However, igfbp1 is expressed in the fetal brains of rhesus monkeys (Lee et al., 2001), 400 

where it functions in growth factor signaling. Similarly, the differential expression in the current 401 

study of hamp, hepcidin antimicrobial peptide and iron regulatory hormone, is likely due to 402 

changes in liver expression, where hamp is produced during conditions of inflammation (Nemeth 403 

et al., 2004a) or high iron (Nemeth et al., 2004b). Why drug exposure led to hamp downregulation 404 

is unclear. Hamp is expressed in neural tissues (Zechel et al. 2006), including the hippocampus 405 

where plays a role in social recognition (Ji et al., 2019), though exact mechanisms are not yet clear. 406 

Hspb9 (heat shock protein family B (small) 9) is also abundant in the d liver (Stelzer et al., 2016), 407 

which could represent the differential expression caused by drug exposure. However, hspb9 is also 408 

expressed in the hindbrain (Marvin et al., 2008), though the function therein and the effects of 409 

hspb9 downregulation are unclear. Dusp27 (alias STYXL2 – serine/threonine/tyrosine interacting 410 

like 2) is a phosphatase that is expressed in the zebrafish optic tectum and somites, where it is 411 

required for assembly of the muscle contraction apparatus (Fero et al., 2014). Requirements for 412 

dusp27 in the nervous system are not yet understood and the drug-associated downregulation may 413 

be associated with changes in muscle expression. Aste1a is a homolog of the drosophila asteroid 414 

whose function in zebrafish is as yet unknown. ASTE1, the human homolog of aste1a, is expressed 415 

neural tissues (Uhlén et al., 2015), though the functions in neural tissues are uncharacterized. 416 

VGLL1 is a poorly characterized transcription factor that is expressed in the neural ectoderm 417 

(Fasano et al., 2010), though its function therein is unknown. Mfap4 exists in multiple copies in 418 

zebrafish and is expressed in primarily macrophages, including brain macrophages (a population 419 

distinct from microglia) that are present in the perivascular spaces (Wu et al., 2018) where it is 420 
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involved in cellular adhesion. Mammals also express MFAP4 in the hypothalamus (Ferran et al., 421 

2015). Therefore, Mfap4 downregulation is most likely associated with immune responses rather 422 

than nervous system development.  423 

Furthermore, an additional 34 (56%) of the annotated differentially expressed sequences 424 

(sepina7, dhx58, fbxo32, rsad2, ftr86, col14a1b, and calcoco1) (Table S2) or their homologs are 425 

predicted to be expressed in the nervous system, based on previously published low-resolution 426 

expression in the head via large scale in situ hybridization, RNA sequencing, or proteomics, which 427 

leaves potential nervous system functions even more speculative. Some of these genes are 428 

confirmed or predicted to be expressed in the nervous system, though differential expression 429 

observed in the current study is likely to do other tissues, particularly as some of these genes are 430 

ubiquitously expressed, or nearly so. Serpina7 is a thyroxine-binding globulin expressed in the 431 

blood and liver (Kiba et al., 2009) that was downregulated in each condition that featured 432 

prescribed drugs. The differential expression of serpina7 in the present study may indeed be due 433 

to changes in liver expression. However, serpina7 may also be expressed in the nervous system, 434 

as in situ hybridization reveals widespread, unspecified expression in the developing zebrafish 435 

head (Thisse and Thisse, 2004) and proteomics estimate mild enrichment of serpina7 in the 436 

cerebral cortex (Stelzer et al., 2016), though its potential function in neural tissue is unclear. Dhx58 437 

is a predicted component of innate immune signaling in mammals, where it is also expressed in 438 

the nervous system (Uhlén et al., 2015). Whether the zebrafish dhx58 is expressed or functions in 439 

the CNS is unknown and the differential gene expression following drug exposure may be due to 440 

changes in immune tissues. The gene product of fbxo32 contains an F-box, which is associated 441 

with phosphorylation-dependent ubiquitination (Bodine et al., 2001). The human FBXO32 is 442 

necessary for autophagosome formation and overexpression in neurons can trigger apoptosis 443 
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(Murdoch et al., 2016). The zebrafish fbxo32 is expressed in several tissues, though is enriched in 444 

muscle tissue (Bühler et al., 2016). Fbxo32 downregulation following drug exposure may protect 445 

vulnerable cells from apoptosis. Rsad2 is an interferon-induced antiviral protein that is expressed 446 

in several tissues, including the brain (Uhlén et al., 2015). The upregulation of rsad2 following 447 

drug exposure is most likely due to changes in other body tissues with higher rsad2 expression. 448 

Ftr86 is homologous to human TRIM29, a minimally characterized DNA-binding protein is linked 449 

to immune system regulation, with unresolved nervous system expression in humans (Uhlén et al., 450 

2015; Stelzer et al., 2016). It is not known to be expressed in the nervous system and the differential 451 

expression of ftr86 is likely due to immune system activation. Col14a1b was upregulated following 452 

high dose drug exposure. Collagens are not expressed in the central nervous system (except in the 453 

meninges), though they are associated with the peripheral nervous system. This differentially 454 

expressed collagen is associated with cartilage (Bader et al., 2013) and may represent changes in 455 

neural crest gene expression. The transcription factor calcoco1b is poorly characterized in 456 

zebrafish, though its human orthologue CALCOCO1 is a nuclear receptor coactivator expressed 457 

in many tissues and enriched in the nervous system (Uhlén et al., 2015). Functional data for many 458 

of these genes is lacking, making it difficult to predict their potential roles in nervous system 459 

development or function. In these cases, the low resolution gene expression data is thus far the 460 

best indication that these genes are indeed somehow influencing nervous system development. 461 

Several of the differentially expressed sequences are poorly characterized in zebrafish and 462 

similar genes were identified through BLAST alignments. As such, it is tenuous to make 463 

predictions about the functions of these genes. The largest group of annotated genes are very poorly 464 

characterized and have limited expression data. These genes (Cystatin-like protein, NLRC3-like, 465 

FAM111a-like, probable E3 ubiquitin-protein ligase HERC4-like, tetraspanin-like, nxpe family 466 
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member 3-like, retinol dehydrogenase 12-like, pleckstrin homology domain-containing family 467 

member S 1-like, ER-Golgi intermediate compartment protein 2-like, pgbd4-like, GTPase IMAP 468 

family member 7-like,  NACHT  LRR and PDYD domains-containing protein 12 and 3-like, 469 

tubb4bl, interferon-induced very large GTPase 1-like, CLEC4M, jac9, and klhl38b), are neither 470 

described as expressed in the nervous system or absent from the nervous system, leaving it an open 471 

question. Klhl38b represents a gene duplication in zebrafish of a poorly characterized 472 

transcriptional enhancer. The mammalian KLHL38 homolog is primarily expressed in muscle 473 

(Ehrlich et al., 2020), though nervous system expression remains possible. As such, the differential 474 

expression in the present study of klhl38b most likely represents differential muscle expression. 475 

Two remaining genes are sufficiently well-characterized with no described expression in the 476 

nervous system that the differential gene expression is likely due to non-neural tissues: mpx is a 477 

myeloid-specific peroxidase and hbbe1.1 is an embryonic hemoglobin. 478 

From the differential gene expression of annotated versus novel sequences, plus verified 479 

versus predicted nervous system functions, we predict a majority of the differentially regulated 480 

genes in this analysis affect nervous system development and/or function. How those changes in 481 

gene expression manifest in the organism is beyond the scope of this project. We expect the 482 

differential expression of each of these genes to have a minor effect on the organism, and that the 483 

summative changes in gene expression may have complex and varied effects on zebrafish. We 484 

conclude that exposure to neuroactive compounds induces changes in nervous system gene 485 

expression. 486 

3.4. Connections to human disease 487 

Several of the differentially expressed sequences are associated primarily with the immune 488 

system, including several major histocompatibility complex class I (MHCI; mhc1lja, mhc1zfa, 489 
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mhc1uba, and mhc1lfa) and interferon-induced proteins (ifit44 X1, ifit8, ifit14, and ifit15). Many 490 

of the genetic associations linked to schizophrenia in humans converge on immune responses and 491 

genes associated with the immune system. In particular, MHCI expression in the brain is altered 492 

in schizophrenia (McAllister 2004). Furthermore, cytokine production from immune activation is 493 

associated with schizophrenia. Specifically, interleukin-1 beta (downregulated in the present 494 

study) abnormalities are considered a risk factor for psychosis (Mostaid et al., 2019) possibly due 495 

to its role in guiding the migration of cortical neurons during development (Ma et al., 2014).  496 

Parkinson’s disease has complex etiology with both genetic and environmental risk factors 497 

and involves abnormal expression of many genes, some of which were detected in this study. 498 

Elovl7b is a fatty acid elongase found in most tissues, notably in the oligodendrocytes in the CNS 499 

(Keo et al., 2020; Shin et al., 2009) where it functions to extend fatty acids, presumably associated 500 

with myelin production. Downregulation of ELOVL7 in oligodendrocytes is associated with 501 

Parkinson’s susceptibility (Li et al., 2018; Keo et al., 2020). The proteasome activator psme4a 502 

promotes ubiquitin-independent protein degradation. Psme4a may be involved in necessary 503 

protein recycling in the developing zebrafish. Downregulation of PSME4 has been linked to 504 

Parkinson’s disease via bioinformatics analysis and confirmed in patients with the disease (Yuan 505 

et al., 2020), though causation has not been established. 506 

Other genes that were differentially expressed genes are known to be expressed in brain 507 

vasculature, where abnormal gene expression can have neurological consequences. Epgn is an 508 

epithelial mitogen homolog that is enriched primarily in epithelial tissues and vasculature, (Stelzer 509 

et al. 2016), where its function therein is unexplored. Crp2 and cpr3 encode pentaxin-related 510 

proteins that are orthologues to the human CRP gene. Zebrafish crp2 and cpr3 expression patterns 511 

are unexplored, though mammalian CRP is expressed in a variety of tissues and is enriched 512 
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primarily in epithelial tissues and vasculature, including those within the nervous system, where 513 

CRP influences blood-brain-barrier permeability (Hsuchou et al., 2012). Rnf213b is a ring finger 514 

protein that possesses both ubiquitin ligase and ATPase activities and is required for normal 515 

vascular development in zebrafish (Liu et al., 2011). Whether or not rnf213b is also required in 516 

neurons has not been explored, though abnormal vessel sprouting in the developing head could 517 

have neurological consequences. Expression of abnormal RNF213 in humans is associated with 518 

moyamoya, a rare narrowing of the internal carotid arteries that limits blood to the brain. Due to 519 

incomplete penetrance of the disease, RNF213 is postulated to act with environmental factors to 520 

result in moyamoya (Koizumi et al., 2015). Our results support the role of the environment in 521 

developmental expression of rnf213b. 522 

4. Conclusion 523 

Thirty-six psychotic and illicit drug residues were determined in discharged wastewater 524 

from two centralized municipal wastewater treatment facilities and two wastewater receiving 525 

creeks in Kentucky. The majority of the target drugs including illicit stimulants as well as 526 

potential drug of abuse including opioids, sedatives, and antidepressants were found discharged 527 

from the WWTPs to the creek at a weekly average level of 2.79 ng/L (diazepam) to 858 ng/L 528 

(Heroin). The weekly level of drugs in immediate receiving creeks ranged from 2.02 ng/L 529 

(cocaethylene, a metabolite of cocaine) to 434 ng/L (Heroin). Zebrafish larvae were exposed to 530 

the environmental relevant mixtures of all drug residues, all illicit drugs, and all prescribed 531 

psychotic drugs. The high dose cocktail mixture exposure revealed the largest group of 532 

differentially expressed genes: 100 upregulated and 77 downregulated (p ≤ 0.05; q ≤ 0.05). 533 

Among 61 differentially expressed sequences that corresponded to annotated protein-coding 534 

genes, 23 (38%) genes or their homologs are known to be expressed in the nervous system of 535 
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fish or other organisms. Several of the differentially expressed sequences are associated 536 

primarily with the immune system, including several major histocompatibility complex class I 537 

and interferon-induced proteins. Interleukin-1 beta (downregulated in this study) abnormalities 538 

are considered a risk factor for psychosis. To our knowledge, this is the first study to assess the 539 

contributions of multiple classes of drugs in combination with developmental gene expression. 540 

The fact that these drugs are found in the water bodies that are a potential source of drinking 541 

water, humans are also exposed to low-level drugs in combination. This route of exposure is 542 

most concerning for pregnant women, as many of these drugs or their metabolites would reach 543 

the embryonic brain.  544 
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Table 1. Average rate of drug discharge through the wastewater effluent and average level of drug residues in the receiving creek. The values in 846 
parenthesis represent the detection frequency of drugs through seven consecutive days. 847 

Analytes* 

 
**Discharge Rate (mg/d/1000 
people) ± 95% Confidence Interval 

 
Concentration (ng/L) ± Standard Error 

 WWTP-A WWTP-B  Creek-A Creek-B Literature 
Stimulants        
   Cocaine  9.01 ± 6.27 10.6 ± 17.7  11.5 ± 2.37 (100%) 14.9 ± 5.45 (100%) 5.26a; 8-53e; 2.50-3.40f;  
   Benzoylecgonine  23.0 ± 12.6 23.8 ± 13.5  23.4 ± 3.67 (43%) 18.6 ± 0.76 (29%) 9.48a; 8-60e; 2.40-14.2f; 
   Norcocaine  7.19 ± 2.37 2.97 ± 2.55  11.3 ± 0.80 (100%) 10.6 ± 0.89 (100%) 3.70-4.40f; 
   Cocaethylene  nd nd  2.05 (14%) 2.55 ± 0.44 (43%)  
   Methamphetamine  18.1 ± 7.49 11.8 ± 10.5  18.4 ± 5.35 (57%) 15.2 ± 2.36 (29%) 1.3-62.6b; 7c; 24-1994e; 2.70-86.4f; 
   Amphetamine  3.44 ± 1.44 3.91 ± 1.84  3.06 ± 1.31 (29%) 2.32 ± 0.20 (29%) 3-630c; 9-101e; 2.50-5.10f; 
   Methylphenidate  3.59 ± 1.15 3.10 ± 1.23  2.92 (14%) 3.41 (14%) 2.70-3.90f; 
Opioids/Narcotics        
   Heroin  1263 ± 1180 692 ± 1050  262 ± 84.3 (100%) 434 ± 143 (86%)  
   6-acetyl Morphine  2.18 1.86  nd nd  
   Morphine  5.05 ± 3.22 10.3 ± 74.0  10.7 ± 3.79 (43%) 14.1 ± 4. 95 (43%) 16-83c; 6.2f; 
   Methadone  17.2 ± 3.74 9.67 ± 5.07  19.2 ± 1.83 (100%) 8.31 ± 2.03 (100%) 2.4-17.8f; 
   EDDP  59.4 ± 13.8 44.6 ± 20.6  71.7 ± 5.27 (100%) 42.3 ± 3.80 (100%)  
   Codeine  12.7 ± 2.97 10.5 ± 5.64  13.1 ± 2.27 (100%) 15.1 ± 2.99 (57%) 4.20-34.4f; 
   Fentanyl  3.60 ± 1.63 2.47  4.93 ± 0.87 (71%) 3.90 ± 0.92 (29%) 1.40-1.50f; 
   Oxycodone  43.3 ± 9.01 22.8 ± 11.8  51.1 ± 4.41 (100%) 24.9 ± 6.31 (100%) 2.90-27.0f; 
   Hydrocodone  21.4 ± 3.65 9.59 ± 5.06  21.9 ± 3.73 (100%) 11.2 ± 0.97 (43%) 5.00-126f; 
   Hydromorphone  1.77 ± 1.20 3.22  4.67 ± 1.00 (57%) 3.34 ± 0.15 (43%) 9.10f; 
   Buprenorphine  nd 3.40  5.88 (14%) nd  
Hallucinogens        
   MDMA  nd nd  nd nd 6.1f; 
   MDEA  nd nd  nd nd  
   MDA  11.5 ± 4.12 8.95 ± 4.80  8.22 ± 0.76 (100%) 8.86 ± 0.77 (100%)  
   THC  nd nd  nd nd  
   THC-OH  nd nd  nd nd 51.6-339f; 
   THC-COOH  nd nd  nd nd  
Antischizophrenics        
   Quetiapine  nd nd  4.18 (14%) nd 4.4f; 
   Aripiprazole  3.52 nd  0.91 ± 0.30 (86%) 0.79 ± 0.14 (100%) 5.1-8.3f; 
Anxiolytics        
   Lorazepam  6.25 ± 0.87 6.71 ± 2.79  4.99 ± 0.88 (100%) 6.06 ± 0.87 (57%) 15.8f; 
   Alprazolam  2.44 ± 1.45 575 ± 117  3.29 (14%) nd 0.37a; 2.40-6.10f; 
   Diazepam  3.51 ± 4.54 1.15 ± 8.42  3.25 ± 0.01 (29%) 3.16 ± 0.22 (57%) 2.60-6.10f; 
   Oxazepam  5.34 ± 1.28 4.36 ± 3.72  8.97 ± 1.35 (100%) 5.66 ± 1.38 (100%) 22.5-34.5f; 
   Temazepam  19.6 ± 5.90 30.1 ± 13.0  46.7 ± 6.51 (100%) 41.9 ± 5.83 (100%) 3.40-60.9f; 
   Carbamazepine  92.6 ± 20.0 89.7 ± 43.7  168 ± 13.9 (100%) 129 ± 14.3 (100%) 36.7a; 3.1-296b;6-38c; 3.80-63.1f; 
Antidepressants        
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   Sertraline  34.8 ± 11.6 25.7 ± 13.9  53.9 ± 6.20 (100%) 29.9 ± 4.50 (100%) 0.7-37.5d; 3.80.-24.2f; 
   Fluoxetine  19.5 ± 5.98 25.9 ± 11.8  26.8 ± 1.75 (100%) 25.8 ± 1.87 (100%) 4.52a; 0.5-43.2d; 3.50-9.60f; 
   Venlafaxine  222 ± 44.3 155 ± 89.7  364± 36.8 (100%) 212± 62.05 (100%) 73.3-690d; 2.60-243f; 
   Citalopram  116 ± 22.2 55.4 ± 43.9  170± 20.3 (100%) 78.7 ± 29.34 (100%) 4.53-219d; 2.70-3.90f; 

*metabolites are italicized; nd: not detected 848 
**estimated population of community A and B were 189,335 and 157,796, respectively, based on quantified ammoniacal nitrogen load to the WWTPs (Croft et al., 2020) 849 
aFifty Minnesota Lakes in Minnesota (Ferrey et al., 2015) 850 
)bWastewater impacted surface water in Omaha, NE (Bartelt-Hunt et al., 2009) 851 
cGwynns Falls and Oregon Ridge watershed in Baltimore, MD (Lee et al., 2016) 852 
)dBoulder Creek, CO and Fourmile Creek, IA (Schultz et al., 2010) 853 
)eForester Creek, Santee, CA (Watanabe et al., 2020) 854 
)fBee Creek and Clarks River, Murray, KY (Skees et al., 2018) 855 
 856 
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 857 

Figure 1. Concentration of illicit and prescribed antipsychotic drug residues in two treated wastewater receiving creeks in Eastern 858 

Kentucky (this study) and surface water elsewhere in the U.S. 859 
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 860 

Figure 2. The number of common and unique differentially expressed genes across comparisons. The differentially expressed genes 861 

were mostly unique to the high dose mixture groups, though some genes were also differentially expressed in the other groups with 862 

varying degrees of overlap. ADR: mixture of all drug residues quantified in creeks A and B; PPD: mixture of all prescribed psychotic 863 

drug residues quantified in creeks A and B; ID: mixture of all illicit drug residues quantified in creeks A and B; HD: high dose mixture 864 

of all target drug residues reported in surface water elsewhere at the highest concentrations; C: control.   865 

 866 
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     867 

Figure 3.  Of the top differentially expressed sequences, approximately 25% represent novel or non-protein-coding genes (A). Of the 868 

annotated differentially expressed sequences, most have verified or predicted nervous system function (B). 869 
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