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The established contribution of genetic variation to drug response has the potential
to improve drug efficacy and reduce drug toxicity [1]. The uptake of pharmacogenomics
(PGx) in clinical care, however, has been relatively slow despite the documentation and
validation of many known genetic determinants of drug response. This special issue,
entitled “Pharmacogenomics: From Basic Research to Clinical Implementation,” focuses
on the current state of pharmacogenomics and the extensive translational process required
for clinical implementation, including the characterization of functionally important PGx
variation, the clinical interpretation of PGx variation, clinical PGx decision support, and
the incorporation of PGx into clinical care.

Four of the special issue articles, Han et al. [2], Lee et al. [3], Scheinfeldt et al. [1],
and Kim et al. [4] focus on the identification, characterization, and documentation of
functionally important PGx variation. Kim et al. [4] conducted a longitudinal review of
FDA-approved PGx drugs and FDA PGx drug labels. The authors identified a notable
increase in PGx content between 2000 and 2020 but also note that the majority of these
involved cancer treatment drug labels. This analysis demonstrates the need for more
PGx support in non-cancer therapeutics. Han et al. [2] focused on the identification of
pharmacogenetic single nucleotide polymorphisms (SNPs) and copy number variation
(CNV) in the Korean Genome and Epidemiology Study, which included genome-wide SNP
data collected from over 70,000 Korean Genome and Epidemiology Study participants and
CNV data collected from 1000 study participants. The authors used their cohort data to
confirm the clinical implications of important variants in several pharmacogenes, including
VKORC1, CYP2D6, CYP2C19, and TPMT. Lee et al. [3] focused on the impact PGx variation
at CYP3Ab5 has on chronic kidney disease progression. This example demonstrates that
PGx variation may impact disease treatment through drug response as well as through
physiological effects in kidney that may exacerbate kidney disease. Scheinfeldt et al. [1]
took a complementary in silico approach that leveraged the evolutionary history of the
genes involved in drug response to predict functionally important pharmacovariants. Not
only did they identify over 2000 new putative pharmacovariants, but they demonstrated
that these pharmacovariants are common across worldwide communities.

Two of the special issue articles, Silva et al. [5] and Schmidlen et al. [6], focused on
PGx clinical decision support. Silva et al. [5] leveraged a Clinical Semantic Network frame-
work to apply a pharmacogenomic model to patient electronic medical record data. They
validated this framework with a virtual case study and demonstrated that their approach can
identify clinically significant drug—-drug and drug-gene interactions. Given the increasingly
complex challenges to integrating medical informatics data for clinical decision-making, this
framework and others like it will be needed to support precision medication management.
Schmidlen et al. [6] conducted a retrospective qualitative analysis of genetic counseling re-
quests from participants in a personalized medicine research study and demonstrated the
critical role that genetic counselors play in supporting providers in their communication of
PGx results to patients and supporting patients in their understanding of PGx results.

Several of the studies included in this special issue focus more directly on the incorpo-
ration of PGx into clinical care. Gill et al. [7] focused on PGx implementation in pediatric
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care. Importantly, the authors described a framework in which PGx testing is incorporated
into the EHR system being used by clinicians involved in the study (in this case, EPIC).
Breaux et al. [8] presented an example of PGx implementation for mental health medi-
cations involving a collaborative framework of pharmacists and clinicians. The authors
found that PGx-led medication changes added minimal short-term cost to patient care and
emphasized potential long-term benefits, including improved dosing and reduced adverse
drug reactions. Pasternak et al. [9] conducted a retrospective review of medical records
and provided a detailed assessment of documented PGx testing. These authors used this
review to develop several recommendations for improving clinical PGx testing, including
the establishment of a clinical PGx consult service involving pharmacists and clinicians
and the application of standardized CPIC terminology. Lanting et al. [10] also focused
on challenges to clinical PGx implementation in a complementary prospective manner
involving patients, physicians, and pharmacists. While patient and clinician attitudes
toward PGx testing were typically positive, the authors documented a need for additional
PGx education for clinicians and a clear determination of which clinicians should take
primary responsibility for clinical PGx testing.

Taken together, this body of work builds upon the extensive information already
known about contributions of genetic variation to drug response and describes important
gaps in this knowledge as well as challenges to the clinical implementation of pharmacoge-
nomics that remain to be addressed. Several examples of clinical PGx implementation in a
variety of settings highlight areas of ongoing improvement and momentum toward more
broad integration of PGx testing.
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Abstract: Chronic disease management often requires use of multiple drug regimens that lead to
polypharmacy challenges and suboptimal utilization of healthcare services. While the rising costs
and healthcare utilization associated with polypharmacy and drug interactions have been well
documented, effective tools to address these challenges remain elusive. Emerging evidence that
proactive medication management, combined with pharmacogenomic testing, can lead to improved
health outcomes and reduced cost burdens may help to address such gaps. In this report, we
describe informatic and bioanalytic methodologies that integrate weak signals in symptoms and chief
complaints with pharmacogenomic analysis of ~90 single nucleotide polymorphic variants, CYP2D6
copy number, and clinical pharmacokinetic profiles to monitor drug-gene pairs and drug—drug
interactions for medications with significant pharmacogenomic profiles. The utility of the approach
was validated in a virtual patient case showing detection of significant drug—gene and drug-drug
interactions of clinical significance. This effort is being used to establish proof-of-concept for the
creation of a regional database to track clinical outcomes in patients enrolled in a bioanalytically-
informed medication management program. Our integrated informatic and bioanalytic platform
can provide facile clinical decision support to inform and augment medication management in the
primary care setting.

Keywords: pharmacogenomics; polypharmacy; chronic disease; medication management; electronic
medical record; artificial intelligence

1. Introduction

The management of chronic diseases in the primary care setting often involves
polypharmacy challenges that often drive considerable healthcare utilization and costs.
While the term polypharmacy is used inconsistently in the literature [1], for the purposes
of this report, we are making reference to clinical instances where five or more medications
are used concurrently. Analysis of the Observational Health Data Sciences and Informatics
data set has documented that 10% of diabetes, 24% of hypertension and 11% of depres-
sion patients followed a treatment pathway that was unique among 250 million cases [2],
thus yielding a daunting number of permutations in drug combinations. This increasing
armamentarium necessitates individualized care plans, a challenging task for primary
care practitioners managing complex patient populations. OptumRx has estimated that
polypharmacy affects about 15% of the US population and costs over $175 B per year [3].
As such, polypharmacy is believed to have increased healthcare cost burdens in recent
years by ~30% [4]. Reduced adherence to drug therapy regimens and heightened incidence
of adverse drug reactions (ADRs) represent major challenges for polypharmacy patients,
including at-risk patients with multiple comorbid conditions.
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An estimated 15 million people 65 years of age and older face a polypharmacy chal-
lenge, with nearly 50% of them using at least one unnecessary medication [5]. The preva-
lence of potential hepatic cytochrome (CYP) enzyme-mediated drug-drug interactions has
been estimated to be as high as 80% [6], with elder adults considered to be more susceptible
to problematic drug interactions due to declining levels of hepatic and renal functions [7].
In a recent report, 56% of a study population prescribed (es)citalopram showed underly-
ing drug—drug and drug—gene interactions, which would be difficult for a practitioner to
address absent of pharmacogenomic testing [8]. Further complicating the optimization
of complex pharmacotherapies, individual variations in response to the same medication
can fluctuate over three orders of magnitude [9]. These issues collectively contribute to
over 2 million documented ADRs in the US and over 100,000 deaths [10]. Analysis of
the genetic variation in response to drugs and ADRs has been enabled somewhat by the
Pharmacogenomics Knowledge Base (PharmGKB), Pharmacogenomics Research Network
(PGRN), and the Clinical Pharmacogenetics Implementation Consortium (CPIC) [11-13].
However, data linkages and documentation of the full diversity of clinical phenotypes
associated with rare or emergent variants remain a significant hurdle. One of the largest
pharmacogenomic targeted exome sequencing studies conducted to date [14] has shown
that 96.2% of patients in a cohort of 5424 had CPIC Level A actionable variants, with half of
the variants identified in the population identified as novel variants [15]. In a different but
concordant report by Van Driest et al., 98% of the study population carried CPIC actionable
variants [16].

ADRs are major drivers of healthcare utilization, and precision interventions designed
to address these deficits provide tremendous opportunities for improved health outcomes
and reduced costs. These challenges are especially prevalent among rural and socioeconom-
ically disadvantaged populations, with most studies to date largely limited to retrospective
observations and data mining. These approaches pose data linkage limitations that pre-
clude longitudinal assessment of the natural history of polypharmacy and chronic disease
progression at the individual level [17]. As such, robust studies of polypharmacy and the
contribution of genetics to drug response have continued to be sparse.

Pharmacogenomics (PGXx) is a discipline that focuses on a genome-wide assessment of
how individual genes alone or in combination with other loci affect individual responses to
drug treatment. PGx combines pharmacology (the science that focuses on the uses, effects,
and modes of action of drugs) and genomics (the study of structure, function, evolution,
and mapping of genomes) to develop effective, safe medication regimens tailored to an
individual’s genetic makeup [13]. PGx can aid in the prediction and stratification of who
may benefit from a medication, who may not respond at all, and who may experience
adverse reactions. Clinical use and reimbursement of pharmacogenomic testing remains
challenging, largely due to a dearth of evidence supporting clinical utility and cost ef-
fectiveness. While clinical decision support is recognized [18] as a key component for
the successful implementation of pharmacogenomic testing, widespread utilization of
pharmacogenomic testing is not commonplace [19]. Pharmacogenomic-based studies can
inform how single nucleotide polymorphisms (SNPs) and other variations in the human
genome correlate with disease, drug response, and the occurrence of clinically significant
phenotypes [20]. SNPs, the most common type of genetic variation found in humans and
the most commonly tested variant affecting drug response [20], may be present between
genes or within genes and their regulatory sequences. While most SNPs do not affect
health, some may be linked to disease or help to predict an individual’s response to a
particular drug [20]. As such, SNP-based pharmacogenomic analysis can highlight specific
targets and their impact on the subject’s medication blood levels and response. Genomic
and pharmacogenomic data combined with personal health and psychosocial data may be
effectively used to support providers with treatment-related decisions in the management
of chronic disease patients.

Here we present proof-of-concept for a clinical care protocol with the potential to
predict and confirm a subject’s response to their medication based on chief complaints
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and symptom functionality, specific medication-associated genomic data on receptors and
transporters, and measurement of drug levels. Evidence is presented that a computational
rendering of a patient’s complaints and medications alone can be useful in the identification
of symptoms with pharmacologic root-cause and that genotypes and pharmacokinetic
information can be used computationally in a way that is practical for guiding prescribing
choices in a primary care setting.

2. Materials and Methods
2.1. Clinical Environment and Process

A Texas A&M Interprofessional Pharmacogenomics (IPGx) Clinic is being established
as part of the Texas A&M Family Medicine Program, a clinical practice serving diverse
and underserved populations with chronic disease burden, including a high prevalence of
polypharmacy.

A digital continuity of care document/file with the contents listed in Table 1 above
is produced by the primary care electronic medical record for digital importation into
the (Clinical Semantic Network) CSN (Figure 1, step 2). This represents the baseline
information required for completion of the data analysis underlying the IPGx care model
(Figure 1, step 3a). Basic medical and family history information is collected followed by
a physical exam and collection of blood and/or buccal swabs for processing by a CAP-
CLIA bioanalytic laboratory (Figure 1, step 3b). A medication management report citing
complaints of potential pharmacological root causes and suggested alternative medications
is provided to the referring physician (Figure 1, step 4). Patients are offered an opportunity
to participate in a research registry underlying the IPGx database (Figure 1, step 5), and if
opting into the registry, administered baseline validated quality of life questionnaires in
digital format.

Table 1. Health Data Inputs into the Clinical Semantic Network to Interrogate for Symptoms and
Complaints that Might have Pharmacological Root-Cause.

Input Datum

Progress Notes (6 months)
Complaints
Active problem list
Medical History
Family History
Social History
Vitals
Vaccination History
Patient encounters (10 years)
Medication and dosing
Diagnosis codes
Billing
Quality of life questionnaires (disease specific, digital)
Continuity of care documents
Procedural notes
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Figure 1. Interprofessional Pharmacogenomics (IPGx) Model. 1. Referral of polypharmacy patient to the IPGx clinic. 2.
Interprofessional team collects relevant medical history with an emphasis on information related to chief complaints, which
also includes a transition of care history from primary care to the IPGx. This information is analyzed using the Clinical
Semantic Network to identify complaints of possible pharmacological root cause. 3a. When warranted, pharmacogenomic
profiling is performed. 3b. When warranted, pharmacokinetic profiling is performed. 4. A medication management report
citing complaints of potential pharmacological root causes and suggested alternative medications or adjustments to drug
regimen is provided to the referring physician. 5. If patient chooses to give informed consent, all clinical data, bioanalytic
data and biological specimens are entered into a pharmacogenomic research registry (clinical-genomic database).

2.2. Medical Record Analysis and the Clinical Semantic Network

The first piece of the artificial intelligence phase in the IPGx model is an analysis of
symptoms residing in electronic medical records that might be indicative of suboptimal
or problematic medication regimens. The Clinical Semantic Network (Goldblatt Systems,
Inc., Tucson, AZ, USA [21] is a computable medical record that enables facile analysis of
symptoms and complaints imported from the Texas A&M Primary Care medical record
(eClinical Works), in an HL7 clinical document architecture (CDA, see Table 1 IPGx continu-
ity of care (CoC) data). The IPGx CoC data in the CDA Clinical Document Architecture [22]
includes chief complaints such as drug side effects and symptoms, known diagnoses, and
medications prescribed. This information is exported from the electronic health record into
the CSN to render case specific data computable by the CSN [21].

The CSN is built on a commercial grade software that is tiered from Oracle, DOM,
Hibernate, and Java. It maps relational data to a domain model. The data structure
is computationally tractable and configured to enable the application of Al in terms of
predictive analytics.
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2.3. Bioanalytic Phase

The bioanalytic phase of the IPGx model involves interrogation of specific and action-
able pharmacogenomic targets (per CPIC guidelines) and confirmation of genotype impact
on the subject’s steady state blood levels of medication.

2.3.1. Clinical Pharmacogenomics

SNPs identified with genomic and pharmacogenomic analyses combined with per-
sonal health and psychosocial data may be used to develop a model for prediction of
disease outcome as well as an aid to physicians with clinical management [23]. The
Molecular Dx pharmacogenomic (PGx) assay targets an extensive list of medications and
therapeutic symptoms. For low daily volume and fast turn-around time, the MolecularDx
Comprehensive PGx panel is utilized (Table 2). Primers designed to amplify specific genetic
variations (SNPs, insertions, deletions, multi-nucleotide polymorphisms) in genes coding
for pharmacogenes or their regulatory elements are listed in Table 2.

Table 2. Drug Classes, Potentially Impacted Drugs, and Genes Texted in the MolecularDx Pharmacogenomics Platform as

of March 2021.
Drug Class Potentially Impacted Drugs Gene(s) Tested
Atomoxetine, Amphetamines, Dexmethylphendiate,
ADHD Dextroamphetamine, Lisdexamfetamine, Methylphendiate CYP2D6, COMT
Clonidine, Guanfacine
Alzheimer’s Disease Donepezil, Galantamine Memantine CYP2D6
Antiarrhythmics Donepezil, Galantamine Memantine CYP2D6
Methotrexate, Belinostat, Erlotinib, Gefitinib, Nilotinib,
Anticancer Agents Pazopanib, Azathioprine, Mercaptopurine, Thioguanine,
Irinotecan, Irinotecan Liposomal
Antidepressants, SSRTs/SNRI Citalopram, Escitalopram, Desvenlafaxine, Duloxetine, CYP2D6, CYP2C19
Mirtazapine, Paroxetine, Sertraline, Venlafaxine
Amitriptyline, Clomipramine, Desipramine, Doxepin,
Antidepressants, Tricyclic Imlpra.mme, Nortrlpfcyhne, Tr1m.1prar.mne Amoxap.lr}e, CYP2C9
Fluoxetine, Fluvoxamine, Levomilnacipran, Maprotiline,
Nefazodone, Protriptyline, Vilazodone, Vortioxetine
L. . Glimepiride, Glipizide, Glyburide, Tolbutamide,
Antidiabetics Chlorpropamide Nateglinide, Repaglinide CYP2C9
Antiemetics Ondansetron, Dolasetron, Metoclopramide, Palonosetron CYP2D6
Phenytoin, Carbamazepine, Carbatrol, Eslicarbazepine,
Ethosuximide, Ezogabine, Felbamate, Fosphenytoin,
Antiepileptic Gabapentin, Lacosamide, Lamotrigine, Levetiracetam, CYP2C9

Oxcarbazepine, Perampanel, Pregabalin, Rufinamide,
Tiagabine, Topiramate, Valproic Acid, Vigabatrin,
Brivaracetam, Phenobarbital, Primidone, Zonisamide

Antihyperlipidemic Agents

Atorvastatin, Fluvastatin, Lovastatin, Pravastatin,
Pitavastatin, Simvastatin, Rosuvastatin

SLCO1B1, CYP3A4, CYP2C9

Carvedilol, Metoprolol, Irbesartan, Nebivolol, Propranolol,

Antihypertensives Timolol, Labetalol CYP2D6, CYP2C9
Antiplatelets/ Anti ot Clopuigg.rel,b Prassgll;gl, "lt"1cag}§et101j,l\/;far}f;2‘m, \gorapaxar, CYP2C19, CYP2C9,
ntiplatelets/ Anticoagulants pixaban, Dabigatran Etexilate, Edoxaban, VKORCL, CYP3A5

Fondaparinux, Rivaroxaban
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Table 2. Cont.

Drug Class

Potentially Impacted Drugs

Gene(s) Tested

Antipsychotics

Aripiparazole, Haloperidol, Iloperidone, Paliperidone,
Perphenazine, Pimozide, Risperidone, Thioridazine,
Asenapine, Brexpiprazole, Chlorpromazine, Fluphenazine,
Loxapine, Lurasidone, Pimavanserin, Quetiapine,
Thiothixene, Trazodone, Trifluoperazine, Ziprasidone,
Clozapine, Olanzapine, TetrabenazineOther Neurological
Agents: Dextromethorphan/Quinidine, Flibanserin

CYP2D6, CYP1A2

Anxiety /Insomnia

Diazepam, Clobazam, Alprazolam, Clonazepam,
Lorazepam, Oxazepam

CYP2C19

Acid Related Disorders

Dexlansoprazole, Esomeprazole, Lansoprazole,
Omeprazole, Pantoprazole, Rabeprazole

CYP2C19

Cardiovascular

Angiotensin II Receptor Antagonists: Azilsartan,
Candesartan, Eprosartan, Irbesartan, Losartan, Olmesartan,
Telmisartan, Valsartan
Antianginal Agents: Ranolazine Diuretics: Torsemide

Huntington Disease

Tetrabenazine

CYP2D6

Immunosuppressants

Tacrolimus

CYP3A5

Infections

Antifungals: Voriconazole
Anti-HIV Agents: Atazanavir
Antimalarials: Proguanil

Antifugals: Voriconazole

Carisoprodol, Tizanidine, Cyclobenzaprine,
Metaxalone, Methocarbamol

CYP2C19, CYP1A2

Anti-HIV Agents: Atazanavir

Methadone

CYP2B6

Antimalarials: Proguanil

Codeine, Fentanyl, Hydrocodone, Morphine, Oxycodone,
Tramadol, Alfentanil, Buprenorphine, Dihydrocodeine,
Hydromorphone, Levorphanol, Meperidine, Oxymorphone,
Sufentanil, Tapentadol, Methadone

CYP2D6, OPRM1

Other

Bupropion, Naltrexone

COMT, OPRM1, ANKK1/DRD2

Other Analgesics

Celecoxib, Flurbiprofen, Piroxicam, Diclofenac, Ibuprofen,
Indomethacin, Ketoprofen, Ketorolac, Meloxicam,
Nabumetone, Naproxen, Sulindac

CYP2C9

Pain

Fibromyalgia Agents: Milnacipran

Rheumatology

Anti-Gout Agents: Allopurinollmmunomodulators:
Apremilast, Leflunomide, Tofacitinib

Urinary Incontinence

Antispasmodics: Tolterodine, Darifenacin, Fesoterodine,
Mirabegron, Oxybutynin, Solifenacin, Trospium
5-Alpha Reductase Inhibitors: Dutasteride, Finasteride
Alpha Blockers: Alfuzosin, Doxazosin, Silodosin,
Tamsulosin, Terazosin
Phosphodiesterase Inhibitors for Erectile Dysfunction:
Avanafil, Sildenafil, Tadalafil, Vardenafil

CYP2D6




J. Pers. Med. 2021, 11, 443

This technology uses TagMan Genotyping Assays [24] to target 90 PGx-related SNPs
plus CYP2D6 copy number. Genotyping is performed on the Applied Biosystems QuantStu-
dio 12K Flex. For higher daily volume and lax turn-around time, a custom-designed
SARS-CoV-2 research diversity array can be utilized. Whole blood with no centrifugation
is extracted using QIAamp DNA Blood Mini Kit (Cat. # 51106) used on QiaCube. TagMan
Genotyper v1.6 software was used to make genotype calls. Calls are manually reviewed by
two pharmacists with pharmacogenomic expertise and agreed upon before reporting.

2.3.2. Clinical Pharmacokinetics

Candidate pharmacologic symptoms coupled with genotypes that portend drug—
drug and drug-gene interactions can be further validated by the measurement of steady
state blood concentrations of the medications of interest. Under the IPGx protocol, target
drugs corresponding to the drug-gene pairs in Table 2 and their metabolites are measured
utilizing a validated liquid chromatography mass spectrometry assay. Such results were
not entered into the virtual exercise presented in this report, but are available for use in
clinical practice.

2.4. Synthesis and Reporting

The CSN deconstructs and enhances a medication identification procedure utilizing
the medication’s molecular weight, excretion pathways, ATC class, volume of distribution,
bioavailability, elimination half-life, anticholinergic burden, steady state, and CYPysp, or
transporter pathways. In this light, the CSN enabled the development of a polypharmacy
report that can be utilized by a clinician at point of care to get a holistic, yet cogent snapshot
of symptoms, complaints, diagnoses, and medications that might reflect drug—drug and
drug-gene interactions. This function generates a medication management summary
report that identifies high probability and actionability per CPIC guidelines of drug-gene
and drug—-drug interactions at the root cause for select symptoms. These relationships can
ideally be confirmed by genotyping and/or clinical pharmacokinetic assays.

3. Results
3.1. Clinical Environment and Process

Polypharmacy patients and patients demonstrating symptoms and complaints that
might be indicative of possible medication interactions are referred to the IPGx clinic for
evaluation by the attending clinician (Figure 1, step 1). Patients are not required to consent
to the registry to receive the bioanalytic workup and medication management care; registry
participation is optional and not a condition of care. The program entails a process of
stepwise progression of electronic medical record analysis toward pharmacokinetic ground
truth to inform primary care practitioners. The first step consists of a clinically aware
computational analysis such that entry of complaints into the patient’s record, updates the
rendering of complaints that match the known side effects (from First Data Bank) of drugs
taken by the patient. The second step strengthens these associations if a pharmacokinetic
model of the medications renders potential instances of pathway overload (Epocrates).
Next, the CSN can further strengthen these associations by identification of pharmacogene
variants of known clinical significance that are consistent with the list of candidate side-
effects or pathway overload. Finally, pharmacokinetic data is incorporated to distinguish
among and validate instances of drug—gene or drug—drug interactions.

3.2. Medical Record Analysis and the Clinical Semantic Network

The first step is a computational and semantic comparison of case history to the
medications the patient is taking. This is powered by DrugBank [25], Epocrates [26], and
Lexicomp [27] to tally the subset of symptoms that are present and known to occur as side
effects of the medications the patient is taking. At a clinical informatics level, cough with
fever might be connected /mapped to curated ontologies such as SNOMED (Systematized
Nomenclature of Medicine [28]) about SARS-CoV-2, or pneumonia in a weighted fashion,
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by subject matter experts who then have the capability to markedly enhance this highly
navigable information. A net result is that a SNOMED identification can be established
with multiple attributes built into the CSN system. Other analogies in the CSN include
instances when a chief complaint is entered such that the system knows which history of
present illness questions should be used to interrogate. The technology works much in the
same manner as Google can predict shopping preferences based on user actions.

For the purposes of this communication, we created a virtual patient with medi-
cation, pharmacogenomic, and side effect profiles that were aggregated drawing from
previous experiences with a number of real-life clinical cases. The clinical characteristics
assessed included:

e  Number of side effects/complaints/diagnoses identified in the patient and believed
to be related to his/her current medication regimen,

Number of medications possibly contributing to the identified /diagnosed side effects,
Number of drug metabolic pathways identified as being potentially overloaded,
Number of drug metabolic pathways identified as borderline overloaded,

Number of medications with pharmacogenomic profiles,

Number of medications putting the patient at risk for serotonin syndrome,

Number of medications putting the patient at risk for QT prolongation,

Number of anticholinergic medications.

At this step, a side-effects dashboard is created by the CSN utilizing any drug in
the First Databank to distill complaints that could be of pharmacological origin. Figure 2
provides a summary of selected computational clinical findings for the virtual patient
which are also a rendering of the complaints from Table 1, that correspond to the subset of
complaints that are also known side effects of the medications the patient is taking. Those
side effects, as initially rendered prior to pharmacogenomic profiling, may not inherently
be of pharmacological origin, or may arise due to drug-drug interactions, or as a result of
drug-gene interactions. Pharmacogenomic testing and pharmacokinetic testing can reveal
whether these complaints are rooted in drug-gene or drug-drug interactions. The CSN
can be contrasted from step-and-fetch functionality of most electronic medical records by
the interconnectivity of medical terms. Those medical terms are connected in a neural-like
network of semantic associations that effectively represent knowledge and contextual
awareness of potentially related data elements in a patient record. The network consists of
nodes representing objects and arcs which describe the relationship between those objects.
Semantic networks can categorize the objects in various forms and can link those objects
making it particularly useful in an electronic health record which can utilize and act on
computable data. Interconnecting a patient’s clinical content (phenotypes) with this form
of health care knowledge gives the data in these relationships actionable context. There
is a pharmacokinetic modeling dimension in this analysis that examines the repertoire of
medications a patient has been prescribed and that models these data based on known
pathways for those medications to assess drug—drug interactions that might result from
pathways that are excessively taxed by virtue of the combination of medications (Figure 3).

This dashboard can incorporate correlative associations (complaints-drug side effects)
and bioanalytic associations (PGx genotypes and predicted or measured pharmacokinetic).
As such, this computationally rendered dashboard provides useful insight on the potential
root cause of complaints both before and after bioanalytic analysis is entered into the CSN
case record.

10
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# less severe
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Medication/History Y . S I F &£ & & K
¥ Condition & & ¢ S S
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Nausea * * * * * * * * * *
Bronchospastic Pulmonary Disease * * * * * *
Hypertension * * * * *
Muscle Weakness * * * *
Wheezing * * *
Pain * * *
Asthma Exacerbation * *
Gout * *
Hyperuricemia * *
Kidney Stone * *
Peripheral Neuropathy * *
Unsteady Gait * *
Urinary Incontinence * *
Skin Rash * * * * * * * * * *
Anaphylaxis * * * * * * * * *
Constipation * * * * # * * * *
Dizziness * * * * * * * * *
Xerostomia * * * * * * * *
Angioedema * * * * * * *
Seizure Disorder * * * * * * *
Depression * * * * * * *
Urticaria * * * * * * *
Syncope * * * * * * *
Diarrhea * * * * * * *
Drowsy * * * * * * *

Figure 2. Side Effects Dashboard. List of symptoms indicating potential pharmacological origin.

Utilization [MAJOR: @, MINOR: @] | Inhibitor [STRONG: ¥ , MODERATE/WEAK ¥ | | Inducer [EFFECTIVE: 4 , NOT_EFFECTIVE: ] @
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Aliopurinol ©
Aspirin @

Fumarate @
Cetinzine ©
Cyclobenzaprine @

Duioxetine ©
Felodipine @
Hydrochiorothiazide ©

Indomethacin @
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Olanzapine @
Ondansetron @

Iizandne ©
Iramadol ©

Figure 3. Cont.
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Key

¥ - Drug moderately inhibits the CYP or transport enzyme. CYP/Trans Column Yellow
* - Drug moderately induces the CYP or transport enzyme. + Two drugs with moderate or above utilization CYP or transport
4 - Drug strongly inhibits the CYP or transport enzyme Ki> 1 enzyme
4 - Drug strongly induces the CYP or transport enzyme. * Patient is an intermediate metabolizer of CYP
@ - Drug is metabolized on CYP or transport enzyme. CYP/Trans Column Orange

) ) . . . . » Three or more drugs with moderate or above utilization CYP
@ - Drug CYP or transport enzyme is a major metabolizer above 30%. or transport enzyme
% - Denotes an occurrence. + Patient is an extensive or utra-rapid metabolizer of CYP

: ’ ) . Cyp/Trans Column Red
Poor - patient is a poor metabolizer due to variant for CYP or

transport enzyme

INT - patient is intermediate metabolizer due to variant for CYP
or transport enzyme

ULT - patient is ultra-rapid metabolizer due to variant for CYP
or transport enzyme

EXT - patient Extensive metabolizer due to variant for CYP or
transport enzyme GFR Red - patient’s last glomerular filtration rate value < 30

LFT Yellow - patient’s last Alanine Aminotransferase > 60

* Four or more drugs with moderate or above utilization CYP or
transport enzyme

* Patient is a poor metabolizer of CYP or transport enzyme
variant that impedes the enzyme

GFR Yellow - patient’s last glomerular filtration rate value < 55
GFR Orange - patient’s last glomerular filtration rate value < 44

Pro drug - a compound that, on administration, must undergo LFT Orange - orange patient’s last Alanine Aminotransferase > 180
che.m|cal conversion by metabolic processes before becoming an LFT Red - last Alanine Aminotransferase > 240

active pharmacological agent; a precursor of a drug. Any of

various drugs that are administered in an inactive form and

converted into active form by normal metabolic processes.

Figure 3. Medication and Pharmacokinetic Pathway Summary. The green rectangles are a few salient transporters, and the
light blue box represents anticholinergic burden. The left most vertical column denotes the patient’s medications. Vertically,
the column beneath named alleles in red indicates that the respective pathway could be overloaded. Panel B Key.

3.3. Bioanalytics

Pharmacogenomics is used to assess the impact of individual pharmacogenomic vari-
ants on how subjects respond to their medication by evaluating specific medication receptor
targets as well as transporter functionality [29]. The dashboard design incorporates Clinical
Pharmacogenetics Implementation Consortium (CPIC) guidelines and the knowledge-
bases contained in PharmGKB and PharmVar to provide a cogent front-end presentation
of case-relevant and actionable pharmacologic considerations for use by the clinician at
point-of-care. The report reflects a comprehensive analysis of known pharmacogenomic
knowledge through the filter of established consensus medical guidelines. For illustrative
purposes, Table 3 presents a list of CYP2D6 haplotypes that the CSN is configured to
dynamically incorporate into the rendering of the pharmacogenomic analysis. The CSN
is capable of incorporating all variants of known clinical significance. The patient scope
varies and is dynamically adjusted to the variants that are presented by the instrumenta-
tion. The CYP2D6 haplotype call is made from the core variants for each haplotype and all
other variants are verified as constant relative to that haplotype so variants of unknown
significance are not presented as normal.

12
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Table 3. List of CYP2D6 alleles incorporated into the rendering of the Medication and Pharmacoki-
netic Pathway Summary in Figure 3.

CYP2D6 Haplotypes
*2,%3,%4,%5,%6,*7,%8,%9,*10,*11,*12,*14,*15,*17,* 19,
*20,%21,%22,%23,%24,%25,%27,%28,%29,*30,*31,* 32, * 33,
*34,%35,%36,*37,%38,%39,*40,* 41, * 42, * 43, * 44, * 45, * 46,
*47,*48,*49,*50,*51,*52,*53,*54,* 55, ,* 56, * 57, * 58,
*59,%60,*62,*64,%65,%69,*70,*71,*72,*73,*74,%75,* 81,
*82,%83,%84,*85,%86,*87,*88,*89,*90,* 91, * 94, * 95,
*96,*98,*99,*100, * 101, * 102, * 103, * 104, * 105, * 106, * 107,
*108,* 109, * 110, * 111, * 112, * 113, * 114, * 115, * 116, * 117,
*118,* 119, * 121, * 122, * 123, * 125, * 126, * 127, * 128, * 129,
,*130,*131,* 132, * 133, * 134, * 135, * 136, * 137, * 138, * 139

*: alleles.

3.4. Virtual Patient A

Patient A is a 60-year-old African American female with a ten-year history of depres-
sion, schizophrenia, and chronic pain who is referred to the IPGx Clinic by her primary care
physician for a polypharmacy consult. She began complaining of worsening shifts in her
mood and increasing feelings of worthlessness and sadness for the past six-months. She
stated that there have been to changes in her family life and that her work shifts had ended
a year before. She lives with her husband of 30 years and has two pets. The patient stated
that she does not understand why she feels sad all of the time and unable to enjoy life the
way she used to after her depression, schizophrenia, and pain had been so well controlled
with medications. She stated that her family commented that she is more “irritable” and
“angry all the time”. Upon further questioning, she noted that her physician had been
making adjustments to her medications and prescribed cyclobenzaprine for rigidity and
duloxetine for the worsening feelings of depression six months ago. She denies having any
other medical problems at this time and any known allergies to medications. The patient
reports taking duloxetine, tramadol, ondansetron, cyclobenzaprine, and olanzapine as
prescribed, and denies using over the counter medications, herbal supplements, or illicit
drugs. Her vital signs were all within normal limits and her physical examination was
unremarkable. The patient consents to pharmacogenomic and pharmacokinetic testing
and opts to join the pharmacogenomics registry. A blood sample is drawn and buccal
swabs are collected for analysis. The patient returns to clinic after one month for follow up
and discussion of findings. The results of the metabolic panel and blood cell counts were
unremarkable. Pharmacogenomic testing is conducted and shows that the patient is a poor
CYP2D6 metabolizer. Figure 2 presents screenshot depictions of side-effects—a listing of
patient reported symptoms and complaints attributed to potential pharmacological root
causes (denoted by black stars) compared to known side effects of the medications the
patient has been prescribed (denoted by red and yellow stars, for moderate and severe side
effects, respectively).

4. Discussion
4.1. Integration with Primary Care

The IPGx program has leveraged health care policy mandates calling for health data
standardization protocols [30]. The transitioning of the IPGx CoC data set (Table 1) into the
CSN is somewhat amenable to HL7 continuity of care data CDA formats. These data can
be output in a readily computable format from most medical records, and have proven to
be tractable and scalable in the IPGx model. The side effects table (Figure 2) for composite
clinic case represented by patient A were compiled from a medical history, in the form
of a CDA, composed of data enumerated in Table 1 that were extracted from a primary
care electronic medical record (eClinical Works) from which patients are being referred for
an ongoing pilot project digitally linking the IPGx with primary care. Future work will
examine and confirm the utility of using CoC HL7 CDAs using data from other providers
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and health systems that refer patients to the IPGx clinic. Most current electronic medical
record vendors will have standard capability to produce a CoC CDA similar or identical to
the one used here. The return of results and medication management recommendations
to primary care are a work-in-progress and currently presented in the form of a PDF
report that can be appended to the electronic medical record at the referring primary care
clinic. However, the CSN retains “clinical awareness” meaning that the semantic linkage
between relevant threads in phenotypes->(complaints->potential side-effects)->genotypes-
>pharmacokinetic ground truth for a given patient are not lost. One existing constraint is
that this functionality and the underlying data structures are unique to the CSN and not
readily transferrable to any know electronic medical record beyond standard SNOWMED
nomenclatures.

A current challenge in primary care environments with populations of polypharmacy
and polydisease burden is managing the increased complexity of medication repertoires
and standards of care that do not account for this emergent complexity. Some medical
records have alerts for potential drug—drug interactions, but none of these computational
tools are linked to what the patient is actually experiencing, and as such, they do little
to distinguish among complaints caused by disease versus those potentially caused by
medications. The status quo leaves the primary care with a dearth of tools to respond to
these noisy considerations in an environment with personalized and precision strategies
increasingly necessary to avoid ADRs.

4.2. Medical Record Analysis and the Clinical Semantic Network

Nausea and depression are symptoms and complaints that the CSN identified in the
side effects table as potentially having a pharmacological root cause (Figure 2). The side
effects table provides an emerging view of phenotypes that may have a pharmacologic
root cause, based on First Data Bank side effects, and warrant further pharmacogenomic
and pharmacokinetic analysis of a patient and their case. The combination of worsening
symptoms and new medications in Patient’s A dashboard suggests that these symptoms
may result from overburdening of the CYP2D6 pathway, an oxidative drug metabolizing
pathway utilized by 25% of medications, and a common nexus for ADRs in polyphar-
macy [31,32]. This assessment is consistent with the finding that many of the medications
taken by Patient A (duloxetine, tramadol, ondansetron, cyclobenzaprine, and olanzapine)
interact with the CYP2D6 metabolic pathway. Duloxetine is a recognized inhibitor of
CYP2D6, thus potentially increasing circulating drug levels for agents such as tramadol
that are metabolized by this pathway. Duloxetine, olanzapine, cyclobenzaprine, and on-
dansetron are also utilizers of CYP1A2, and may be collectively contributing to overload of
this metabolic pathway (refer to Figure 3). Several of these agents also utilize the CYP3A2
and CYP3A4 pathways, thus compounding the level of taxation of several alternative oxida-
tive metabolism pathways. In the top left header bar of Figure 3, the dashboard indicates
there are 15 drugs, corresponding to 10 genes/pathways of interest in this patient’s medica-
tion regimen and that two alternatives to ondansetron (granisetron, palonosetron) should
be considered to offload CYP metabolic pathways and possibly improve the patient’s
symptoms and optimize response to drug therapy.

Electronic health record alerts, computerized order entry systems, and pharmaceutical
box warnings are insufficient in helping physicians at point of care to identify critical drug-
drug or drug-gene interactions that might result from polypharmacy [31]. In this case,
CYP1A2, CYP2D6, and CYP3A4 may be overburdened (Figure 3) and perhaps overloaded
to a point of significant clinical consequence. In this patient’s case, the inclusion of drug-
drug interactions in the assessment is complicated by a pre-existing history of dementia
and chronic pain, disorders that can themselves present with symptoms of depression.
We recognize that ordering a pharmacogenomic test is currently not within established
clinical guidelines at this time. In fact, our research registry was established in order to
generate clinically relevant evidence to support expanded use of pharmacogenomic testing
in chronic disease management and polypharmacy. Again, the medical record analysis is
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simply an exercise in computational filtering of the symptoms with potential pharmacologic
origins from the broader noise contained within the medical and complaint history—a
tool that is likely useful in primary care even without deployment of a downstream
bioanalytic program.

4.3. Bioanalytics

Patient A was designated as a poor metabolizer variant of CYP2D6 into the CSN to
establish the utility of layering genotype information onto the pathway analysis dash-
board and to incorporate this information in triangulating symptoms with pharmacological
root cause to generate medication alternatives. A recent analysis of CYP2D6 genotypes
in an Austrian population evaluated in a family practice setting revealed that the me-
tabolizer status of patients taking medications metabolized by CYP2D6 [32] would be
clinically actionable in 16% of cases. A 2016 report by Bush et al. focused on variation
in 82 pharmacogenes in a cohort of 5000 clinical subjects, and CYP2D6 was identified
among the most polymorphic gene present [15]. In their study, over 96% of subjects had
one or more CPIC Level A actionable variant identified and more than a third had three or
more actionable variants, suggesting that these variations may influence the clinical care
of affected patients over their lifetime. In a similar study, Van Driest et al. [16] reported
that the number of CYP2D6 variants is highest among African-Americans [15], as seen in
Patient A. Accordingly, implementation of our informatic and bioanalytic platform would
place critical information at the fingertips of primary care and ambulatory care pharmacy
providers. Under the working premise of our virtual case, genotyping confirmed that
Patient A had a CYP2D6* 17 variant of CYP2D6 that made her a poor metabolizer. To gain
further insight and to validate the functional significance of the findings, a pharmacokinetic
assay of CYP2D6 metabolized medications would be ordered to hyperlink steady state
levels in the dashboard under the black circle with the letter “i” next to the drug name in
the pathway analysis dashboard (Figure 3). This would be done to establish with certainty
if the patient has elevated steady state levels of duloxetine and tramadol that not only
overload CYP pathways, but may also be material contributors to the chief complaint
profile and polypharmacy burden for the virtual patient.

Patient A is taking five medications that utilize a low functioning variant of CYP2D6:
duloxetine, tramadol, ondansetron, cyclobenzaprine, and olanzapine. Virtual Patient A
notes depression, which could be attributable to several medications this patient is using,
including cyclobenzaprine and tramadol. Cyclobenzaprine, a medication that creates
a high anticholinergic burden, can exacerbate depression, and could be contributing to
CYP1A2, CYP2D6, and CYP3A4 overload. This medication is at the nexus of many of the
issues confronting this patient and warrants consideration for alternative medications or
supervised deprescribing. If nausea is persistent in the face of a CYP2D6 poor metabolizer
with an already overloaded pathway, the system informs the clinician to consider to replace
ondansetron with granisetron which lowers metabolic burden at CYP2D6.

This patient has an anticholinergic burden (ACB) score of 5, which is high [33] and
could be contributing to adverse effects. Of note is the fact that ondansetron, tramadol,
and duloxetine add serotonergic stress and the potential for QT prolongation in our virtual
patient. In this instance, the dashboard was further annotated with predicted phenotypes
associated with a known actionable variant of CYP2D6 (CYP2D6* 17) that is a poor metab-
olizer (Figure 3; pursuant to CPIC guidelines). This would augment a genotype annotated
and refined computational rendering of a list of side effects with a likely pharmacological
root cause. The decision support would identify tizanidine as a potentially less problematic
alternative to cyclobenzaprine, or even deprescribing cyclobenzaprine and monitoring the
patient. Further, the medications pathway dashboard identifies ondansetron as another
potential contributor to CYP2D6 overload (but not depression directly per se) Another
therapeutic option that emerges from this case is reconsidering tramadol. Tramadol is
metabolized at CYP2D6. It can interact with duloxetine from a drug-drug interaction
perspective. Tramadol can induce nausea. If it is clinically determined that Tramadol is
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required for pain management then a blood drug level is recommended to optimize dosage.
If not, tapering and seeking an alternative is reasonable. In this case, stiff person syndrome
is in the differential diagnosis due to the burdened serotonin system. In this case, the
CSN identifies and presents complaints (depression) that might have pharmacologic root
cause (serotonergic burden) likely due to a CYP2D6 variant rendering the patient a poor
metabolizer of ondansetron and cyclobenzaprine. In our virtual case, drug—drug—gene
interactions were identified electronically from historical clinical data and confirmed with a
bioanalytic workup. Specific recommendations for alternative medications included in the
final report may help resolve an otherwise disorderly and noisy interplay of polypharmacy,
genetic variation, and history of present illness.

5. Conclusions
5.1. Challenges and Realities

The most obvious challenge with clinical roll-out of the IPGx model is that most
of the bioanalytic methodologies described herein are not currently reimbursed by pay-
ers and disappointingly, out of reach for most primary care practices. The triggers for
genotyping the patients in our test case were rather compelling cases with symptomatol-
ogy that could with relative ease be attributed to pharmacological root causes: CYP2D6
overload, ACB, and drug-drug and drug-gene interactions. However, this practice is
not currently a reimbursable use case for ordering pharmacogenomic testing or clinical
pharmacokinetic assays. As such, the methodology described is currently impractical for
implementation across the healthcare system due to reimbursement constraints for nearly
all private and Medicare insurance policies. The IPGx registry program provides a strategy
to measure the positive impact of medication management to deconvolute chronic disease
and polypharmacy burdens in a clinically actionable manner and provide evidence of the
value-based approach.

Haga and colleagues have published rich commentary [34-36], and some primary
research, on clinical outcomes in populations in which pharmacogenomic testing has been
implemented. The chicken-and-egg paradox to further outcomes research is the dearth of
patients for whom pharmacogenomic testing is ordered because of a limited reimburse-
ment landscape [37], and the data linkage challenges posed by efforts to document the
public health impact of medication choices. Inherently, genotyping will likely continue
to be viewed as having questionable clinical utility absent the grounding provided by
measurements of actual drug levels and the clinical actionability that can be inferred when
combining genotyping and patient chief complaints.

The evidence versus usage paradox described is the underlying rationale for creation
of our IPGx registry. The goal is to collect evidence that these bioanalytic methods are
cost effective and can improve outcomes in cases where chronic disease burden and
polypharmacy are detrimental to health. Grant funding is often a key component of
expanded pharmacogenomic testing beyond the narrow scope provided by the healthcare
system in the US. The Vanderbilt University [18] and Duke University Health Systems [38]
have robust, interprofessional clinical pharmacogenomic programs, but it is unclear the
degree to which access to unreimbursed bioanalytical technology constrains the scope and
scale of their efforts to study pharmacogenomic testing at scale, in a clinical setting.

5.2. Significance to ADRs

It has been reported that about 2/3 of ADRs are attributable to drug—drug interac-
tions and about 1/3 to drug—gene interactions [39], so a diagnostic battery would ideally
inform both of these endpoints. Indeed, the CSN medical record analysis process enables
identification of clinically relevant, and inherently actionable, elevated drug levels and/or
clinically relevant pharmacogenomic variants. The final medication management report
produced by the CSN can reflect suspected medication effects, and provide grounding for
both drug-drug and drug—gene interactions. In complex cases, the final report is refined
by IPGx clinical staff through an interprofessional consultation among clinical pharmacists,
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the attending genomic medicine specialist, and the primary care physician to produce a
report listing medication management considerations for the referring physician. Such rec-
ommendations might include alternative medications to reduce anticholinergic burden or
load on specific cytochrome P450 pathways, or deprescribing. In essence, the IPGx platform
distills vast electronic health record, genotype, and pharmacokinetic information into an
informed, understandable, and actionable set of medication management considerations.

The workflows and reporting for the IPGx and the interface between IPGx and pri-
mary care were thoughtfully constructed. Disruptions of workflows or additional work
can be a nonstarter for research in a primary care environment and the same holds true for
piloting new care models. The upshot of the IPGx platform is that (1) the medical infor-
matic analysis can reveal potential ADR signals in standard continuity of care information
sets using the Clinical Semantic Network at the front end, and (2) can be complemented
with the bioanalytical analysis from that patients” pharmacogenomic and clinical pharma-
cokinetic workup, at the back end of the IPGx encounter. The IPGx model can serve as
a force multiplier for the primary care physician in managing their most complex cases
driving healthcare utilization by “de-noising” dense medical histories and complementing
the analysis with bioanalytic ground truth, to provide cogent actionable data to inform
prescribing choices.

5.3. Bioanalytics and Future Directions

The IPGx registry has the potential to enroll individuals who possess variants of
unknown significance and novel variants. The significant clinical annotation (phenotype)
that accompanies each registry record is likely to provide insights on structure—function
relationships inherent in emergent variants. Additionally, over time, accumulation of a
meaningful number of cases with a given novel variant has utility as a de facto cohort for
future research. In fact, we expect that the IPGx registry will be a channel to recruit subjects
for future research looking into the nexus of chronic disease management, pharmacoge-
nomics, and public health; to demonstrate the value of personalized medicine approaches
on public health outcomes.

The genotyping profiles and informatics in the CSN are amenable to addition of HLA
insigh, a functionality that is being considered for integration into the IPGx care model
and the IPGx registry in the future. This addition has great potential to inform the clinical
significance of emergent HLA variants.

Oncology is a specialty from which the care of a referred population might be aug-
mented by the IPGx model. The primary care environment utilized for the present report
is not a practical context in which to develop the IPGx care platform for oncology care. A
number of complementary diagnostic and drug safety paradigms for cancer therapy will
be the basis for future work.

5.4. Opportunities

Most pharmacogenomic testing finds its way into clinical practice in a bottom-up
pathway, meaning that an individual variant (genotype) or drug-gene pair is implicated in
an ADR (phenotype) that is observed in the population. At that time, clinical outcomes
associated with testing use cases and interventions (i.e., CYP2C19 for clopidogrel) with
respect to that variant must be studied in randomized controlled trials before a recommen-
dation for clinical testing is adopted. This approach has proven to be challenging, even for
one of the most advanced areas of pharmacogenomic testing, anticoagulant therapy [40].
It takes time for the justification (pilot studies of ancillary studies piggybacked on drug
registration trials) to reach a critical threshold calling for a randomized controlled trial
that might ultimately demonstrate the clinical utility of testing for a given drug-gene pair.
The standard innovation pathway for a pharmacogenomic use case for a drug-gene pair,
can take many years for an emergent drug-gene pair to achieve reimbursement and even
longer for clinical adoption [41]. The lack of a large scale clinical-genomic databases to link
genotypes and drug dispensing data with outcomes is recognized as a challenge in further
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advancing the field of pharmacogenomics [8]. By expanding the diversity of disease and
populations receiving pharmacogenomic testing beyond those fitting in narrow, existing
reimbursement paradigms, the IPGx platform has the potential to produce outcome evi-
dence for emergent drug—gene pairs and clinical use cases for pharmacogenomic testing
that is supported by phenotype outcomes before (i.e., complaints in the electronic health
record) and after testing (steady-state drug levels). Use of the IPGx methodology presented
here would allow clinicians to make inferences from symptoms and genotyping that are
in turn informed by the grounding of clinical pharmacokinetic data. This approach may
provide useful insights into potential phenoconversion, a limiting challenge in relying
on pharmacogenetic testing alone for clinical decision-making [42]. The clinical-genomic
database of the IPGx can become a resource to inform the clinical decision making of the
referring physician, and accelerate guideline maturation cycles for emergent gene-drug
pairs. In the IPGx program, the informed consent and data strategy enable a simplified
portrayal of bioanalytic validation of symptoms and complaints that have a pharmacologic
root cause. As such, the approach is practical and actionable for a primary care provider. At
the same time, the process generates a rich corpus of longitudinally integrated biological,
genomic, and clinical information that is highly valuable for supporting research, practice
improvement, policy, and reimbursement.
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Abstract: Pharmacogenomics (PGx) is a growing field within precision medicine. Testing can help
predict adverse events and sub-therapeutic response risks of certain medications. To date, the US
FDA lists over 280 drugs which provide biomarker-based dosing guidance for adults and children.
At Arkansas Children’s Hospital (ACH), a clinical PGx laboratory-based test was developed and
implemented to provide guidance on 66 pediatric medications for genotype-guided dosing. This
PGx test consists of 174 single nucleotide polymorphisms (SNPs) targeting 23 clinically actionable
PGx genes or gene variants. Individual genotypes are processed to provide per-gene discrete results
in star-allele and phenotype format. These results are then integrated into EPIC- EHR. Genomic
indicators built into EPIC-EHR provide the source for clinical decision support (CDS) for clinicians,
providing genotype-guided dosing.

Keywords: pharmacogenomics (PGx); pediatrics; best practice alerts (BPAs); electronic health records
(EHR); genomic indicators; clinical decision support (CDS); phenotype; genotype

1. Introduction

Adverse drug reactions (ADRs) are the fourth leading cause of death in the USA [1]
and account for 135K deaths per year with an economic burden of over USD 136 billion [2,3].
A systematic review of prospective studies showed that 5.3% of hospital admissions were
associated with ADRs [4]. These are alarming statistics that illustrate the potential of
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widespread pharmacogenomic profiling to help mitigate some of these ADRs. More broadly,
medical practice is moving away from the concept of “one size fits all” medications [5],
as drugs that help some patients will not work for others, and the same drug may have
adverse effects in some patients (Figure 1).

Good Adverse Drug

Response ’H‘wﬁﬂﬂ Reaction

Patients with Same
, Diagnosis & Medication

th i 4o 1 8

Partial Drug ,i; ;i‘ No

Response ;n\ w w Response

Figure 1. Pharmacogenomics and drug response in individuals with different genotypes.

Completion of the Human Genome Project [6], International HapMap Project [7],
and the 1000 Genomes Project [8] showed the complex nature of underlying human
genetic variations, which can determine and contribute to differential drug responses.
Pharmacogenomics (PGx) looks at how heritable genetic differences affect individual
response to drugs [1,9]. PGx broadly considers an individual’s genetic makeup, lifestyle,
and environmental factors to help design interventions that impact drug response and
adverse effects. Getting therapeutic choices correct the first time is critical to a successful
outcome of drug therapy. Advances in genetics and in our understanding of the potential
of the human genome in the pathogenesis of disease and in the prediction of drug treatment
effects have spawned a new approach to drug therapy called “genomic medicine”. Genomic
medicine has the potential to advance modern therapeutics (e.g., cancer and transplantation
treatments) while presenting opportunities to extend value and safety through customized
and individualized genotype-guided drug treatments; this is a fundamental premise
of precision medicine. Although precision medicine is transforming clinical care for
adult medicine, in pediatric medicine this process lags behind for many drugs with well-
established pharmacogenetic associations and guidelines [10,11], because the ontogeny of
drug metabolizing enzymes and transporters dictates drug response in children and adults.
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The 10th Genomic Medicine meeting on “Research Directions in Pharmacogeno-
mics” [12], outlined that success in PGx implementation has been largely through NIH-
funded efforts, but recommended broadening these efforts by updating and annotating
genomic data in existing electronic health records (EHRs), along with the development of
robust “plug-in” modules to make these advances available to the medical practitioner
and patient. A successful implementation of PGx in available EHRs requires providing
timely information to clinicians in terms of discrete data results, clinical interpretation of
phenotype and genotype data, and clinical decision support (CDS) on the PGx actionable
variants at the point of care in Epic™ (Epic Systems Corporation, Wausau, W1, USA).

Arkansas Children’s is a medium-large tertiary medical facility providing primary
and comprehensive subspecialty care services to children, adolescents, and young adults
throughout Arkansas though several campuses and an integrated clinical network of care.
Since 2018, the health system has used EPIC (Wausau, WI, USA) as the primary EHR vendor.
As dedicated pediatric providers, we believe it imperative that the promise of precision
medicine become comprehensively integrated into the pediatric medical care models.
With the quality of the current faculty’s expertise, recent recruitment of several highly
skilled medical professionals, and expansion of clinical research capabilities, Arkansas
Children’s is ideally positioned to quickly become a leader in the field of pediatric precision
medicine. Here we describe our early approach to successful PGx implementation in
this environment.

2. Materials and Methods

A small committee of individuals with expertise in toxicology and genetics convened
to form the Precision Medicine (PM) group. Simultaneously, multiple items had to be
addressed, including physician and patient family interest, proper instrumentation, geno-
typing panel design, evaluation of current medications prescribed at the ACH pharmacy,
and comprehensive IT support, from genotype calling through EMR reporting and in-
tegration. Champion clinicians were enlisted, as well as EPIC support and an outside
company to provide robust data interpretation and templated guidance for CDS. A clinical
pharmacogenomics (PGx) program was established at Arkansas Children’s Hospital to
tailor the therapeutic care delivered to children using genomics. The following project
details were reviewed by the Institutional Review Board (IRB) at the University of Arkansas
for Medical Sciences (UAMS), Little Rock, Arkansas, which considered the project to be a
development and implementation of an internal genetics panel at ACH for the purpose of
improving local patient care that, as such, did not meet the regulatory definition of research
or require IRB oversight (PI: Schaefer; IRB #-262792).

2.1. Adoption of PGx-Patient and Physician Interest Survey

A preliminary electronic survey in August-September 2018 at ACH was given to
primary care physicians as well as patients’ families to determine if there was an unmet
need to provide PGx testing to improve drug prescribing practices.

2.2. Pharmacy Records Data Extraction

For the year 2018 all pharmacy records were evaluated to identify prescribing practices
associated with drugs with extant pediatric pharmacogenomic guidance (Table 1) per
clinically based guidelines from the U.S. FDA, Clinical Pharmacogenomics Implementation
Consortium (CPIC), and the Dutch Pharmacogenetic Working Group (DPWG). Table 1
shows the relevant associated gene/s for the prescribed drugs.
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Table 1. Prescriptions (in-patient and out-patient) filled at ACH Pharmacy in 2018.

Drug Name Gene/s Total  Drug Name Gene/s Total
Amikacin MT-RNR1 6 Hydrocodone CYP2Dé6 303
Amitriptyline 52//11;55169/ 1382 Imipramine ggz;gég’ 190
Aripiprazole CYP2D6 24 Mercaptopurine ~ TPMT, NUDT15 809
Atazanavir UGT1A1 3 Neomycin MT-RNR1 33
Atomoxetine CYP2D6 59 Nortriptyline CYP2D6 147
Azathioprine TPMT, NUDT15 116 Ondansetron CYP2D6 21,147
Celecoxib CYP2C9 55 Oxybutynin NA 795
Cisplatin ACYP2 59 Oxycodone CYP2D6 12,978
Citalopram CYP2C19 21 Paroxetine CYP2Dé6 5
Clomipramine 52/(11;55169/ 1 Phenytoin CYP2C9 31
Clopidogrel CYP2C19 16 Pimozide CYP2Dé6 9
Doxepin 52/(11;55169/ 11 Salmeterol ADRB?2 224
Eltrombopag F5 7 Sertraline CYP2C19 271
. . . CYP3A4,
Escitalopram CYP2C19 46 Simvastatin SLCOIBI 24
Fluorouracil DDYD 9 Tacrolimus CYP3A5 463
Fluoxetine CYP2D6 197 Thioguanine TPMT, NUDT15 36
Fluvoxamine CYP2D6 11 Tobramycin MT-RNR1 61
Formoterol ADRB?2 995 Tramadol CYP2D6 90
Fosphenytoin CYP2C9 113 Vincristine CEP72 1528
Gentamicin MT-RNR1 258 Voriconazole CYP2C19 31
CYP2C9,
Warfarin VKORC1, CYP2C, 313

DYP4F2

2.3. Selection and Generation of PGx Panel

The pediatric PGx test panel was designed to assess genes and gene variants with
drug response that were targeted by the above prescribed drugs (Table 1) at ACH and were
designated evidence level 1 with established evidence-based clinical guidelines.

2.3.1. Real-Time PCR Instrument and OpenArray® Panel Analytical Validation

The validation of QuantStudio™12K Flex Real-time PCR instrument (Thermo Fisher
Scientific, Waltham, MA, USA) was performed in March 2020 by Thermo Fisher Scientific
field application specialists. Review of Table 1 gave 23 gene/gene variants targeting
174 clinically actionable SNPs for pediatric genotype-guided drug dosing (Table 2). A
Custom OpenArray® (www.thermofisher.com) was designed for the 174 SNPs PGx panel
and validated by Thermo Fisher Scientific in September 2020.
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Table 2. ACH pharmacogenomics (PGx) panel design summary highlighting gene, number of SNPs and SNP Rs#.

PGx 174 SNP Panel
Gene No. of SNPs SNP rs#
ACYP2 rs1872328
CACNAI1S 2 rs772226819, rs1800559
CEP72 1 15924607
Cyp2C 1 rs12777823
CYP2C19 1 rs12769205, rs12248560, rs17884712, rs72552267, rs4986893, rs56337013, rs72558186,
156413438, rs58973490, 1541291556, rs28399504, rs4244285
CYP2C9 13 rs72558193, rs72558189, rs2256871, rs7900194, rs1799853, rs1057910, rs28371686,
1s9332239, rs56165452, rs28371685, rs9332131, rs72558187, rs72558190
15730882170, rs28371710, rs1135822, rs267608319, rs28371696, rs267608279, rs16947,
rs35742686, rs72549352, rs61736512adjC, rs61736512, rs148769737, rs148769737,
15267608297, rs267608313, rs28371706, rs1065852, rs1135840, rs3892097, rs769258,
CYP2D6 42 rs5030862, rs201377835, rs5030867, hCV32407220, rs72549349, rs5030656,
1s72549351, rs72549353, rs28371717, rs72549356, rs5030655, rs774671100, rs1080985,
rs59421388, rs72549348, rs28371725, rs72549346, rs72549347, rs1135823, rs5030865,
rs5030865, rs730882251
CYP3A4 5 154986910, rs4987161, rs12721629, rs55785340, rs35599367
CYP3A5 3 15776746, rs10264272, rs41303343
CYP4F2 1 rs2108622
rs75017182, rs3918289, rs3918289, rs1801159, rs1801158, rs1801268, rs1801267,
DPYD » rs1801266, rs1801265, rs1801160, rs55886062, rs2297595, rs17376848, rs56038477,
1567376798, rs6670886, 13918290, rs72549309, rs72549306, rs72549310,
rs80081766, rs115232898
F2 1 rs1799963
F5 1 156025
G6PD 1 rs137852328, rs72554665, rs72554665, rs137852328, rs78478128, rs1050828,
rs1050829, rs5030868, rs137852339, rs76723693, rs5030869
NUDT15 3 rs766023281, rs116855232, s186364861
RARG 1 1s2229774
rs118192163, rs28933396, rs118192176, rs193922770, rs144336148, rs118192162,
rs118192116, rs121918592, rs1801086, rs118192161, rs28933397, rs63749869,
rs121918594, rs118192170, 15193922802, rs118192167, rs121918595, rs118192168,
RYR1 41 rs121918593, rs118192124, rs118192122, rs118192175, rs118192172, rs111888148,
rs112563513, rs118192178, rs121918596, rs193922747, rs193922748, rs193922753,
1s193922764, 15193922768, 15193922772, 1s193922803, rs193922807, rs193922816,
rs193922818, 15193922832, rs193922843, rs193922876, rs193922878
SLC28A3 1 rs7853758
SLCO1B1 1 rs4149056
TPMT 5 rs1142345, rs56161402, rs1800584, rs1800462, rs1800460
UGT1A1 3 rs4148323, rs35350960, rs887829
UGT1A6 1 rs17863783
VKORC1 1 rs9923231

SNP = single nucleotide polymorphism; CNV assays: CYP2D6—Hs00010001_cn (exon 9) and Hs04502391_cn (Intron 6); All alleles that are
negative for above sequence variation were defaulted to *1 assignment.
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2.3.2. PGx OpenArray® and CNV Assay Validation

The samples were loaded onto OpenArray® plate using the QuantStudio™12K Flex
OpenArray AccuFill System. Detection and genotyping are performed on the QuantStu-
dio™12K Flex system, which includes the QuantStudio Software v1.1.2 and TagMan®
Genotyper Software v1.3. For genotyping TagMan® assays are used which consist of pre-
optimized PCR primer pairs and two probes (FAM dye label and VIC dye label) for allelic
discrimination (www.ThermoFisher.com). The complete test consists of 2 components;
genotyping and copy number quantification. All genotyping and CNV assays identify
alleles in human samples obtained from buccal swabs and blood samples, which are used
to determine drug metabolism and specific disease condition risk factors. The copy number
component consists of 2 TagMan copy number assays for the CYP2D6 gene (exon 9 and
intron 2).

2.4. Build of Genomic Indicators in EPIC

One of the challenging aspects of implementing pharmacogenetics across systems is
that there is no standardized nomenclature to draw upon. While simple star-allele labels
have gained acceptance for diplotypes (combinations of haplotypes), there are a wide
variety of ways to represent the complex structural variations inherent in the CYP2D6
gene. Although normal, intermediate, and rapid metabolizer monikers have become
common for phenotypes, the terms “poor” or “intermediate” metabolizer do not capture
subtle variations in CYP2C9 metabolism that are indicated in current CPIC guidelines. To
provide a more granular view of metabolism, a growing number of recommendations are
provided on the basis of the predicted activity score of the resulting enzyme. Even the
labeling of individual single nucleotide polymorphisms (SNPs) will be different when test
results are analyzed with different genome builds. To alleviate these issues, Translational
Software, Inc. (TSI, Bellevue, WA 98005, USA) collaborated with EPIC (Wausau, WI, USA)
to establish a numbering system that represents both the type of result that is reported
as well as the specific result for genotypes, diplotypes, phenotypes, and activity scores
for each allele/SNP on the ACH PGx Panel. These numbers become the basis for rules
that determine which specific recommendations to provide to the clinician as best practice
alerts (BPAs). In the example (Table 3) below, a clinician would be warned that PGx test
results indicate an increased risk of adverse effects or therapeutic failure for Amitryptyline.
The recommendation would be to consider an alternative medication or use therapeutic
drug monitoring to guide Amitryptyline dose adjustments. The reason for that guidance is
based upon the patient’s CYP2C19 and CYP2D6 metabolizer test results, which show a poor
metabolizer phenotype for CYP2C19 with diplotypes (*2/*2, *2/*3, or *3/*3); and a rapid
metabolizer phenotype for CYP2D6 with diplotypes (*1/*1)xN, (*1/*2)xN, or (*2/*2)xN [13].
Note that Table 3 shows two distinct identifiers that are labeled and may result in different
recommendations for other drugs.

Table 3. Example for Amitriptyline illustrates a numbering system designed and built in EPIC and
showing the specific result for genotypes, diplotypes, phenotypes, and activity scores for each SNP
on the ACH PGx panel.

. . Ordinal . .
ID Title Indicators Value Meaning Logic
Amitryptyline
87005959 ! Prescribed
Decreased 873000170 2 Cﬁfé fg(ilzzfr 1 AND (2
882001281 Amitriptyline AND 3) OR
Exposure 873000181 3 CYP2D6 Rapld (3 AND 4))
Metabolizer
CYP2C19 Poor
873001569 4 Metabolizer
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3. Results
3.1. Pharmacogenomics Program at ACH
3.1.1. Patient and Physician Interest Survey

The preliminary survey of physicians and patients’ families (unpublished) showed
that 88% of patients’ parents (n = 49) were interested in having their child’s DNA used to
guide medical diagnosis and drug therapy. By contrast, 81% of ACH physicians (n = 206)
indicated an interest in some kind of warning of drug-gene interaction within a patient’s
EHR. It was determined that there was a clear interest by the stakeholders (clinicians and
patient families) and the PM Group in the development and implementation of a PGx
program at ACH that would be of high priority and allow us to provide personalized drug
therapy to our patients at ACH.

3.1.2. ACH Pharmacy Records Review

A review of pharmacy records for the year 2018 showed that 42,877 prescriptions
(in-patient and out-patient) were filled by the hospital (Table 1). The pediatric PGx test
panel covers the most-prescribed medications at ACH and was coupled with pediatric
clinical guidelines to improve patient care. For example, prescriptions of ondansetron were
filled 21,147 times followed by oxycodone at 12,978 times. These commonly prescribed
medications covered 11 medical specialties including anesthesia, cancer, cardiology, gas-
trointestinal, genetics, hematology, infectious diseases, neurology, pain, psychiatry and
addiction, and transplantation (Table 4). The above-listed personalized medications were
explored for their pharmacogenetic data and clinical annotations in the U.S. FDA, Clinical
Pharmacogenomics Implementation Consortium (CPIC), and the Dutch Pharmacogenetic
Working Group (DPWG) and PharmGKB [14-17]. Our search gave us 23 actionable PGx
variants and their associated pathogenic variant single nucleotide polymorphisms (SNPs),
for a total of 174 SNPs (Table 2), that have drug response phenotypes.

Table 4. ACH pharmacogenomics panel and drug-gene targets by pediatric therapeutic area. Bold
drugs show only adult guidance.

Condition Drug Gene/s
Desflurane RYR1/CACNA1S
Enflurane RYR1/CACNA1S

. Halothane RYR1/CACNA1S

Anesthesia Isoflurane RYR1/CACNAIS
Sevoflurane RYR1/CACNA1S
Succinycholine RYR1/CACNA1S
Azathioprine TPMT/NUDT15
Capecitabine DPYD
Cisplatin ACYP2
Daunorubicin RARG/UGT1A6/SLC28A3
Doxorubicin RARG/UGT1A6/SLC28A3

Cancer Fluorouracil DPYD
Mercaptopurine TPMT/NUDT15
Rasburicase G6PD
Thioguanine TPMT/NUDT15
Vincristine CEP72
Clopidogrel CYP2C19

. Propranolol CYP2D6

Cardiovascular Simvastatin CYP3A4/SLCO1B1

Warfarin CYP2C9/VKORC1/CYP2C/CYP4F2
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Table 4. Cont.

Condition Drug Gene/s
Dexlanosoprazole CYP2C19
Esomeprazole CYP2C19
Lansoprazole CYP2C19

Gastrointestinal (GI) Omeprazole CYP2C19
Ondansetron CYP2D6
Pantoprazole CYP2C19
Rabeprazole CYP2C19

Gaucher Disease Eliglustat CYP2D6

Hematology Eltrombopag F5
Atazanavir UGT1A1
Chloroquine G6PD
Dapsone G6PD
Nitrofurantoin G6PD

. . Primaquine G6PD

Infectious Disease Proguanil CYP2c19
Quinine G6PD
Sulfamethoxazole G6PD
Tafenoquine G6PD
Voriconazole CYP2C19
Fosphenytoin CYP2C9

Neurology Phenytoin CYP2C9
Celecoxib CYP2C9
Codeine CYP2D6
Hydrocodone CYP2D6

Pain Ibuprofen CYP2C9
Meloxicam CYP2C9
Oxycodone CYP2D6
Tramadol CYP2D6
Amitriptyline CYP2C19/CYP2D6
Aripiprazole CYP2D6
Atomoxetine CYP2D6
Citalopram CYP2C19
Clomipramine CYP2C19/CYP2D6
Desipramine CYP2Dé6
Doxepin CYP2C19/CYP2D6

Psychiatry and Addiction Elsligji(;l:r)l Zam g?]j;g?

Medicine Fluvoxamine CYP2D6
Iloperidone CYP2D6
Imipramine CYP2C19/CYP2D6
Nortriptyline CYP2D6
Paroxetine CYP2D6
Pimozide CYP2D6
Sertraline CYP2C19
Trimipramine CYP2C19/CYP2D6

Transplantation Tacrolimus CYP3A5

3.1.3. PGx Assay Performance

Laboratory developed tests (LDTs) [18,19] including PGx testing, are developed and
implemented to fulfill the unmet medical needs of an institution and the patient population
it serves, when such laboratory-based testing is not commercially available. Although LDTs
do not necessarily require approval from the FDA, laboratories must, at minimum, adhere
to regulations set forth by the Clinical Laboratory Improvement Amendments of 1988
(CLIA’88) [20]. Thus, it is essential to thoroughly validate the performance of a laboratory
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method and establish standard operating procedures prior to implementing the test for
clinical purposes.

The ACH PGx test was designed for a high-throughput laboratory that can process
hundreds of samples across a large number of targets. For analytical validation, we used
24 Coriell samples and 10 different plasmid pools. Details could be sent to the reader
upon request for critical components of the validation of this qualitative genotyping test,
establishing the DNA sample concentration dynamic range, reproducibility, accuracy of
genotyping, and copy number variation (CNV). Briefly, the dynamic range of tested DNA
sample concentrations was between 3.13 ng/uL and 25 ng/uL. For CNV, good results were
obtained for a final concentration between 10 ng/reaction (5 ng/uL) and 5 ng/reaction
(2.5ng/puL). Accuracy of genotyping and CNV results were 99.97% and 95.55%, respectively.
Overall genotyping and CNV reproducibility were 99.52% and 99.26%, respectively. Finally,
verification of the PGx test’s ability to correctly detect polymorphisms was assessed using
a mixed pool of samples (plasmid pool controls from Coriell (Camden, NJ, USA) and
volunteer human samples (blood and buccal DNA)); all test results were specific to their
intended SNP target. In addition, we performed bi-directional sequencing of volunteer
DNA samples and thereby confirmed genotype data generated from the OpenArray PGx
test (Table 2).

3.1.4. Integrating PGx into EHR with CDS

A significant impediment to the adoption of pharmacogenetics has been an inability
to incorporate real-time physician education, CDS, and active ordering of PGx-directed
genetic testing into the physician’s normal workflow in EPIC. Under the guidance of ACH,
EPIC collaborated with Translational Software, Inc. (TSI) to import TSI’s rule set and
curated recommendations into best practice advisories (BPAs). With this content enabled,
physicians are prompted to consider PGx testing as per pre-alerts (Figure 2A,B) that are
triggered by prescription orders of PGx relevant drugs.

When physicians order the PGx test in EPIC, there is an option to select drug-gene
pair from the listed conditions (for example, cancer, cardiovascular, etc.) (Figure 2A);
the system then prompts the physician to obtain genetic consent from the patient/family
member and also to obtain PGx test pre-authorization (Figure 2B). If the pre-authorization
is not available, then the patient blood sample can only be processed for DNA extraction.
When the pre-authorization is received, the DNA sample is automatically placed for PGx
panel runs in the molecular pathology laboratory at ACH. SNP data is reviewed by a
molecular pathologist, then sent to TSI via a secured cloud platform using HL7 /SFTP
interphase. When SNP data results are completed, they are processed by TSI’s cloud-based
platform to provide a summary report as well as discrete test results that are submitted to
EPIC’s Advanced Genomic Module (Figure 3). The summary report provides the ordering
physician an overview of the implications of the genetic test for the patient, and the test
results in the Advanced Genomic Module provide data in a computable format that enables
perpetual use of the test results within the EHR system. Once the test results are received,
subsequent medication orders are evaluated on the basis of the rule set that is integrated
into EPIC using component codes for gene, genotype, and phenotype of interest provided
by the ACH-IT PGx group. When there are potential PGx implications for medication
orders prepared by the physician, best practice advisories (BPAs) that provide evidence-
based recommendations, including the clinical guidelines of the U.S. FDA, CPIC, and
DPWG, are triggered.
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Figure 2. Placing an order for PGx test in ACH EPIC (A,B).
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Figure 3. Implementation of pharmacogenomic workflow at ACH. The clinician can order the PGx
test in EPIC; genomic indicators in EPIC were built with respective clinical decision supports (CDS).
Physicians can receive discrete laboratory results, comprehensive PGx report, and BPAs.

The specific drug-gene pairs that are the focus of the alerts are high-risk PGx actionable
genotypes (Figure 4A—C) and has been carefully chosen to avoid “alert fatigue” on the
part of clinicians. The early implementation strategy at ACH is to focus on a handful of
subspecialties that are either highly receptive to (e.g., genetics) or familiar with using PGx
on some limited basis (e.g., oncology, neurology, and cardiology) to build out the process
and scrutinize the BPAs. The goal is to grow to high-volume primary care clinics. BPAs
may be passive or interruptive and may be configured to suggest alternative medication
orders and enable the clinician to indicate why they are maintaining the current order.
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Figure 4. Best practice alerts (BPAs) for high risk PGx actionable genotypes with clinical decision support (CDS) for
clinicians in EPIC (EPIC © 2021 Epic Systems Corporation): (A) clopidogrel, (B) mercaptopurine and (C) phenytoin.
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3.1.5. Examples of BPAs in EPIC

We initially identified a small group of champion physicians for PGx implementation,
including those with either a strong intrinsic interest in PGx (e.g., genetics) or who were
thought to be most easily capable of incorporating PGx into their clinical practice work
flows. Champion physicians for cardiovascular, neurology, hematology, and oncology
were identified, and internal group meetings with the respective physician teams arranged.
These clinicians reviewed and in some cases adjusted the BPA language to best fit local
standards and practice in the EPIC-based EHR for genotype-guided therapy. Below are
examples of interruptive BPAs for clopidogrel, thiopurine, and phenytoin (Figure 4A-C)
(EPIC ©2021 Epic Systems Corporation). As mentioned earlier, we established a numbering
system (Table 3) that provides CDSs for specific discrete results for 174 SNPs targeting
66 pediatric drugs on the ACH PGx Panel. The alert provides a tab where clinician can
review a patient’s full list of genomic indicators. Below are some examples of BPAs that
will be invoked in EPIC for high-risk PGx actionable genotypes, when clinicians receive
genotype-guided recommendations for a particular pediatric medication:

Clopidogrel-CYP2C19

A patient with a poor metabolizer phenotype for CYP2C19 could have diplotypes
as *2/*2, *2/*3 or *3/*3 [21]. BPA as shown in Figure 4A will be triggered, letting the
physician know that the phenotype and genotype results for CYP2C19 show significantly
reduced response to clopidogrel and consider antiplatelet agents (prasugrel, ticagrelor) as
a therapy alternative.

Thiopurine-TPMT/NUDT15

If a patient has a poor metabolizer status for TPMT with diplotypes (*3A/*3A, *2/*3A,
*3A/*3C, *3C/*4, *2/*3C, *3A/*4) and normal metabolizer for NUDT15 (*1/*1) [22], the BPA
for mercaptopurine shown in Figure 4B will trigger. This alerts the physician that the
patient has increased risk for myelotoxicity and that the genotype results predict life-
threatening risk of leukopenia, neutropenia, and myelosuppression with standard doses
of mercaptopurine.

Phenytoin-CYP2C9

If the discrete result shows a patient has intermediate metabolizer status for CYP2C9
phenotype, with associated diplotypes *1/*2, *1/*3 or *2/*2 [23], then the alert in Figure 4C
will trigger, showing that patients with CYP2C9 intermediate phenotype and taking pheny-
toin are at increased risk of mild to moderate neurological toxicity.

In addition, to complement the EHR-intrinsic features of the return of PGx results to
physicians through lab review modules and BPAs, we also formulated a comprehensive
PGx report as a PDF document (Figure 3) showing details on current patient medications,
risk management, potentially impacted medications, dosing guidance on drug-gene inter-
actions, drug-drug interactions and test details. Supplementary Figure S1 displays a mock
report for an patient on Clopidogrel and Codeine. This PGx report shows the clinician the
CYP2C19 and CYP2D6 metabolizer status and dosing recommendations for adults as well
as pediatric patients (Figure S1). Supplementary Figure S2 on the other hand, provides the
clinician with a broader examination and understanding of the 23 PGx genes along with
their genotype and phenotype status.

At ACH, we have implemented a pediatric personalized medicine program in PGx
with ACH-IT focused on data management that is tied directly with electronic health
records (EHRs) to alert physicians about drug-gene information that could aid in drug
treatment decisions.

4. Discussion

Pediatric adverse drug reactions (ADRs) are a significant health concern [24,25], and
clinical implementation of pharmacogenomics (PGx) may see the earliest and broadest use
in clinical practice for improving patient care [26]. Pediatric drug studies were instrumental
in adding dosing and risk information to the labelling of 80 pediatric drugs [27]. Ontogeny
controls the pharmacokinetics and pharmacodynamics of drug response [28,29] and is the
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key to understanding the variability of drug efficacy/toxicity in neonates, adolescents,
and adults. The cytochrome P-450 family of enzymes undergoes substantial ontogenic
changes. For example, enzyme activity for CYP2C19, CYP2C9, CYP3A4, and CYP2D6
until birth is low, but reaches adult levels in the first few weeks or months after birth [30].
Similarly, for TPMT, genetic polymorphism is a significant factor responsible for serious
ADRs (myelosuppression) in patients treated with thiopurines, and TPMT activity is higher
in infants and children than in adults when normalized for genotype [31]. Health care
systems are slowly beginning to implement PGx tests that are at the forefront of moving
precision medicine/genomic medicine to a new level, but there is still an urgent unmet need
in pediatrics to refine and develop precision actionable PGx guidance through cutting-edge
clinical research.

4.1. Clinical Utility of Pharmacogenomics

The majority of pharmacogenomic marker associations are based on the progress made in
understanding the clinically actionable PGx variants in adult patient populations [15,16,32,33].
Codeine is a prodrug dependent on CYP2D6 activation, and a majority of PGx guidance for
it comes from adult studies [10,34]. Black box warnings on codeine were applied in 2013
and 2017 for children younger than 12 years of age [34], as PGx evidence showed codeine
can cause respiratory depression and death. For drug-gene interaction, several drugs now
available target PGx variants for which pediatric clinical guidelines are recommended [34].
The PGx test at ACH consists of 174 variant alleles in 23 pharmacogenes (Table 2) and can
give guidance on 66 of the most commonly prescribed pediatric drugs. The list of person-
alized medications in recent years that have pharmacogenomic guidance has increased
to 286 [35]. A clinician has the ability to look at a patient’s genetic profile to determine if
the treatment options will benefit the patient. Consortia such as CPIC and DPWG provide
pharmacogenomic-based evidence guidelines for drug-gene pairs, along with data on
frequency of polymorphisms in ethnic groups and their allele functionality status.

4.2. PGx Programs at Other Pediatric Medical Centers

Precision medicine (PM) is more common in adult medicine. Because children are
our future, it is imperative that PM be integrated into ACH’s method of clinical care.
Assessing the pediatric patient as an individual will provide the best and most effective
medical treatments.

At the beginning of the evolution of PGx at ACH, our group evaluated PM groups
at other US and Canadian pediatric hospitals, along with their pharmacogenomic testing
capabilities. We found that very few offer in-house PGx testing for children. Some pe-
diatric hospitals offer PGx testing, but it is out-sourced to institutions such as OneOme
(Minneapolis, MN, USA), ARUP (Salt Lake City, UT, USA), Gene by Gene (Houston, TX,
USA), and RPRD (Milwaukee, WI, USA). In situations such as this, the interpretation of
the PGx test is left to the out-sourced testing company. In some cases, in-house staff are
necessary to give the interpretation data a second look, and to manually import the PGx
test results into their hospital’s electronic health record (EHR) system. These out-sourced
PGx tests are not always pediatric specific, and adult drug:gene assays are included in the
results. In addition, interpretations of the PGx results are not populated in the patients’
EHRs as discrete information. The reader is advised to examine the CPIC implementation
website for the institutes and commercial entities that utilize CPIC guidelines for PGx
testing (https://cpicpgx.org/implementation/, accessed on 1 March 2021).

It is financially beneficial that ACH can offer PGx testing for its pediatric patients, and
that all assays on the PGx panel have pediatric guidelines. Our PM group has one doctor
of pharmacy that can interact with providers at any time to offer education and clinical
information support. Our testing facility is housed within the Department of Pathology
and Laboratory Medicine, which conforms to all regulations mandated by CLIA ‘88, the
College of American Pathologists, and the American Association of Blood Banks. The
accuracy of all analytical data is verified by a board-certified molecular pathologist, then
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sent to a third party for final genotype-phenotype interpretation. St. Jude’s and Cincinnati
Children’s offer excellent PGx testing services comparable to the testing at ACH. For a
PGx test to be successful, it requires complete patient drug coverage, easy ordering by
providers, a quick turnaround time for interpreted results, and all easily available in the
patient EHR.

4.3. EHR-Based Clinical Decision Support Systems (CDSS)

Pediatric hospitals have begun integrating PGx CDSS in their EHRs. The level of
integration includes real-time at the point of care PGx treatment guidelines and dosing
recommendations, ranging from interruptive alerts suggesting treatment recommenda-
tions to providing guidance to the presence of a specific PGx variant for a specific medica-
tion [11,36,37]. Some institutions leverage the use of machine learning and natural language
processing to extract triggers for CDSS [38], and others have incorporated the patient con-
sent process into the CDS workflow [36]. More importantly, institutions have established
CDSS governance structures to help guide the implementation of PGx CDSS [11,36,37].

4.4. Challenges and Barriers to PGx Implementation

An extensive review of ongoing clinical pharmacogenomics implementation programs
at various hospitals and institutions highlighted several adoption and implementation
barriers for us to overcome, including scientific, information technology (IT), lack of
education of clinical staff and patients, test reimbursement, PGx clinical decision support
(CDS), lack of clinician adoption, and data storage for clinical research [12,39-42].

4.4.1. Education of Future Clinicians on PGx

A recent survey [43] of medical schools about perceptions on adding pharmacoge-
nomics instruction to the medical curricula found that physicians and health care workers
do not possess appropriate knowledge of PGx. A more recent work also illustrated the point
that pharmacists and clinicians can gain understanding of PGx through education [44].
There is an urgent need to incorporate the PGx curriculum in medical school education, so
the next generation of physicians can incorporate personalized therapies for their patients’
wellbeing into their routine clinical practice.

In addition, much has been evaluated about the role of pharmacists in PGx. In a
recent study, 35% (339 out of 978) of last-year pharmacy students across eight east coast
college’s felt that pharmacogenomics is a useful tool for pharmacists, yet only 40% of
these same students considered it to be an important part of their training [45]. There was
varying exposure to pharmacogenomics training, although many understood the clinical
importance of PGx. At ACH, the plan is to focus on subspecialties that are knowledgeable of
PGx and then expand to other subspecialties by building BPAs and educating clinical staff.

4.4.2. Consent/Parent Awareness

An important component of PGx testing at ACH is the informed consent process. With
this in mind, it is crucial that the family be aware that the testing is offered and ordered,
as appropriate. Parents/Guardians and/or patients must be given complete information
about the risks and benefits of this testing and be given the opportunity to ask questions
before providing informed consent. As with other genetic testing consent procedures, this
should occur in an area that allows the patient and/or their parents and guardians to focus
on the information presented without overt distractions. Empowering parents/guardians
and patients as crucial members of the care team provides the opportunity for them to
advocate for their health as future need arises.

4.4.3. Cost of PGx Test

The configuration of the OpenArray® (www.Thermofisher.com) TagMan SNP-based
genotyping PGx panel can accommodate a maximum of 16 samples per run; of these,
two are dedicated to quality control. Therefore, a maximum of 14 patient samples can be
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performed on a single open-array chip. Fixed-cost test components include all reagents
needed to extract and purify genomic DNA and perform analytical testing (USD 170 per
patient sample), and the interpretative report generated by Translational Software Inc.
(USD 35 per patient sample). Variable cost test components include technical labor (9 h at
USD 30 per hour) and the OpenArray® chip (USD 720). More specifically, the variable cost
of technical labor ranges from USD 270 (1 patient sample per run) to USD 19 (14 patient
samples per run). Likewise, the variable cost of the OpenArray® chip ranges from USD 720
(1 patient sample per run) to USD 51 (14 samples per run). Using a blended fixed and
variable cost matrix calculation, the total cost to perform the open array pharmacogenomics
panel ranges from USD 1195 (1 patient plus 2 controls) to USD 276 (14 patients plus
2 controls).

4.4.4. Test Reimbursement

For billing purposes, each gene on the SNP-based genotyping pharmacogenomics
test is paired with the corresponding AMA-approved CPT code as follows: CYP2C19
(81225), CYP2D6 (81226), CYP2C9 (81227), CYP3A4 (81230), CYP3A5 (81231), F2 (81240), F5
(81241), G6PD (81247), NUDT15 (81306), SLCO1B1 (81328), TPMT (81335), UGT1A1 (81350),
and VKORCI (81355). CPT code 81479 is used for the following genes that currently lack
AMA-approved CPT codes: ACYP2, CEP72, CYP2C, CYP4F2, RARG, SLC6A4, SLC28A3,
RYR1, and CACNA1S. From 21 September 2020 to 12 March 2021, a total of 29 tests had
been ordered. At this time, we do not have sufficient data to understand reimbursement
based upon patient insurance (Medicaid, private insurance, etc.).

4.5. Integration of PGx Test Results into EPIC

Integration of PGx data into the EHR must ensure that the information related to the
drug-gene pair maintains analytical validity, as well as the clinical utility of the test [46].
Currently, clinically relevant genetic results are often considered very similar to laboratory
results, where the genetic report and raw genetic data are stored outside of the EHR [47].
Standards in implementing, storing, and transmitting genetic information across EHR
systems have been poorly adopted. When it contains properly integrated PGx data, an
EHR should be able to support timely access to genomic information at the point of care,
trigger clinical decision support mechanisms, and facilitate ordering tests and tracking
their results as well as notifying patients and families [48]. A recent survey of multidisci-
plinary healthcare providers found that 71.3% were slightly or not at all familiar with PGx,
which suggests additional education and electronic resources are needed for pediatric PGx
examples [49].

We performed a pharmacogenomics knowledge-assessment survey of prescribers at
Arkansas Children’s prior to the launch of PGx testing to help tailor our educational pro-
gram [50]. The survey showed that prescribing clinicians are interested in the opportunity
to provide PGx testing to their patients at ACH. Prescribers recognized the need for addi-
tional information about PGx and welcomed eLearning and specialty-specific educational
sessions as alternative means of education. In addition, clinicians were concerned about
cost, turnaround time, and efficacy of the test. Of note, a representative sample of younger
clinicians (resident house staff) responded to the survey, perhaps presenting as a marker
for their readiness to consider PGx as part of their routine decision-making process.

5. Conclusions

Pharmacogenomics (PGx) can help prevent ADRs and improve drug efficacy by en-
abling the physician to optimize drug dosage and avoid prescribing medications with
adverse reactions due to the patient’s genetic makeup. At ACH, PGx testing was success-
fully implemented with EPIC-based clinical decision support (CDS) for 66 pediatric drugs
based upon genotype analysis of 174 single nucleotide polymorphisms (SNPs) targeting
23 actionable PGx gene variants. The clinicians receive discrete results for genotype-guided
therapy in EPIC-based EHR. Although laboratory turnaround times are relatively short,
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it is not unusual for a patient’s medication list to change in the time between when a test
is ordered and the report is generated. To make the final PGx report more accurate, an
application is in development under EPIC’s App Orchard program that will allow the
reporting engine to query the patient’s medication list using EPIC’s implementation of the
Fast Health Interoperability Resource (FHIR) and an application programming interface
(API). Efforts are underway to educate providers on how to order and incorporate these
data into standard practice. We hope to provide cutting-edge technology and knowledge to
a pediatric population that is often forgotten, but we know this starts with understanding
the data and educating team members.

Pharmacogenomics is fast becoming a mainstay for the delivery of 21st century health-
care. Arkansas Children’s clinicians are open to learning more about the promise of PGx
for genotype-guided dosing and are eager to utilize this process to improve the quality of
pediatric clinical care.
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Abstract: Personalised medicine is potentially useful to delay the progression of chronic kidney
disease (CKD). The aim of this study was to determine the effects of CYP3A5 polymorphism
in rapid CKD progression. This multicentre, observational, prospective cohort study was per-
formed among adult CKD patients (>18 years) with estimated glomerular filtration rate (eGFR)
>30 mL/min/1.73 m?, who had >4 outpatient, non-emergency eGFR values during the three-year
study period. The blood samples collected were analysed for CYP3A5*3 polymorphism. Rapid CKD
progression was defined as eGFR decline of >5 mL/min/1.73 m? /year. Multiple logistic regression
was then performed to identify the factors associated with rapid CKD progression. A total of 124 sub-
jects consented to participate. The distribution of the genotypes adhered to the Hardy-Weinberg
equilibrium (X? = 0.237, p = 0.626). After adjusting for potential confounding factors via multiple
logistic regression, the factors associated with rapid CKD progression were CYP3A5*3/*3 polymor-
phism (adjusted Odds Ratio [aOR] 4.190, 95% confidence interval [CI]: 1.268, 13.852), adjustments
to antihypertensives, young age, dyslipidaemia, smoking and use of traditional /complementary
medicine. CKD patients should be monitored closely for possible factors associated with rapid CKD
progression to optimise clinical outcomes. The CYP3A5*3/%3 genotype could potentially be screened
among CKD patients to offer more individualised management among these patients.

Keywords: pharmacogenomics; clinical translation; chronic kidney disease; CYP3A5; polymor-
phism; progression

1. Introduction

Chronic kidney disease (CKD) is a rising public health problem with an alarming
increasing trend [1]. During management of CKD patients, optimal control is impor-
tant to delay disease progression [2]. The control of progression among CKD patients is
very often reliant on various pharmacological treatments, such as antihypertensives and
antidiabetic drugs, to manage complications associated with kidney failure. However, phar-
macotherapy requires close monitoring in order to delay rapid progression of CKD. Rapid
progression of CKD is associated with poorer clinical outcomes, including cardiovascular
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events and death, irrespective of renal function [3]. Recently, optimising management has
been focused on personalised treatment, involving identification of interpatient variability,
as well as optimisation of treatment effectiveness and safety based on pharmacogenetic
data [4].

Pharmacogenetic differences in the cytochrome P (CYP) 450 system have been of
interest, as CYP450 enzymes metabolise more than 80% of all prescribed drugs [5]. One
of the most common CYP450 enzymes among Asians is the CYP3AS5, in which the single
nucleotide polymorphisms (SNP) were found in 65.7-71.3% of the Asian population [6].
Genetic polymorphism of CYP3A5 affects the quantity of the functioning enzyme, which
then potentially affects the metabolism of various drugs [7]. Interindividual variations
of the CYP3A5 gene expression occur with the presence of the CYP3A5*3 allele, which
causes a replacement of adenine (A) by a guanine (G), at position 6986 of the intron 3,
creating a cryptic splice site that causes a premature stop codon, leading to the absence of
the CYP3AS5 protein [7,8]. Thus, individuals with the CYP3A5*3 allele tend to express a
lesser amount of CYP3A5 enzyme [7]. Despite the highly polymorphic nature of CYP3A5
gene with variants from CYP3A5*1 to CYP3A5*9, CYP3A5*3 polymorphism (rs776746,
RefSeq NG_007938.2:2.12083A>G) is the most commonly reported CYP3A5 polymorphism
in almost all populations [6].

Potentially, the CYP3A5*3 polymorphism could affect both antihypertensive man-
agement as well as blood pressure control [8-12]. Approximately 90% of CKD patients
are treated with antihypertensive agents, of which pharmacogenetics have been shown
to influence outcomes [13]. Interestingly, CYP3A5*3 polymorphism has been found to be
associated with variability in blood pressure response to several calcium-channel blockers,
such as amlodipine [8], felodipine [9], diltiazem [10] and verapamil [11,12]. In contrast,
the influence of CYP3A5*3 pharmacogenetics was found to be lacking towards first-line
antihypertensives for CKD, namely angiotensin converting enzyme inhibitor (ACEI) and
angiotensin II blocker (ARB) [6]. Apart from the potential influence on drug-metabolising
properties, the polymorphism of the CYP3A5 gene has also been studied previously for
its role in blood pressure control [8]. In animals, CYP3A5 enzymes have been shown
to convert cortisol to 63-hydroxycortisol, followed by promotion of post-renal proximal
tubular sodium reabsorption, water retention and elevation of blood pressure [8].

Hypertension is a known consequence, as well as a cause, of CKD. Studies have shown
that CKD progression is notably accelerated when blood pressure is sustainably high [3].
CYP3ADS activity may be related to the pathogenesis of CKD progression, through reduction
of the renin-angiotensin-aldosterone system (RAAS) activity [14]. The CYP3A5 enzyme
may reduce RAAS activity by converting corticosterone to 63-hydroxycorticosterone in-
stead of aldosterone, which subsequently reduces the aldosterone-induced RAAS activ-
ity [8]. This is also supported by the findings of a recent study involving CKD patients that
showed 20-hydroxyeicosatetraenoic (HETE) acid, a product of CYP enzyme, is a predictor
of CKD progression [15].

The possible link of CYP3A5 activity with blood pressure control, drug-metabolising
activity of CYP3A5 and CKD progression have highlighted the potential role of CYP3A5
pharmacogenetics in optimising therapeutic management. Therapeutic outcomes could be
better if monitoring based on CYP3A5-polymorphism status could be conducted, to adjust
for the unexpected effects of medications driven by the SNP. The association between
CYP3A5*3 polymorphism and antihypertensive medication, blood pressure control and
CKD progression show marked differences in results reported from different ethnicities and
geographical locations [8]. Asians have been reported to exhibit faster CKD progression
than Caucasians, which was not found to be related to their demographic and clinical
characteristics, as well as their laboratory parameters [16]. Therefore, it is increasingly
important to investigate genetic factors among this population, to identify potential fac-
tors that may contribute to the risk of rapid CKD progression. The impact of CYP3A5
polymorphism in Asians might be more profound than other CYP enzymes, given its
higher prevalence than other CYP enzymes [6]. Therefore, the aim of this research was
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to determine the effects of CYP3A5%3 genetic polymorphisms in rapid CKD progression
among an Asian population of CKD patients with routine nephrology care.

2. Materials and Methods
2.1. Study Design

This multicentre, observational, prospective cohort study was performed among adult
CKD patients (aged > 18 years), with an estimated glomerular filtration rate (eGFR) of
30 mL/min/1.73 m? and above [3], in three tertiary hospitals with specialist nephrology
clinics in Malaysia. The study was approved by the Medical Research Ethics Committee,
Malaysia (KKM.NIHSEC.P19-2320(11))and the Universiti Kebangsaan Malaysia Research
Ethic Committee (UKM PPI/111/8/JEP-2020-048). This study was conducted in compli-
ance with ethical principles outlined in the Declaration of Helsinki and the Malaysian Good
Clinical Practice Guidelines. The study report follows the Strengthening the Reporting Of
Pharmacogenetic Studies (STROPS) guidelines [17].

Potentially eligible patients were identified via pre-screening from patient clinic lists
and data from medical records. Patients were then recruited by the investigators during
clinic visits from March 2020 until September 2020. Written informed consent was obtained
from every subject prior to participation in this study. Patients with at least four outpatient
visits and non-emergency eGFR values during the three-year study period were recruited,
to ensure sufficient information was available to estimate the risk of CKD progression [18].
Patients who were pregnant, lactating, had incomplete medication regimen or without
routine nephrology care were excluded.

2.2. Data Collection

After informed consent was obtained from subjects, each participant was assigned a
unique subject identification number. Subjects’ names were kept on a password-protected
database. Demographic data, clinical information, laboratory data and medication char-
acteristics for each subject from January 2018 to December 2020 were collected from the
medical records from the respective institutions. Demographic data that were collected
were age, sex and ethnicity.

The clinical information included the primary cause of CKD, co-morbidities, obesity
(defined as body mass index (BMI) of 30 kg/ m? and above), smoking status and blood
pressure level, measured during clinic visits. The laboratory data collected were serum
creatinine, albuminuria/proteinuria status and haemoglobin level during the study period.

Medication profiles of the subjects, adherence to medications and the use of tradi-
tional or complementary medicine (TCM) were compiled from the electronic medical
record and prescription data, as well as from a structured interview with the subjects on
their medication-taking behaviour, conducted by two investigators using a standardised
questionnaire [2]. The data on the number of adjustments to antihypertensives (changes
in dosage, frequency, timing or cessation, or commencement of new antihypertensives)
were collected.

2.3. Study Definitions

Patients’ renal function were quantified via eGFR calculated using the CKD Epidemi-
ology Collaboration (CKD-EPI) equation. The CKD and albuminuria classification was
based on the Kidney Disease: Improving Global Outcomes Workgroup (KDIGO) 2012
guidelines [18]. The definitions for each category are detailed in Table 1.

Patients” renal function were quantified via eGFR calculated using the CKD-EPI
equation, using outpatient, non-emergency serum creatinine values [3]. Emergency serum
creatinine values were defined as serum creatinine values obtained during visits to an
emergency department. These values were excluded to avoid interference of transiently
elevated serum creatinine values, due to acute illness or acute kidney injury (AKI) rather
than actual CKD progression. The rapid progression of CKD was defined as a sustained
decline in eGFR of more than 5 mL/min/1.73 m?/year, in line with the KDIGO CKD
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guidelines [18] (Table 1). AKI was detected using the KDIGO guideline criteria from the
serum creatinine values, as well as information about AKI episodes that occurred in other
healthcare institutions and were documented in the subjects” medical records.

Table 1. Terminologies and their definitions. pertaining to the study.

Terminology Definition
Stage 1 Normal or elevated GFR, with GFR of 90 mL/min/1.73 m? and above
Stage 2 Mildly decreased GFR of 60-89 mL/min/1.73 m?
Classification of Stage 3a Mild to moderately decreased GFR of 45-59 mL/min/1.73 m?
CKD [18] Stage 3b Moderately to severely decreased GFR of 30-44 mL/min/1.73 m?

Stage 4 Severely decreased GFR of 15-29 mL/min/1.73 m?

Stage 5 Low eGFR of less than 15 mL/min/1.73 m?
Al Protein-to-creatinine ratio (PCR) of less than 15 mg/mmol and below or negative

Albuminuria to trace from urine protein reagent strip
categorisation [18] A2 PCR of 15-50 mg/mmol or trace to + from urine protein reagent strip
A3 PCR of more than 50 mg/mmol, or greater than + from urine protein reagent strip
Progression of Rapid CKD Sustained decline in eGFR of more tha.m 5mL/ mir}/ 1.73 m?/ year [1§], based on
CKD progression the rate of annual eGFR change using linear regression model to ‘1dent1fy the eGFR
slope using the eGFR collected during the study period [3]
Initiation phase Medication is not taken by patient at all
Types of Implementation ph A dose is missed, omitted tra dose tak
non-adherence [19] mplementation phase dose is missed, omitted or an extra dose taken
Persistence phase The medication is ceased without the instruction of prescriber
The use of therapies not included in the treatment and medicines prescribed by
Others TCM consumption hospitals or health clinics, such as the use of herbs (or botanicals), as well as

over-the-counter nutritional and dietary supplements, based on patient recall [20]

Routine nephrology care was defined as documentation of ambulatory nephrology
care by a nephrologist in the medical records for at least 5 years [21].

Adjustments to antihypertensives included changes in dosage, frequency and timing,
as well as cessation or commencement of new antihypertensives [20].

Adherence to medications was considered to be poor if there was a discrepancy
between the prescribers’ order and actual medication taken [19], based on documentations
in medical records and patient recall (Table 1).

Consumption of TCM was defined as the use of treatment and medicines not pre-
scribed from hospitals or health clinics, such as the use of herbs (or botanicals), as well as
over-the-counter nutritional and dietary supplements, based on patient recall [20].

2.4. Sample Size

Prior data indicate that the proportion of the CYP3A5*3/*3 genetic polymorphism
status is 0.437 [6] and the population size of eligible patients was 180. If the Type I error
probability and precision are 0.05 and 0.05, the sample size is 124 samples [22].

2.5. Detection of CYP3A5*3 Gene Polymorphism

Genomic DNA was extracted from blood samples using a DNeasy® Blood and Tissue
extraction kit (Qiagen, Hilden, Germany). The extracted genomic DNA was then analysed
for purity and measured for concentration through OPTIZEN NanoQ spectrophotometer
(Kaia Bio-Ingenieria, Daejeon, Korea), in which the 260/280 absorption ratio between 1.70
to 1.99 was considered to be DNA with sufficient purity without contamination during the
extraction process [23]. The extracted genomic DNA was stored at —80 °C until use.

The intron 3 of the CYP3A5 gene encompassing the rs776746 (RefSeq NG_007938.2:
g.12083A>G) polymorphism was amplified by the primers 5'-CAGCAAGAGTCTCACA
CAGG-3' (Forward) and 5-TACCACCCAGCTTAACGAAT-3' (Reverse) (IDT DNA, Singa-
pore) and TopTaq Mastermix Kit (Qiagen, Hilden, Germany) using the Arktik™ Thermal
Cycler (Thermo Fisher Scientific, Finland). The polymerase chain reaction (PCR) products
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were examined by gel electrophoresis to ensure the quality of PCR products through In-
vitrogen™ 2% E-Gel™ Agarose Gels with SYBR Safe™ (Thermo Fisher Scientific, Kiryat
Shmona, Israel) for 26 min, in which the PCR products were segregated by size and cap-
tured using the E-Gel® Safe Imager™ Realtime Transilluminator (Life Technologies, Kiryat
Shmona, Israel) [24]. The PCR product was then purified by a commercialised PCR purifica-
tion kit (Applied Biosystems, UK) as a precondition for DNA Sanger sequencing. Purified
DNA fragments were analysed using the BigDye® Terminator version 3.1 cycle sequencing
kit, which were run on a 96-capillary 3730x]I DNA Analyzer at First BASE Laboratories
Sdn. Bhd., Malaysia (developed by Applied Biosystem, USA, and produced by Thermo
Fisher Scientific). The laboratory personnel were blinded, such that they were unable
to distinguish samples with or without rapid CKD progression. The DNA sequences of
the SNP results were transcribed using Sequence Scanner version 2.0 software (Applied
Biosystems) and checked with the reference sequences in the Basic Local Alignment Search
Tool (BLAST) program to confirm the presence of the polymorphism [25].

2.6. Statistical Analysis

All statistics were performed using IBM Statistical Package for Social Science for
Windows version 23 (IBM Corp, Armonk, NY, USA). The results are presented as frequen-
cies and percentages for categorical data, mean =+ standard deviation (SD) for normally
distributed numerical data, or as median (range) for non-normally distributed numerical
data, based on the inspection of histograms. Adherence of the genotype groups to the
Hardy-Weinberg equilibrium (HWE) assumption was examined. Expected percentages for
each genotype group were calculated based on the Hardy-Weinberg equation using the
allele frequencies (p? + 2pq + q> = 1). Chi-square test was then used to compare the allele
and genotype distribution found with the predicted distribution. The observed genotype
distribution was considered to be consistent with the assumptions of HWE if the p-value
> 0.05 [24]. An independent T-test was used to compare the normally distributed numerical
data between two groups, while the Mann-Whitney U test was used to compare the non-
normally distributed numerical data between two groups. One-way ANOVA test was used
to analyse normally distributed numerical data for comparison of more than two groups.
Pearson’s Chi-square test for independence was used to study the association between
categorical data and categorical data, while Fisher’s exact test was used if assumptions of
Pearson’s Chi-square test for independence were not met.

To investigate the relationship between CYP3A5 polymorphism and rapid CKD pro-
gression among the study population, linear regression was first performed using outpa-
tient, non-emergency serum creatinine values over 3 years, to quantify the eGFR slope
of each subject to identify subjects with rapid CKD progression [3]. Multiple logistic re-
gression was then applied to identify the factors associated with rapid CKD progression,
as the assumptions to perform a linear regression were not met. A simple logistic regres-
sion was performed with each independent variable, to determine factors at a level of
significance of p < 0.05 [26]. A multiple stepwise logistic regression was then performed
with all factors with p < 0.25, in which variables with p < 0.05 were considered as factors
associated with rapid progression of CKD, followed by an examination of multicollinearity
and interaction between these factors, by a Variance Inflation Factor (VIF) of 5 and above
defined as presence of multicollinearity [27]. The Hosmer-Lemeshow goodness-of-fit test,
classification tables and area under the receiving operator characteristic (ROC) curve were
used to investigate any misrepresentation of data [26].

3. Results
3.1. Demographic and Clinical Characteristics

From 180 potentially eligible patients, a total of 124 subjects were included, with an
average age of 52.2 &= 15.7 years, equal distribution of sex (1 = 62, 50.0%) and predominantly
Malay ethnicity (n =71, 57.3%) (Table 2). Twenty-nine of the 124 subjects (23.4%) were found
to have rapid CKD progression. The median eGFR decline per year for rapid CKD progres-
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sors was 6.0 mL/min/1.73 mz/year (range: —5.06 to —32.65 mL/min/1.73 mz/year). For
non-rapid CKD progressors, the median eGFR decline per year was 0.86 mL/min/1.73 m?/
year (range: —4.98 to 8.86 mL/min/1.73 m?/year).

Table 2. Demographic and clinical characteristics of subjects.

‘e Non-Rapid CKD Progression Rapid CKD Progression Total
Characteristics (1 = 95) (1 = 29) (= 124)
Age, mean (SD) 53.2 (15.4) 49.0 (16.2) 52.2 (15.7)
,,,,,,,,,, Ethnicity, n (%) o ________.
e Malay ethnicity, n (%) __ __ __ ________ 50679 . 16052 ______ 71(57.3)_
Others, 1 (%) 40 (42.1) 13 (44.8) 53 (42.7)
Male sex, 11 (%) 46 (48.4) 16 (55.2) 62 (50.0)
,,,,,, CYP3AS polymorphism, n (%)
eee______Am o _______ 81 o ___ 15617 73(58.9)
e ______3p/ L _____ BELN)_ o ___ 10645 43(347)_
*3/%3 4(4.2) 4(13.8) 8 (6.5)
o _____5Stageot (KD, (%) _ _ _ _ _ oo __________.
e ___ L ____ 28295  __ _________7@)_ 35(282)
LI 2 ITIIIIIIIIIIIIIT L S £ 75 B 2(177)
e 8a_ o _________ 1779 _________6@7n_______ 23(185)
3b 35 (36.8) 9 (31.0) 44 (35.5)
,,,,, Baseline albuminuria status, n (o) _ _ _ __ ___ __ ___ _ __ __ ___ _______________________
- AL . aa(432) __________8@e)_ ______ 49 (39.5)_
LTI L L N {7 R 24 (199
. A3 ________ 368 13448 _____ 48(387)_
Missing 2(2.1) 1(3.4) 3(24)
Baseline systolic blooEiS]};;essure, mmHg, mean 133.0 (16.7) 135.2 (19.3) 133.6 (17.3)
CVD, n (%) 13 (13.7) 6 (20.7) 19 (15.3)
CCE, n (%) 6 (6.3) 1(3.4) 7 (5.6)
Diabetes, 1 (%) 32(33.7) 11 (37.9) 43 (34.7)
Dyslipidaemia, n (%) 60 (63.2) 22 (75.9) 82 (66.1)
Episode of AKI, 1 (%) 8 (8.4) 6 (20.7) 14 (11.3)
Gout, 1 (%) 23 (24.2) 6 (20.7) 29 (23.4)
Obesity (BMI > 30 kg/m?), 1 (%) 12 (12.6) 6 (20.7) 18 (14.5)
Anaemia, n (%) 36 (37.9) 13 (44.8) 49 (39.5)
,,,,,,,, Smoking status, (%) _ _ _ _ __ _ _ _ _ _ _ __ _ _ _ o _ o ___________._
e __ Non-smoker __ __ ____________ 88026)  ___________ 28(793)_ _ _____ 111(89.5)
e Exsmoker _ _______________4&y» ___________: 269) ¢ 6(48)
Currently smoking 3(3.2) 4 (13.8) 7 (5.6)
Uncontrolled hypertension, n (%) 71(77.2) 23 (79.3) 94 (77.7)
Adjustments to antihypertensives, median 1(0-15) 3 (0-19) 2 (0-19)
(range)
Poor medication adherence, n (%) 37 (38.9) 13 (44.8) 50 (40.3)
Use of calcium channel blockers, 1 (%) 55 (57.9) 20 (69.0) 75 (60.5)
Cessation of RAAS blockade, 1 (%) 6 (6.3) 3(10.3) 9(7.3)
Use of TCM, 1 (%) 10 (10.5) 6 (20.7) 16 (12.9)

AKI, acute kidney injury; BMI, body mass index; CCF, congestive cardiac failure; CKD, chronic kidney disease, CVD, cardiovascular
disease; eGFR, estimated glomerular filtration rate; SD, standard deviation; TCM, traditional/complementary medicine.
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Subjects with rapid CKD progression had a median of 3 (range: 0-19) adjustments
to antihypertensives throughout the study period, which was significantly higher than
subjects without rapid CKD progression, with a median of 1 (range: 0-15) adjustment
(p = 0.001). Cessation of RAAS blockade occurred in 6 (6.3%) patients without rapid CKD
progression and 3 (10.3%) patients with rapid CKD progression. TCM use was reported
among 6 (20.7%) subjects with rapid CKD progression and 10 (10.5%) subjects without
rapid CKD progression.

3.2. Allele and Genotype Analysis

Each participant’s genotype was analysed to detect the presence of CYP3A5*3 (rs776746,
RefSeq NG_007938.2:g.12083A>G) polymorphism, and was compared with the rate of
eGFR decline. The proportion of CYP3A5*3 allele was found to be 23.8% (n = 59), while
the proportion of the wildtype allele was 76.2% (1 = 189). Meanwhile, the distribution of
CYP3A5%3 allele for each ethnic group was 19.7% (n = 28), 30.7% (n = 27) and 22.2% (n = 4)
for Malay, Chinese and Indians, respectively. The distribution of the genotypes fulfilled the
assumptions and predicted distribution from the Hardy-Weinberg equation (X? = 0.237,
p = 0.626) [24].

The baseline eGFR did not differ significantly with variants of CYP3AS5 allele (p = 0.731)
nor genotypes (p = 0.438) (Table 3). By the end of the study period, the average eGFR
among subjects with the CYP3A5*3/*3 genotype of 45.7 + 20.9 mL/min/1.73 m? was
significantly lower than subjects with CYP3A5*1/*1 genotype (58.2 4 32.6 mL/min/1.73 m?)
or CYP3A5*1/*3 genotype (63.3 = 34.7 mL/min/1.73 m?) (p = 0.030); while there was
no statistically significant difference between subjects in terms of the allelic frequency
(p = 0.862). Baseline albuminuria status did not differ significantly with variants of CYP3A5
allele (p = 1.000) nor genotype (p = 0.487). By the end of the study period, the distribution
of albuminuria status was significantly different by allele (p = 0.007), as well as by genotype
(p =0.029) (Table 3). From the perspective of genotype, subjects with CYP3A5*1/*1 genotype
had a decline in the number of A3 albuminuria status by the end of the study period, from
28 (38.4%) to 22 (30.1%). Subjects with CYP3A5*1/*3 genotype had more A3 albuminuria
status by the end of the study period, from 15 (34.9%) to 21 (48.8%), while subjects with
CYP3A5%3/*3 genotype had the highest proportion of patients with A3 albuminuria category
at baseline and at the end of the study period (1 = 4, 50%). The number of patients with
CYP3A5%1 allele in Al category declined from 74 (39.2%) to 62 (32.8%) by the end of the
study period. For subjects with CYP3A5%3 allele, A3 category patients increased from 23
(39.0%) to 29 (49.2%) by the end of the study period.

Twenty-nine (23.4%) subjects had rapid CKD progression, with 4 (13.8%) having the
CYP3A5%3/*3 genotype. From the remaining 95 patients without rapid CKD progression,
4 (4.2%) patients had CYP3A5*3/*3 genotype, while 4 (13.8%) patients with rapid CKD
progression had CYP3A5*3/%3 genotype.

3.3. Factors Associated with Rapid CKD Progression

Table 4 shows the factors associated with rapid CKD progression. The simple logistic
regression showed that adjustments to antihypertensives, CYP3A5*3/*3 polymorphism,
previous episode of AKI, smoking and use of TCM were factors associated with rapid CKD
progression, with a significance level of p < 0.05. After adjusting for potential confounding
factors with p < 0.25 using multiple logistic regression, the factors associated with rapid
CKD progression were adjustments to antihypertensives (adjusted Odds Ratio [aOR] 1.172,
95% confidence interval [CI]: 1.055, 1.301), CYP3A5%3/*3 polymorphism (aOR 4.190, 95% CI:
1.268, 13.852), young age (aOR 0.963, 95% CI: 0.937, 0.989), dyslipidaemia (aOR 2.317, 95%
CI: 1.030, 5.211), smoking (aOR 7.126, 95% CI: 2.144, 23.685) and use of TCM (aOR 2.684,
95% CI: 1.045, 6.891) (Table 5).
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Table 3. Renal function stratified by allele and genotype distribution.

Allele (n = 248) Genotype (n = 124)
. Homozygous
V: bl * * yg
ariables C}<P3A5 1 CYP.?{AS 3 p-Value Wild Type Heterozygous Homozygous p-Value
(Wildtype) (Variant) *1/+1) (*1/%3) (*3/*3)
Baseline eGFR, mL/min/1.73 m?, a c
mean (SD) 66.5 (33.0) 64.9 (32.0) 0.731 66.1(32.9) 68.0 (33.5) 56.5 (25.8) 0.438
eGFR at 3 years, mL/min/1.73 a d
m?, mean (SD) 59.4 (33.1) 58.5 (32.5) 0.862 58.2 (32.6) 63.3 (34.7) 45.7 (20.9) 0.030
_ Baseline albuminuria status, n (%)
Al 747(39.2) 24 (40.7) 29 (39.7) 16 (37.2) 1 (50.0)
A2 37 (19.6) 12 (20.3) b 13 (17.8) 12 (27.9) - 0.487 €
A3 72 (38.1) 23 (39.0) 1.000 28 (38.4) 15 (34.9) 4 (50.0)
Missing 6(3.2) - 3(4.1) - -
Albuminuria category at 3 years,
MO ____.
Al 627(32.8) 22 (37.3) 24 (32.9) 14 (32.6) 1 (50.0) 0.029 ¢
A2 61 (32.3) 7 (11.9) . 27 (37.0) 7 (16.3) - :
A3 65 (34.4) 29 (49.2) 0.007 22 (30.1) 21 (48.8) 4 (50.0)
Missing 1(0.5) 1(17) - 1(2.3) -

2 Independent T-Test; b Chi-square Test; * ANOVA test; 4 Welch’s ANOVA test as the variances were unequal; € Fisher’s exact test.

Table 4. Factors associated with rapid CKD progression (simple logistic regression).

Variables (Reference) b Odds Ratio (95% CI)  p-Value
Adjustments to antihypertensives 0.176 1.192 (1.086, 1.309) <0.001
Age, years —0.017 0.983 (0.964, 1.002) 0.074
Anaemia of Hb < 13 g/dL (No anaemia) 0.286 1.332 (0.735, 2.414) 0.345
Baseline eGFR, mL/min/1.73 m? 0.003 1.003 (0.994, 1.012) 0.583

Baseline albuminuria status (A1)
A2 0.747 2.110 (0.928, 4.797) 0.075
A3 0.644 1.904 (0.946, 3.832) 0.071
Baseline systolic blood pressure, mmHg 0.009 1.009 (0.992, 1.026) 0.303
CYP3A5*3 (CYP3A5*1) allele 0.492 1.635 (0.850, 3.148) 0.141
Cardiovascular d1s§ase (No cardiovascular 0.498 1.645 (0.771, 3.512) 0.198
disease)
Congestive cardla.c fallgre (No Congestive —0.635 0.530 (0.115, 2.439) 0415
cardiac failure)
CYP3AS5 polymorphism (CYP3A5%1/*1)
*1/*3 0.158 1.172 (0.617, 2.225) 0.628
*3/*3 1.352 3.867 (1.341, 11.150) 0.012
Diabetes (No diabetes) 0.185 1.203 (0.654, 2.214) 0.552
Dyslipidaemia (No dyslipidaemia) 0.606 1.833 (0.938, 3.582) 0.076
Ethnicity (Malay)

Others 0.111 1.117 (0.618, 2.020) 0.714
Gout (Absence of gout) —0.203 0.817 (0.399, 1.672) 0.817
Male sex (Female sex) 0.271 1.311 (0.726, 2.366) 0.369
Obesity (No obesity) 0.590 1.804 (0.839, 3.882) 0.131
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Table 4. Cont.

Variables (Reference) b Odds Ratio (95% CI)  p-Value

Occurrence of AKI (No AKI) 1.043 2.837 (1.255, 6.415) 0.012

Poor medication adherence (Good adherence) 0.242 1.274 (0.703, 2.307) 0.425
Smoking status (Non-smoker)

Former smoker 0.649 1.913 (0.552, 6.633) 0.307

Current smoker 1.630 5.101 (1.686, 15.435) 0.004

Use of TCM (Did not use TCM) 0.796 2.217 (1.010, 4.868) 0.047

Use of Ca1C1uI.n channel blockers (Did not use 0.480 1.616 (0.864, 3.024) 0133

calcium channel blockers)
Cessation of RAAS blockade (None) 0.537 1.712 (0.613, 4.782) 0.305
Uncontrolled hypertension (None) 0.126 1.134 (0.550, 2.335) 0.733

Table 5. Factors associated with rapid CKD progression (multiple logistic regression).

. Adjusted Odds a
Variables (Reference) b Ratio (95% CI) p-Value
Age, years —0.038 0.963 (0.937, 0.989) 0.013
Adjustments to antihypertensives 0.158 1.172 (1.055, 1.301) 0.003

CYP3AS5 polymorphism (CYP3A5%1/*1)
*1/*3 0.052 1.053 (0.509, 2.181) 0.889
*3/*3 1.433 4.190 (1.268, 13.852) 0.019
Dyslipidaemia (No dyslipidaemia) 0.840 2.317 (1.030, 5.211) 0.042
Smoking status (Non-smoker)

Former smoker 1.016 2.763 (0.717, 10.650) 0.140
Current smoker 1.964 7.126 (2.144, 23.685) 0.001
Use of TCM (Did not use TCM) 0.987 2.684 (1.045, 6.891) 0.040

@ Stepwise multiple logistic regression model was applied. Multicollinearity and interaction terms were checked
and not found. Hosmer-Lemeshow test (p = 0.352), classification table (overall correctly classified percent-
age =79.0%) and area under the ROC curve (77.4%) were applied to check the model fit.

4. Discussion

Rapid progression of CKD occurred in approximately a fifth of our study population
with mild-to-moderate CKD within a span of three years. To the best of our ability and
knowledge, this is the first study describing the link between CYP3A5 polymorphism and
rapid CKD progression. As the HWE assumptions were not violated, systematic error
was likely absent in the genotyping assays. After adjusting for potential confounding fac-
tors, CYP3A5%3/*3 genotype, adjustments to antihypertensives, young age, dyslipidaemia,
smoking and use of TCM were found to be factors associated with rapid CKD progression.

Our study supports previous reports [15,28] that have demonstrated that CYP3A5
polymorphism may be associated with factors of CKD progression. CYP3AS5 is not only
a drug metabolising enzyme present in the liver, it is also present in the kidneys and
might have important physiological functions [7]. The CYP3A5*3 allele is associated
with less expression of the CYP3A5 enzyme in the kidneys of healthy human adults
compared to the wildtype, CYP3A5*1 [28]. The diminished CYP3A5 activity from the
CYP3A5*3/*3 polymorphism reduces the protection against aldosterone-induced active
sodium transport in the kidneys, as less intrarenal conversion of the corticosterone into 63-
hydroxycorticosterone occurs [8]. Less inhibition of RAAS, which is related to glomerular
hyperfiltration, exacerbates damage to the kidneys. This is supported by our finding that a
greater proportion of subjects with CYP3A5*3/*3 genotype had category A3 albuminuria
by the end of the study period, than those with CYP3A5%1/*1 or CYP3A5%3/*3 genotype, in
line with findings from a previous study in which proteinuria was found to be an indicator
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of structural kidney damage [3]. Furthermore, maximal doses of ACEI or ARB did not
improve renal function among patients with aldosterone excess [29], while CKD patients
with aldosterone excess were reported to have accelerated progression of CKD [29].

Another possible mechanism for the effect of CYP3A5*3/*3 genotype on rapid CKD pro-
gression is the elevation of 20-HETE production. The arachidonic acid-derived metabolites
of CYP3A5 enzyme are 19-HETE and 63-hydroxycortisol [30]. The CYP3A5*3 polymor-
phism results in a reduced expression of CYP3A5 enzymes, which in turn reduces the
formation of 19-HETE [30]. This may lead to an increased availability of the arachidonic
acid precursor for greater production of 20-HETE. The increase of 20-HETE has been shown
to increase renal vasoconstriction and peripheral vascular resistance, as 20-HETE is a potent
vasoconstrictor that mediates angiotensin Il-related renal effects in the proximal tubule
and thick ascending limb of the loop of Henle [30]. In addition, a higher level of 20-HETE
was recently identified as an independent predictor of CKD progression [15]. This demon-
strates the need for more studies to be conducted to elucidate the mechanism of association
between CYP3A5*3 polymorphism and rapid CKD progression. Genotyping may be bene-
ficial to identify CKD patients with CYP3A5*3/*3 genotype for closer monitoring, given the
association found between CYP3A5*3/%3 genotype and accelerated CKD progression.

There was a significant association between antihypertensive adjustments and rapid
CKD progression found in the current work. During early progression, first-line RAAS
inhibitors may have been stopped once patients presented with a rapidly deteriorating
eGFR, which could account for part of the medication adjustments [31]. On the other hand,
genetic predisposition may also account for frequent medication adjustments. Pharma-
cokinetic properties of CYP3AS5 substrate drugs are known to differ according to CYP3A5
polymorphism [8]. In particular, calcium channel blocker antihypertensives, such as am-
lodipine [8], felodipine [9], diltiazem [10] and verapamil [11,12] have been reported to be
affected by CYP3A5 polymorphism, with blood pressure responses varying according to
their CYP3AS5 polymorphism status [8,11,12]. However, the complexity of genetic effects
are evident as metabolism of CYP3A5 substrates among individuals who are CYP3A5
non-expressors (those expressing CYP3A5*3/*3 genotype) have been reported to be carried
out by the CYP3A4 enzyme, which is more prone to inductions and inhibitions by con-
current drugs [5]. These genetic effects may have led to the need for frequent medication
adjustments for optimum outcome, as observed in the current work, supporting the need
for closer monitoring of antihypertensive management.

Younger age and dyslipidaemia were also found to be associated with rapid CKD pro-
gression, in line with findings from previous studies on rapid CKD progression [32,33]. It is
believed that the CKD aetiology is different in older patients, with more aggressive disease
found among younger patients, while in adults some decline of eGFR is believed to occur as
part of aging, rather than from deteriorating CKD [34]. On the other hand, in CKD patients,
lipoproteins are oxidised, especially the small dense high-density lipoprotein cholesterol
(LDL) particles, intermediate-density lipoproteins and chylomicron remnants [35]. Ac-
cumulation of these oxidised LDL, intermediate-density lipoproteins and chylomicron
remnants accelerates systemic inflammation, through stimulating release of proinflamma-
tory cytokines and chemokines from monocytes and macrophages [35]. The subsequent
systemic inflammation and oxidative stress is believed to cause eGFR decline and CKD
progression [35].

Smoking was also found to be associated with a higher risk of CKD progression,
similar to previous work [36]. The potential mechanisms of smoking-associated CKD
progression include smoking-induced hypoxic injury [36], myointimal hyperplasia of
intrarenal arterioles [37] and adverse effects on intrarenal hemodynamics, through nicotine-
induced release of angiotensin II [36]. This leads to increased activation of RAAS, as well
as increased glomerular hypertension, which could potentially accelerate the progression
of CKD. The study finding suggests that smoking cessation is an important component to
preserve the kidney function of CKD patients who are currently smoking.
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The association between TCM and CKD progression in Asian countries has been
inconsistent to date [1,38]. A few studies have reported no association between TCM
and CKD progression [38,39]. This may be due to the relatively short follow-up period
that might not capture renal damage in the long term [38]. On the other hand, the lack
of association has also been attributed to TCM that was prescribed by board-certified
physicians and produced by pharmaceutical companies, which had certified manufacturing
practices [39]. In the current work, we found a significant association between rapid CKD
progression and TCM consumption, of which the TCM was used without the supervision
of a registered practitioner or pharmacist. It was noted that many reported the use of
TCM with unknown ingredients and quality. Most worrying is that some TCM, most often
involving the use of herbal remedies popular among Asians, have been shown to contain
nephrotoxic ingredients [40]. However, very often CKD patients report the use of TCM
due to the lack of conventional medications that cure CKD, as well as the desire to see
immediate improvement in their disease condition [40]. As there is no cure for CKD in
conventional medicine, some patients might be inclined to use TCM, owing to their cultural
beliefs and social influences [40]. Therefore, TCM use for CKD should be monitored closely
for mitigation efforts in preventing rapid CKD progression.

There were a few limitations to our findings. Firstly, the findings of the study have
limited applicability to advanced CKD patients with Stage 4 and above, in which the
majority of these patients were shown to exhibit non-linear CKD progression [32]. In
addition, the report of TCM use might be subject to recall bias at the time of interview. The
potential effects of such bias were reduced by incorporating the report of TCM use from
medical records. The lack of identification of TCM also provides fewer specific details of
which moieties were nephrotoxic to the patients. Furthermore, the effects of other potential
genes were not studied. As CYP3A4 and CYP3A5 enzymes have some overlapping in
substrate specificity, the complete loss of metabolic activity with the CYP3A5*3 allele
might pronounce the impact of genetic variation in CYP3A4 expression among these
patients [5]. Therefore, further work involving genetic variants of CYP3A4 polymorphism
could possibly improve the current findings. The study might be limited by the absence of
direct measurement in the expression level or activities of CYP3A5. Future studies could
be designed to investigate the activity of CYP3A5 with renal function through usage of
endogenous markers, such as 43-hydroxycholesterol. More studies could be conducted to
investigate other outcomes, such as initiation of renal replacement therapy, heart failure
and mortality, as well as CKD progression over a longer period of time.

5. Conclusions

In conclusion, CKD must be monitored closely to reduce the risk of rapid progression.
This could potentially mean monitoring of patient genetics, as the CYP3A5*3/*3 genotype
was found to be associated with accelerated CKD progression after adjusting for possible
confounding factors. CKD patients with such characteristics, as well as those requiring
antihypertensive adjustments, young age, dyslipidaemia, smokers and TCM users, may
also benefit from intensified monitoring and care to reduce the propensity of developing
adverse clinical outcomes. Most importantly, our findings suggest a potentially important
role of CYP3A5 polymorphism in the pathogenesis of accelerated CKD progression. A
personalised management approach could therefore be potentially useful for CKD patients
based on genotyping data.
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Abstract: Pharmacogenomics (PGx) is a key subset of precision medicine that relates genomic
variation to individual response to pharmacotherapy. We assessed longitudinal trends in US FDA
approval of new drugs labeled with PGx information. Drug labels containing PGx information were
obtained from Drugs@FDA and guidelines from PharmGKB were used to compare the actionability
of PGx information in drug labels across therapeutic areas. The annual proportion of new drug
approvals with PGx labeling has increased by nearly threefold from 10.3% (1 = 3) in 2000 to 28.2%
(n=11) in 2020. Inclusion of PGx information in drug labels has increased for all clinical areas
over the last two decades but most prominently for cancer therapies, which comprise the largest
proportion (75.5%) of biomarker—drug pairs for which PGx testing is required. Clinically actionable
information was more frequently observed in biomarker—drug pairs associated with cancer drugs
compared to those for other therapeutic areas (1 = 92 (59.7%) vs. n = 62 (40.3%), p < 0.0051). These
results suggest that further evidence is needed to support the clinical adoption of pharmacogenomics
in non-cancer therapeutic areas.

Keywords: pharmacogenomics; precision medicine; US Food and Drug Administration; clinical ac-
tionability

1. Introduction

Approximately 80% of the variability in drug efficacy and adverse effects can be
explained by genomic variation, which creates major challenges for the appropriate se-
lection and dosing of medications [1]. Genomic composition is an important factor for
individual response to therapy by affecting the expression of drug targets, drug metaboliz-
ing enzymes, and other proteins involved in pathophysiological mechanisms pertaining
to the drug’s pharmacodynamic and pharmacokinetic processes [2,3]. As an applicable
component of precision medicine, pharmacogenomics (PGx) incorporates genomic profil-
ing to identify biomarkers based on relevant genotype—phenotype interactions that can
predict drug response and risk of adverse drug reactions for individual patients. Novel
next-generation sequencing techniques have enabled rapid growth of PGx knowledge,
with over 200 genome-wide association studies (GWAS) of pharmacotherapy responses
reported to date [4].

In particular, key somatic variants, such as the overexpression of ERBB2 in breast
cancer, can serve as markers for the selection of patient groups for which drugs like ado-
trastuzumab emtansine and talazoparib tosylate are indicated. Pharmacogenomic testing
for germline variants, such as those in the DPYD gene, can also predict the risk of toxicity
and differential response to cancer therapies such as 5-fluorouracil, enabling prescribers to
better tailor therapies with greater efficacy and safety for patients [5,6]. In other areas, PGx
biomarkers have been used to specify dosing alterations, as in the example of the CYP2C9
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and VKORCI variants in warfarin use for treatment and prevention of thromboembolic
events, as well as to prevent the occurrence of severe hypersensitivity effects, as with an
HLA-B variant in relation to abacavir use for treatment of HIV infection [3,7].

Recent advances in the development of targeted therapies against specific variants
have increased the efficiency of clinical trials by enabling smaller trial sizes, higher success
rates, and expedited time to market [8-11]. Over the last two decades, the US Food and
Drug Administration (FDA), the agency responsible for reviewing and approving a drug
for marketing if it provides benefits that outweigh its known potential risks, has actively
encouraged the incorporation of genomic data into drug development, including the
issuance of several guidelines for industry regarding submission of PGx information as
part of the drug review process [12]. This study examined trends in FDA approvals of new
drugs labeled with PGx information from 2000 to 2020. We anticipated that the proportion
of new drug approvals with PGx labeling would increase over time. We also compared
the level of clinical actionability of biomarker information in drug labels across various
therapeutic areas.

2. Materials and Methods
2.1. Data Extraction and Evaluation

All data came from publicly available sources on the FDA and PharmGKB websites.
Initial drug and biologic approval reports from 1 January 2000 to 31 July 2020 were gath-
ered from the Drugs@FDA database [13]. We extracted the following information in a
standardized format from Drugs@FDA: drug brand name, active ingredient, approval date,
submission classification, and therapeutic area. Among drug approvals with duplicate
active ingredients, we included only the drug with the earliest initial approval date to our
study. A drug can have several approval dates: one for each application submitted for FDA
review. Among all retrieved entries, new drug applications (NDAs) with “Type 1 New
Molecular Entity” and “Type 1/4 New Molecular Entity and New Combination” with the
corresponding approval dates were examined in order to capture drug labels at the time of
first approval. Because this classification does not exist for biologics, the earliest approval
date and drug label were used for biologics. For drugs indicated for multiple diseases, we
considered only the therapeutic areas that were relevant to the biomarker information.

Drug labels were reviewed for PGx information based on the FDA Table of Pharma-
cogenomic Biomarkers in Drug Labeling (called FDA Table hereafter) and the PharmGKB
website; we included a biomarker for a drug if it was listed by either source [14]. The FDA
Table lists approved products with PGx information in the drug labeling and specifies
sections of the labeling that contained biomarker information [14]. The PharmGKB is a pub-
licly available knowledgebase for PGx that provides annotations of medication prescribing
guidelines based on published evidence for gene-drug associations [15]. We compared and
verified the names of the listed biomarkers from both sources with the information pro-
vided in the first-approved drug labels extracted from Drugs@FDA. Since a drug can have
multiple biomarkers and a single biomarker can be labeled for more than one drug product,
we counted the number of unique biomarker-drug pairs mentioned in the first-approved
drug label only; we did not include biomarkers included in labeling updates.

2.2. Drug Label Annotations of PGx Levels

PharmGKB provides four types of annotations (PGx Levels) for PGx information
associated with specific gene—drug combinations:

1. “Required genetic testing”, where labels state or imply that gene, protein, or chromo-
somal testing, including genetic testing, functional protein assays, cytogenetic studies,
should be conducted prior to using the drug. Testing may only be required for a
subset of patients. A label that states that the variant is an indication for the drug or
that a test “should be performed” is also interpreted as requiring testing;

2. “Recommended genetic testing”, where labels state or imply that gene, protein, or
chromosomal testing, including genetic testing, functional protein assays, cytogenetic
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studies, is recommended prior to using the drug. The recommendation may only
be for a subset of patients. A label that states that testing “should be considered” or
“consider genotyping or phenotyping” is also considered to recommend testing;

3. “Actionable PGx”—marked for labels that describe the impact of gene/protein/
chromosomal variants or phenotypes on changes in efficacy, dosage, metabolism,
or toxicity, including mention of contraindication of the drug in a subset of patients
defined by particular variants/genotypes/phenotypes. However, labels with this
annotation do not require or recommend gene, protein, or chromosomal testing;

4. “Informative PGx”"—assigned to labels that state particular gene/protein/chromosomal
variants or metabolizer phenotypes do not affect a drug’s efficacy, dosage, metabolism,
or toxicity, or that variants or phenotypes affect a drug’s efficacy, dosage, metabolism,
or toxicity, but this effect is not clinically significant. This level is also assigned to
all other labels that have been listed in the FDA Table but do not currently meet the
criteria for all other PharmGKB PGx annotations listed above [15].

We considered PGx information to be clinically actionable if they were categorized as
“required genetic testing,” “recommended genetic testing,” or “actionable PGx.” Biomarker—
drug pairs were considered to lack actionability if they were assigned an “informative PGx”
level by PharmGKB; examples of “informative” biomarker—-drug pairs include those with
labels that only describe the role of a variant in the drug’s metabolism or state that dose
adjustment or other actions were not necessary for a particular variant.

2.3. Statistical Analysis

Descriptive statistics were used to characterize trends in approval rates of new phar-
macogenomic drugs and compared the clinical actionability of PGx information in drug
labels between cancer therapies and drugs used in non-cancer therapeutic areas. We per-
formed Fisher’s exact tests to determine if PGx testing requirements and overall clinically
actionable information were more frequently associated with cancer biomarker-drug pairs
compared to biomarkers for all other clinical areas.

3. Results

Of 694 total new drug approvals identified from 1 January 2000 to 31 July 2020, new
molecular entities accounted for 75.9% (n = 527) and biologics represented 24.1% (n = 167).
Biosimilars comprised 16.8% (1 = 28) of newly approved biologics. On average, there were
about 33 new approvals per year and they ranged from a minimum of 18 drug approvals
in 2007 to a maximum of 66 approvals in 2018. Cancer therapies comprised 23.1% (1 = 160)
of total drug approvals.

About a quarter of total new drug approvals (25.6%; n = 178) contained PGx biomarker
information in initial approved labels. An estimated 74.7% (n = 133) of approvals with
PGx labeling were for new molecular entities while the remaining 25.3% (n = 45) were for
biologics. Biosimilars accounted for 15.6% (n = 7) of biologics approved with PGx labeling
and 3.9% of overall initial drug approvals with PGx labels.

Figure 1 shows the distribution of therapeutic areas for 178 drug approvals with PGx
labeling. Oncology was the most common therapeutic area, comprising 49.4% (n = 88) of
all new drugs approved with PGx labeling. Other therapeutic areas included neurology
(n =16; 9.0%), infectious diseases (1 = 14; 7.9%), psychiatry (n = 10; 5.6%), inborn errors
of metabolism (n = 9; 5.1%), cardiology (n = 8; 4.5%), hematology (n = 7; 3.9%), and
pulmonology (n = 7; 3.9%). The remaining clinical areas that each comprised less than 3%
of PGx labels were gastroenterology, gynecology, rheumatology, urology, anesthesiology,
dentistry, and dermatology.
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Figure 1. Therapeutic areas of new FDA drug approvals with pharmacogenomics (PGx) labeling
from 2000 to 2020.

3.1. Yearly Trends in Drug Approvals with PGx Information

Overall, the average proportion of new drug approvals with PGx labeling was 23.8%
per year from 2000 to 2020. The annual proportion of new drug approvals with PGx
labeling increased by approximately threefold from 10.3% (n = 3) in 2000 to 33.9% (n = 20)
in 2019 and 28.2% (n = 11) through July in 2020; with the lowest at 5.3% (n = 1) in 2005
and highest at 44.4% (n = 12) in 2013 (Table 1, Figure A1l). This growth is emphasized
in the latter half of the study period, during which there has also been a proliferation of
regulatory guidance documents related to PGx (Figure 2).

Among cancer drugs, the average proportion of drug approvals with PGx labeling
was 52.0% per year from 2000 to 2020. The annual proportion of new cancer drug approvals
with PGx labeling increased from 33.3% (1 = 1) in 2000 to 55.6% (1 = 10) in 2019 and 47.1%
(n = 8) through July in 2020 with the lowest at 0% in 2008 and highest at 100% (n = 4) in
2016 (Table 1).

Among non-cancer drugs, the average proportion of drug approvals with PGx labeling
was 16.2% per year from 2000 to 2020. The annual proportion of new non-cancer drug
approvals with PGx labeling increased from 7.7% (n = 2) in 2000 to 24.4% (n = 10) in 2019
and 13.6% (n = 3) through July in 2020 with the lowest at 0% in 2005 and highest at 38.9%
(n=7)in 2013 (Table 1).
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Table 1. Annual proportion of drug approvals with PGx labeling for cancer vs. non-cancer indications.

All Cancer Non-Cancer
Total Number of New Total.No. of New Dr'ugs with Number of New Drugs . New Drugs w.ith Number of New Drugs . New Drugs w.ith
Year Drugs Approved by Biomarker Mentioned A d bv FDA Biomarker Mentioned A d by FDA Biomarker Mentioned
FDA (%) pprovecy (%) pprovec by (%)
2000 29 3(10.3) 3 1(33.3) 26 2(7.7)
2001 28 3(10.7) 2 1(50.0) 26 2(7.7)
2002 23 5(21.7) 4 3(75.0) 19 2(10.5)
2003 24 2(8.3) 3 1(33.3) 21 1(4.8)
2004 34 5(14.7) 5 2 (40.0) 29 3(10.3)
2005 19 1(5.3) 3 1(33.3) 16 0
2006 22 3(13.6) 5 2 (40.0) 17 1(5.9)
2007 18 6 (33.3) 4 3 (75.0) 14 3(21.4)
2008 24 5(20.8) 3 0 21 5(23.8)
2009 27 5(18.5) 5 2 (40.0) 22 3 (13.6)
2010 20 4 (20.0) 2 1 (50.0) 18 3(16.7)
2011 30 10 (33.3) 7 4(57.1) 23 6 (26.1)
@ 2012 39 9(23.1) 12 6 (50.0) 27 3(11.1)
2013 27 12 (44.4) 9 5 (55.6) 18 7(38.9)
2014 41 11 (26.8) 8 6 (75.0) 33 5(15.2)
2015 47 16 (34.0) 14 6 (42.9) 33 10 (30.3)
2016 25 9 (36.0) 4 4 (100.0) 21 5(23.8)
2017 53 15 (28.3) 14 11 (78.6) 39 4(10.3)
2018 66 23 (34.8) 18 11 (61.1) 48 12 (25.0)
2019 59 20 (33.9) 18 10 (55.6) 41 10 (24.4)
20201 39 11 (28.2) 17 8 (47.1) 22 3(13.6)

! Data through 31 July 2020.
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Figure 2. Trends in annual proportion of new drug approvals with PGx labeling and finalized regulatory guidance related
to pharmacogenomics from 2000 to 2020, with data through 31 July 2020. E15, E16, and E18 Guidance were developed
within the International Conference on Harmonisation of Technical Requirements for Registration of Pharmaceuticals for
Human Use (ICH) and endorsed by the ICH Steering Committee at Step 4 of the ICH process [16].

3.2. Yearly Trends of Biomarker—Drug Pairs

Forty-three (24.2%) drugs of all drug approvals with PGx labeling contained multiple
biomarkers at initial approval, with a maximum of 7 biomarkers in one drug label, resulting
in a total of 258 unique biomarker—-drug pairs identified from 2000 to 2020. Of these, 52.3%
(n = 135) were for cancer indications. On average, there were 12.3 biomarker—drug pairs
approved per year over the study period. The number of biomarker—drug pairs approved
annually increased from 3 in 2000 to 35 in 2019 and 17 through July of 2020 with a minimum

of 1 in 2005 and maximum of 43 in 2018.

The average annual proportion of biomarker—drug pairs indicated for cancer was
53%. Between 2000 and 2020, the annual proportion of biomarker—drug pairs with cancer
indications increased from 33.3% (n = 1) in 2000 to 66% (n = 23) in 2019 and 65% (n = 11) in

2020 with the lowest at 0% in 2008 and highest at 100% (n = 1) in 2005 (Figure 3).

For the remaining 123 non-cancer biomarker-drug pairs, the average annual propor-
tion of biomarker-drug pairs was 47%. The annual proportion of biomarker—drug pairs
with indications for all other clinical areas decreased from 67% (n = 2) in 2000 to 34%
(n =12) in 2019 and 35% (n = 6) in 2020 with the lowest at 0% in 2005 and highest at 100%

(n = 6) in 2008 (Figure 3).
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Figure 3. Trends in the number of new biomarker—drug pairs approved per year with annual proportions by cancer vs.
non-cancer from 2000 to 2020. Data shown through July of 2020.

3.3. Clinical Actionability of PGx Information

Figure 4 depicts the distribution of biomarker—drug pairs across PGx levels of drug
label information based on PharmGKB categories. Of 250 biomarker—drug pairs annotated
with PGx levels, 61.6% (n = 154) are clinically actionable; of these, 59.7% (n = 92) were
associated with cancer drugs while the remaining 40.3% (n = 62) were associated with
drugs for non-cancer areas (p < 0.0051). Biomarker-drug pairs considered to be clinically
actionable included 37.6% (n = 94) of total biomarker—drug pairs that require genetic
testing (cancer accounted for 75.5% while non-cancer accounted for 24.5%; p < 0.0001), 0%
recommend genetic testing, and 24.0% (n = 60) correspond to “actionable” information
(cancer accounted for 35.0% while non-cancer accounted for 65.0%). The remaining 38.4%
(n = 96) of biomarker—drug pairs were “informative” (cancer accounted for 42.7% and
non-cancer 57.3%) but lacked clinical actionability.
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Figure 4. PharmGKB PGx Levels of biomarker—drug pairs for cancer and non-cancer therapies.

4. Discussion

With recent progress in genomic sciences and precision medicine along with regulatory
guidance for pharmacogenomics, it is not surprising that we found PGx biomarkers
have become increasingly prevalent in new drug labels for all therapeutic areas over
the last two decades. Greater than half of all biomarker—drug pairs identified in our study
were associated with clinically actionable measures of PGx information. Consistent with
previous studies, this progress has continued to be most prominent in cancer therapies,
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which comprise the majority of new PGx drug approvals and account for the greatest
proportion of biomarker-drug pairs with testing requirements [17-19].

In 2005, the FDA issued its first guidance for industry with information on how to
submit PGx data during new drug application and review processes, including specific
uses of PGx information in drug labeling [20]. Recommendations for co-development of
new drugs and corresponding companion diagnostic devices (i.e., PGx tests), in the absence
of available tests, were included in the initial document, with further guidance on in vitro
diagnostics development published in 2014, 2019, and 2020 [21-23]. The majority of PGx-
related guidance for industry, such as guidelines for including genetic information into
appropriate sections of the labeling and the creation of the “Pharmacogenomics” subsection
within the Clinical Pharmacology section, were issued in the latter half of the study period.
There has been a corresponding substantial increase in the number of new drug approvals
with PGx information in the labeling, with a total of 136 new drugs between 2011 and 2020
compared to 42 new drugs between 2000 and 2010 [24,25].

Cancer drugs have maintained a strong presence in PGx, as well as among targeted
therapies in general. Greater knowledge of clinically significant gene—drug interactions
(particularly in relation to somatic variants) has in part enabled the prediction of treatment
efficacy in targeted patient subgroups and prompted industry investment in biomarker-
based strategies for novel cancer drug development. A review of FDA-approved cancer
therapies that required PGx testing demonstrated that two-thirds of drug approvals were
based on an enrichment trial design [26]. Such trial designs have been associated with
greater clinical trial success rates and lower costs associated with drug development,
particularly for well-validated biomarkers such as HER? for the treatment of metastatic
breast cancer [8-11]. Recent studies have further attributed improvements in cancer
survival to the approval of several new PGx-based targeted treatments for metastatic
cancer [27,28].

Targeted approaches to immunotherapy have recently changed the landscape of
therapeutic strategies in cancer. For instance, immune-checkpoint inhibitors act against
checkpoint protein (PD-1) or its partner protein (PD-L1), enabling the activation of an
anti-tumor immune response. Identifying predictive biomarkers for checkpoint block-
ade response is critical for optimizing treatment efficacy and preventing drug-related
toxic effects. These inhibitors have been associated with improved survival and fewer
adverse events compared with chemotherapy for various tumor types, including metastatic
melanoma, advanced non-small cell lung cancer (NSCLC), and head and neck squamous
cell carcinoma [29,30]. Molecular diagnostics have been approved for the use of anti-PD-
1/anti-PD-L1 therapies, particularly for pembrolizumab, nivolumab, and atezolizumab [31].
Several other biomarkers are also promising for predicting immunotherapy response. High
tumor mutation burden identifies tumors with a greater number of variants that may be
more easily recognized by the immune system, which has been correlated with benefit from
anti-PD-1/anti-PD-L1 therapies for cancers such as melanoma and NSCLC [32]. Mismatch
repair deficiency /microsatellite instability is a predictor of anti-PD-1/anti-PD-L1 treatment
efficacy in solid tumors such as colorectal cancer [33,34]. Human leukocyte antigen (HLA)
is another promising biomarker as it plays a major role in discerning foreign pathogens or
tumor cells as part of the anti-tumor immune response [35]. Research suggests that a pa-
tient’s HLA type might be indicative of response to immunotherapy and can be utilized in
personalized cancer vaccine development and immunotherapy biomarker discovery [36].

The use of PGx is also important outside of cancer but their application may be limited
by the following: the availability of other established biomarkers, such as blood pressure,
hemoglobin A1C, and low-density lipoprotein used to assess patient prognostic risk in
cardiovascular disease clinical trials, and the complexity of drug metabolism, particularly
for conditions such as chronic kidney disease that can alter drug response phenotypes (e.g.,
phenoconversion) [7,37,38].

PGx-guided therapies in non-cancer areas (e.g., cardiovascular disease, mental illness)
have primarily focused on the cytochrome P450 (CYP) family of pharmacogenes, which
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are involved in the metabolism of nearly 20% of commonly used drugs [39]. For example,
variation in the CYP2D6 gene influences drug metabolism activity such that individuals
who carry deficient CYP2D6 alleles have sub-optimal enzymatic activity and are at higher
risk of developing adverse drug reactions. Among psychotropic medications, there are
several drug substrates for CYP2D6, including atomoxetine (attention deficit hyperactivity
disorder medication) and clozapine (antipsychotic for treatment of schizophrenia), for
which drug labels recommend dose adjustments for patients who are CYP2D6 poor me-
tabolizers [40]. Studies provide accumulating evidence that PGx testing for CYP enzyme
genes can inform drug dosing and selection and improve patient outcomes [41-44].

The vast majority of actionable drug labels with testing requirements provided
genotype-based indication or contraindication. Although PGx labeling could help in-
form physicians determine an appropriate treatment plan for a patient, its impact on
clinical practice may be hindered by the following considerations: the amount of evidence
available to support the pharmacologic relevance of genomic associations is highly variable
at the time of labeling [45,460]; and PGx information in some drug labels are informational
only [46—48]. An example is the drug label for lenalidomide, which mentions a specific PGx
variant as part of the indication but does not explicitly require testing prior to drug use.
Other labels provide information on the impact of the variant on drug response without
recommending a clinical action (e.g., the label for fesoterodine stated that a subset of indi-
viduals are poor metabolizers for CYP2D6 and “Cmax and AUC of the active metabolite
are increased 1.7- and 2-fold, respectively, in CYP2D6 poor metabolizers, as compared to
extensive metabolizers” [49]. The clinical significance of these increased concentrations
was not stated, and it implies that prescribers need to order PGx testing for CYP2D6 for
some patients and modify the dosage according to individual genotype status).

In addition to PGx levels, PharmGKB provides clinical annotations of variant-drug
associations that are assigned with “level of evidence” scores using several criteria to
measure the confidence in the association based on literature findings such as replication
of association, p value, and odds ratio [50]. The PharmGKB Clinical Annotation Levels
of Evidence have been used to support other relevant guidelines, such as CPIC Levels
for Genes/Drugs, which summarize literature-based evidence, strength of prescribing
recommendation, and the corresponding clinical context for the use of PGx information in
drug labels [51]. The degree of consistency between the levels of evidence and strength of
prescribing recommendations is presently unclear and may be an area for further research.
Notwithstanding, the application of actionable PGx information may depend on a range
of other factors which may be context-dependent and subjective in nature. Hendricks-
Sturrup et al. outlined several scenarios highlighting considerations such as therapeutic
alternatives, timing of PGx testing with respect to diagnosis, and patient medical history
and family history that influence decision-making for either incorporating or excluding
certain PGx tests as part of patient management [52].

Our analysis suggests that we are likely to see continued growth in the prevalence
of new drugs approved with PGx information, albeit with greater actionability for cancer
treatment compared to all other clinical areas. We agree with the earlier commentary
of Tutton that while actionable PGx information can help inform prescribing decisions,
the increased approval of drugs containing PGx biomarkers serves only a partial role in
facilitating large-scale adoption of PGx [18]. Additional challenges to the clinical adoption
of PGx testing have been indicated in the literature, including the dearth of evidence
supporting the clinical utility and cost-effectiveness of PGx testing [53-55]. Most salient
of these is the underrepresentation of non-European ancestry in GWAS used to examine
PGx traits and in clinical drug trials, which may result in ambiguity in the interpretation of
PGx biomarkers for non-European patients and contribute to potential disparities in the
utilization of PGx testing in cases where they are required [56,57]. A study conducted by
Lynch et al. reported underutilization of guideline recommended PGx testing (e.g., EGFR
testing in lung cancer) and substantial differences in the likelihood of getting tested based
on the patient’s race as well as other demographic factors, including socioeconomic status
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and zip code [58]. As the number of new drugs with actionable PGx information continues
to expand, further research is needed to address the ethical and social implications of the
current Eurocentric bias in pharmacogenomic research to ensure equitable benefit of PGx
for all members of society.

There were several limitations related to the data analyzed. We studied only the
approvals of new drug applications with a submission classification of Type 1 or Type 1,4
and initial submissions for biologics. Approvals of generic drug products and applications
with other NDA classification codes for already marketed active ingredients were not
assessed, such that new biomarkers added to labels in the post-market setting or included
as part of approvals through other NDA classification codes were excluded from our study.
Our rationale for focusing solely on these submission types was to assess the incorporation
of PGx information in initial drug approvals. We also did not account for biomarkers
associated with approved drugs that have been discontinued or labels that were changed
due to reports of unexpected adverse effects or failure to verify clinical benefit.

We observed differences in drugs considered to have PGx labeling between PharmGKB
and the FDA Table. At the time of our study, 11 drugs with PGx labeling corresponding to
16 unique biomarker—drug pairs were profiled in PharmGKB but were not listed in the FDA
Table. Reasons for discrepancies in PGx biomarkers listed by these sources are unclear but
may be attributed to different criteria for annotation of PGx biomarkers. Conversely, a total
of five drugs corresponding to eight biomarker—drug pairs identified in our study lacked an-
notations for PharmGKB PGx levels: one of which (umeclidinium/vilanterol-CYP2D6) was
annotated in a Swissmedic-approved drug label but not in an FDA-approved label, while
the remaining seven biomarker-drug pairs (i.e., TTR-patisiran, Deletion 17p-venetoclax,
FGFR2-pemigatinib, ACADVL-triheptanoin, CPT2-triheptanoin, HADHA-triheptanoin,
HADHB-triheptanoin) were not annotated for reasons unknown [59-61].

Furthermore, none of the biomarkers identified in our study were assigned to the
“recommended genetic testing” category. As of November 10, 2020, PharmGKB listed a
total of five drug approvals with “recommended testing”, of which two (i.e., azathioprine
and thioguanine) were first approved prior to 2000 and to which biomarker information
was added as part of subsequent labeling updates [62]. The remaining three approvals (i.e.,
dextromethorphan/quinidine, mercaptopurine, and oxcarbazepine) were approved with
submission classifications such as Type 4 (new combination), Type 5 (new formulation/new
manufacturer), and Type 3 (new dosage form), and were excluded from our analysis.
Our findings suggest that there was sufficient evidence at initial approval to warrant
testing requirements for relevant drugs, especially for therapies that were developed with
indications based on specific genotypes; thus, those were assigned to the “required genetic
testing” category instead.

5. Conclusions

Advances in genomics research have clearly affected how drugs are developed and
approved. Our analysis demonstrates an upward trend in the inclusion of PGx labeling
in new drug approvals in the US over the last two decades; the increased trend is more
prominent in cancer drugs. Overall, we are likely to see continued growth in new drugs
approvals with PGx information. More than half of PGx information in new drug approvals
are clinically actionable, with the majority of testing requirements concentrated in cancer
drugs. Further studies are warranted to examine the utilization of such tests in clinical
practice as well as to generate evidence in support of utilizing PGx biomarkers for non-
cancer therapeutic areas.
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Figure Al. Trends in the number of new drug approvals with PGx labeling from 2000-2020. Data shown through
July of 2020.
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Abstract: Pharmacogenomics holds the promise of personalized drug efficacy optimization and
drug toxicity minimization. Much of the research conducted to date, however, suffers from an
ascertainment bias towards European participants. Here, we leverage publicly available, whole
genome sequencing data collected from global populations, evolutionary characteristics, and anno-
tated protein features to construct a new in silico machine learning pharmacogenetic identification
method called XGB-PGX. When applied to pharmacogenetic data, XGB-PGX outperformed all ex-
isting prediction methods and identified over 2000 new pharmacogenetic variants. While there are
modest pharmacogenetic allele frequency distribution differences across global population samples,
the most striking distinction is between the relatively rare putatively neutral pharmacogene variants
and the relatively common established and newly predicted functional pharamacogenetic variants.
Our findings therefore support a focus on individual patient pharmacogenetic testing rather than
on clinical presumptions about patient race, ethnicity, or ancestral geographic residence. We further
encourage more attention be given to the impact of common variation on drug response and propose
a new ‘common treatment, common variant’ perspective for pharmacogenetic prediction that is
distinct from the types of variation that underlie complex and Mendelian disease. XGB-PGX has
identified many new pharmacovariants that are present across all global communities; however,
communities that have been underrepresented in genomic research are likely to benefit the most
from XGB-PGX’s in silico predictions.

Keywords: pharmacogenomic; machine learning; adaptation; human evolution

1. Introduction

There is a well-established contribution of genetic variation to drug response that
has resulted in the expectation of personalized optimization of drug efficacy and the
minimization of drug toxicity [1-7]. Unfortunately, there is also a well-documented ascer-
tainment bias in the populations that have been included in genetic and genomic research
to date [8-11]. As a result of recent human evolutionary history, the out of Africa mi-
gration and resulting population bottleneck, Europeans carry only a subset of human
variation [12-16]. Given the overrepresentation of peoples of European descent in pharma-
cogenomic (PGx) research, there are likely to be a non-trivial number of variants that impact
drug response that have not yet been identified, functionally characterized, or incorporated
into clinical guidelines. This bias, therefore, limits the generalizability of results from
genomic and PGx studies to all human populations [9,11,17]. Efforts to mitigate this bias
will help ensure that communities of European descent are not the sole beneficiaries of PGx
research findings [8,11].
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An illustrative example of the implications of PGx ascertainment bias is the case of
warfarin dosing. A variant in the gene calumenin (the rs339097 G allele), rare in individ-
uals with European ancestry, increases the required therapeutic dose of the commonly
prescribed blood thinner warfarin by up to 15% [18]. This variant, as well as other key
variants in established genes such as CYP2C9*5, *6, *§, and *11, have been left out of several
common dosing algorithms and, as a result, these predictive models perform poorly for
individuals that carry these variants [19-21].

Computational or in silico prediction methods for PGx variants have the poten-
tial to alleviate PGx ascertainment bias. Several methods have been developed to pre-
dict pathogenic variants, variants thought to negatively impact protein function [22-25].
Li et al. [26] extended this computational prediction effort to develop a method for func-
tional missense PGx variants, but found that PGx variants looked less like disease variants
(which are thought to have been subjected to purifying selection) and more like neutral
variants. More recently, Zhou et al. [27] applied an ensemble computational approach to
predict deleterious PGx variants and successfully applied it to the minority subset of PGx
variants with existing experimental data. Consistent with Li et al. [26], Zhou et al. [27]
found that relaxing the requirement of evolutionary signatures of purifying selection
improved the computational prediction of PGx variants.

Previous work by us and others has demonstrated the impact that positive selection
has had on global human contemporary variation involved in immune response and
metabolism [11,28-31]. Given the overlap between these gene categories and the genes
involved in drug response, we present here a novel approach to in silico PGx variant
prediction that leverages signatures of adaptation. Our computational approach is designed
to mitigate ascertainment biases in PGx research and identify important PGx diversity that
is currently missing from existing PGx resources.

2. Materials and Methods
2.1. Samples and Data

Whole-genome sequencing data from the Phase 3 of the 1000 Genomes Project [13]
were used to identify global missense variation in previously annotated pharmacogenes
in PharmGKB [32]; more detailed information about the 1000 Genomes Project Phase
3 population samples can be found in Table 1. Clinical Pharmacogenetics Implemen-
tation Consortium (CPIC) gene annotation information was downloaded from CPIC
(https:/ /cpicpgx.org/genes-drugs/) and was last annotated on 25 March 2020. Pharmaco-
gene variant annotation information was downloaded from PharmGKB (https://www.
pharmgkb.org/downloads/) on 28 October 2019. These data were compiled manually
by PharmGKB scientific curators [32]. All of the available human UniProt feature anno-
tations (ftp:/ /ftp.uniprot.org/pub/databases/uniprot/current_release/knowledgebase/
genome_annotation_tracks/UP000005640_9606_beds/) were downloaded on 6 December
2019 in bed format. Evolutionary probabilities were calculated as previously described
for the subset of missense variant positions present in PharmGKB annotated pharmaco-
genes and in the UCSD 46 species vertebrate alignment [33,34], and candidate adaptive
polymorphisms (CAPs) were identified as previously described [25,29]. Evolutionary rate,
evolutionary time span, SIFT (Sorting Intolerant From Tolerant), and PolyPhen2 values
were extracted from the e-GRASP Resource [35]. Version 1.5 CADD (Combined Anno-
tation Dependent Depletion) values were downloaded from http://cadd.gs.washington.
edu/download [36]. In total, 38,686 1000 Genomes Project Phase 3 whole-genome se-
quencing missense variants located in 1076 PharmGKB pharmacogenes with evolutionary
probabilities were retained for downstream analyses (Supplementary Materials Table S1).
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Table 1. 1000 Genomes Project Phase 3 data population samples.

Description Label Sample Size
African Caribbean in Barbados ACB 96
Esan in Nigeria ESN 99
Gambian in Western Division, Mandinka GWD 113
Luhya in Webuye, Kenya LWK 99
Mende in Sierra Leone MSL 85
People with African Ancestry in Southwest USA ASW 61
Yoruba in Ibadan, Nigeria YRI 108
Colombians in Medellin, Colombia CLM 94
People with Mexican Ancestry in Los Angeles, CA, USA MXL 64
Peruvians in Lima, Peru PEL 85
Puerto Ricans in Puerto Rico PUR 104
Chinese Dai in Xishuangbanna, China CDX 93
Han Chinese in Beijing, China CHB 103
Japanese in Tokyo, Japan JPT 104
Kinh in Ho Chi Minh City, Vietnam KHV 99
Southern Han Chinese CHS 105
British in England and Scotland GBR 91
Finnish in Finland FIN 99
Iberian Populations in Spain IBS 107
Toscani in Italia TSI 107
Utah residents (CEPH) with Northern and Western European ancestry CEU 99
Bengali in Bangladesh BEB 86
Gujarati Indians in Houston, TX, USA GIH 103
Indian Telugu in the UK ITU 102
Punjabi in Lahore, Pakistan PJL 96
Sri Lankan Tamil in the UK STU 102

2.2. Enrichment Testing

We used a publicly available human dataset of adaptive signatures [28] and tested
for enrichment of annotated PharmGKB pharmacogenes using a permutation approach.
More specifically, for each neutrality test statistic (iHS, XP-CLR, and D) we conducted
1000 permutations assuming 29,521 total genes (the number of genes within 100 kb of
one of the Illumina 1M duo SNPs included in [28]). We used the R sample function
without replacement (replace = FALSE) to randomly sample the respective number of
adaptive signatures for each statistic (9593 iHS loci, 8636 XP-CLR loci, and 17,734 D loci,
respectively, across all population samples). We retained the number of permuted adaptive
signatures that were annotated in PharmGKB as pharmacogenes. We then counted the
number of permutations that were equal to or more extreme than the actual number of
PharmGKB pharmacogenes that overlapped adaptive signatures identified by each statistic.
We additionally used the pnorm function in R to calculate an empirical P-value to measure
whether the extent of overlap between the number of actual pharmacogenes and adaptive
signatures is expected by chance given the permutation distribution.

2.3. Machine Learning Modeling

For each missense variant position, UniProt feature annotations were coded as present
or absent, CAPs were coded as present or absent, global minor allele frequency ranging
from 0 to 1 was included, evolutionary probabilities for reference and non-reference alleles
ranging from 0 to 1 were included, evolutionary rate ranging from 0 to 57,405 was included,
and evolutionary time span ranging from 0 to 2774 was included. The pharmacogenetic
outcome was generated from existing PharmGKB annotation, such that each missense
variant was annotated as a pharmacovariant or not.

The Caret package in R [37], including the associated randomForest [38] and xg-
boost [39] packages, were used for all machine learning PGx modeling. We partitioned the
data into 70% for training and 30% for testing using the createDataPartition Caret function.
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We used the DMwR package [40] smote method to balance the training data (using the
Caret trainControl function with sampling = “smote”), and performed 5-fold cross valida-
tion and 10 repeats for the following models using the Caret train function: random forest
(method = ‘rf’), Logit Boost (method = ‘LogitBoost’), and XG Boost (method = ‘xgbTree’),
which each offering classification-based modeling. Given our relatively higher confidence
in “true positives’, we weighted the model evaluation on sensitivity (metric = “Sens”).

3. Results
3.1. Annotated PGx Variation Is Negatively Impacted by Ascertainment Bias

To better characterize the potential impact of ascertainment bias on pharmacogene
annotation, we performed a descriptive analysis of pharmacogenes annotated in CPIC
(see methods for more detail) using the 1000 Genomes Project Phase 3 whole-genome
sequencing data collected from worldwide populations (Table 1) [13]. We found that 70%
of the genetic variants present in pharmacogenes annotated in CPIC are carried by non-
Europeans, as displayed in Figure 1. This result is consistent with our expectation from
global patterns of human genetic variation [12-16]. This result is also consistent with expec-
tations from previous analyses of pharmacogene variation in worldwide populations [41]
that the pharmacogene variation carried by Europeans alone is an incomplete picture of
pharmacogene variation worldwide.

2524

non—EUR

Figure 1. Venn diagram of 1000 Genomes Project Phase 3 pharmacogene variants.

Figure 1 displays a Venn diagram of all of the single nucleotide polymorphisms (SNPs)
included in the 1000 Genomes Project Phase 3 whole-genome sequencing dataset for all
of the pharmacogenes that have at least one CPIC annotation. The light blue shaded area
represents all of the variants present only in non-European population samples, the dark
blue represents all of the variants present only in European population samples, and the
overlapping area represents all of the variants present in both European and non-European
population samples.

3.2. Pharmacogenes Are Enriched for Adaptive Signatures

Previous work by us and others has demonstrated the impact that positive selection
has had on contemporary worldwide human variation involved in immune response and
metabolism [11,28-31]. Moreover, in a study of 62 global human population samples,
Li et al. [42] demonstrate signatures of positive selection in many pharmacogenes. To
further explore the extent to which genome-wide signatures of adaptation are enriched
for pharmacogenes, we leveraged the publicly available dataset of adaptive signatures
identified in Scheinfeldt et al. [28]. This set of adaptive signatures was generated using
three complementary approaches for the identification of adaptive signatures that are
sensitive to classic selective sweeps and selection on standing variation and includes many
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genes known to play a role in immune response and metabolism across diverse African
communities [28]. In this case, we have chosen to focus on signatures of past adaptation
in Africa because our human ancestors emerged in Africa over two hundred thousand
years ago and lived in Africa for tens of thousands of years before a subset migrated out
of Africa over the past eighty thousand years; because of this bottleneck, non-Africans
carry only a subset of human variation [12-16,28]. Consistent with Li et al.’s [42] results,
our permutation enrichment test was significant for all three test statistics: iHS (p < 0.001),
XP-CLR (p < 0.001), and D (p < 0.001). We found comparable results with our empirical
P-value approach: iHS (empirical p < 0.001), XP-CLR (empirical p < 0.001), and D (empirical
p < 0.001).

3.3. In Silico Model Development

Given the extensive pharmacogene variation in non-Europeans (Figure 1), the limited
representation of non-Europeans in genomic and pharmacogenomic research to date, and
the significant enrichment of pharmacogenes in adaptive signatures across the human
genome, we next used a range of evolutionary statistics for each variable missense position
in each pharmacogene (evolutionary rate, evolutionary time, evolutionary probability of the
reference and non-reference allele, and whether the position contains a candidate adaptive
polymorphism (CAP) according to Patel et al. [29]) together with global minor allele
frequency and all available functional annotations included in the human subset of UniProt
feature annotations to develop an in silico prediction method for functionally important
pharmacogene variants (Table S1 includes more detail on the included pharmacogenes,
and Table S2 includes more detail on the included pharmacogene variants).

We compared three machine learning model approaches and assessed which had the
highest sensitivity to detect true positive pharmacogenes in a cross validation of both the
training data and the testing data. Overall, the XG Boost model (XGB) performed the best
on the training data (Table 2) as measured by ROC. While RF performed marginally better
in terms of sensitivity (median 0.97 vs. 0.95, respectively), XGB performed significantly
better in terms of specificity (median 0.70 vs. 0.45, respectively). The XGB model also
performed better than the RF and LB models on the testing data with respect to sensitivity.
As displayed in Table 3, XGB correctly identified more ‘true positive’ pharmacovariants
annotated in PharmGKB (140 vs. 98 and 125, respectively, for RF and LB).

Table 2. Machine learning model comparison using training data.

Statistic Model Minimum 1st Quartile Median Mean 3rd Quartile = Maximum
Random Forest 0.80 0.84 0.85 0.85 0.87 0.90
ROC LogitBoost 0.83 0.86 0.87 0.87 0.89 0.92
XGBoost 0.88 0.90 091 091 0.92 0.94
Random Forest 0.96 0.97 0.97 0.97 0.98 0.98
Sensitivity LogitBoost 0.90 0.92 0.93 0.93 0.94 0.96
XGBoost 0.93 0.94 0.95 0.95 0.95 0.96
Random Forest 0.31 0.40 0.45 0.45 0.50 0.57
Specificity LogitBoost 0.53 0.62 0.69 0.68 0.72 0.82
XGBoost 0.61 0.67 0.70 0.69 0.72 0.78

We additionally reviewed the variables that contributed to the XGB model. Table 4
includes the list of variables in order of importance. As shown, minor allele frequency
(MAF) was the most impactful variable, followed by three evolutionary summary statistics:
whether the position contains a CAP [25,29], evolutionary time [35], and the evolutionary
probability of the non-reference allele [25]. The UniProtKB topological (Topo) domain
feature (the location of non-membrane regions of membrane-spanning proteins) was the
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next most impactful variable, followed by evolutionary rate [35], the UniProtKB topological
chain feature (the extent of a polypeptide chain in the mature protein), and the evolutionary
probability of the reference allele [25]. Six additional UniProtKB features provide lower
levels of impact on the XGB model.

Table 3. Machine learning model comparison using test data.

Model Prediction Not Annotated in PharmGKB PharmGKB PGx
Random neutral 11,076 105
Forest PGx 326 98
neutral 10,877 539

LogitBoost
PGx 525 125
neutral 10,716 63
XGBoost

PGx 686 140

Table 4. Overall variable importance for XGB-PGx.

Variable Overall Variable Importance (XGBoost)
Global minor allele frequency 100.00
Candidate adaptive polymorphism (CAP) 10.00
Evolutionary time 4.66
Non-reference evolutionary probability 1.81
Uniprot Topo domain 1.62
Evolutionary rate 121
Uniprot chain 1.16
Reference evolutionary probability 0.77
Uniprot domain 0.50
Uniprot helix 0.21
Uniprot repeat 0.18
Uniprot proteome 0.10
Uniprot disulfide 0.07
Uniprot variants 0.07

3.4. Comparison with Existing Methods

Existing computational prediction methods have already been shown to perform
poorly when applied to PGx data [43]. Our new XGB-PGX model outperforms SIFT,
PolyPhen, and EVOD with respect to sensitivity, specificity, accuracy, and AUC (area under
the receiver operating characteristic (ROC) curve) (Table 5). CADD performs marginally
better with respect to specificity; however, XGB-PGX outperforms CADD with respect
to sensitivity, accuracy, and AUC (Table 5). Given our lower confidence in our ability to
identify ‘true negatives’, we consider the specificity results with additional caution.

3.5. Annotation Trends in PGx Variant Prediction

We were interested in determining whether there were any trends involving the new
XGB-PGX ‘predicted’ PGx variants. In particular, we asked if clinically well-studied phar-
macogenes annotated in CPIC and PharmGKB have fewer ‘newly predicted” PGx variants
relative to pharmacogenes annotated in PharmGKB with less or no clinical annotation
in CPIC. We reasoned that PGx variants in pharmacogenes that have been studied more
extensively for clinical applications may be better understood than PGx variants in phar-
macogenes that have been included in fewer clinical studies. We evaluated whether the
PharmGKB pharmacogenes implicated in more CPIC drug-gene pairs have fewer ‘newly
predicted” PGx variants relative to pharmacogenes implicated in fewer CPIC drug-gene
pairs, and used this comparison as a proxy to capture PGx variants in pharmacogenes
that have been studied more or less extensively for clinical applications. Figure 2 displays
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the boxplot distributions of newly “predicted” XGB-PGX pharmacogenetic variants for
each category of drug-gene pair. While there is no exact linear relationship between the
number of annotated CPIC drug/gene pairs and the number of newly ‘predicted” PGx
variants, pharmacogenes associated with more than 10 medications display a noticeable
reduction in newly ‘predicted” PGx variants: CYP2D6 (2 new), CYP2C9 (0), CYP2C19 (0),
G6PD (0), ABCB1 (0). The full list of included genes, number of PharmGKB-annotated
missense variants, number of newly predicted variants, number of putatively neutral
missense variants, total number of variants included in the analysis, and total number of
annotated CPIC drugs associated with each gene is included in Table S1. Table S2 includes
variant-level information, including all of the variables included in the machine learning
analyses, whether a given variant is annotated in PharmGKB, whether a given variant
is a newly predicted pharmacogenetic variant according to XGB-PGX, and global minor
allele frequency.

Table 5. PGx prediction performance comparison of in silico approaches.

Method Sensitivity Specificity Accuracy AUC
SIFT 0.59 0.42 0.50 0.51
PolyPhen2 0.60 0.44 0.52 0.53
CADD 0.73 0.78 0.75 0.56
EVOD 0.64 0.50 0.57 0.57
XGB-PGX 0.95 0.68 0.82 0.84
o _|
» ©
c
@
®
>
x
[©)
o o |
ko) <
9]
©
5
o
[oR
=
; o -
g 3N
£:3
. = = _—

o 1 2 3 5 7 12 21 22 36 60
(693) 31) (13) (1) ® @ M O M ) )

# CPIC drugs
(# genes)

Figure 2. Boxplots of newly predicted pharmacogenetic variants across CPIC drug annotation categories.

Figure 2 displays boxplot distributions of the number of newly predicted pharmacoge-
netic variants (along the Y-axis) for each category of pharmacogene (along the X-axis), each
defined by the number of annotated CPIC drugs associated with a given gene. The X-axis
labels denote the number of annotated CPIC drugs associated with a given gene category,
and below in parentheses, the number of genes included in each category is included.
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3.6. Allele Frequency Trends in PGx Variant Prediction

We were also interested in comparing allele frequency distributions between already
known (PharmGKB annotated) and newly predicted pharmacogenetic variants, particularly
given the impact that minor allele frequency had on the XGB-PGX model. If only a fraction
of pharmacogenetic variation is known due to ascertainment bias, we would expect known
pharmacogenetic variants to have relatively high allele frequencies in European population
samples. To test this prediction, we calculated non-reference allele frequencies in each of
the 1000 Genomes Project population samples.

Figure 3 displays the distributions of PharmGKB annotated PGx variant allele frequen-
cies, newly predicted PGx variant allele frequencies, and putatively neutral PGx variant
allele frequencies across all 261,000 Genomes Project population samples. There do not
appear to be meaningful differences in allele frequency distribution across population
samples for already annotated pharmacovariants (Figure 3); however, XGB-PGX predicted
variants are more common in African Caribbeans living in Barbados (ACB), people with
African Ancestry living in Southwest USA (ASW), Esan living in Nigeria (ESN), Luhya
living in Webuye, Kenya (LWK), Gambians living in Western Division, Mandinka (GWD),
Mende living in Sierra Leone (MSL), and in Yoruba living in Ibadan, Nigeria (YRI). More
notable is the dramatic increase in allele frequency in the annotated and predicted PGx
variants relative to the putatively neutral variants.
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Figure 3. Allele frequency distributions across functional variant categories and population samples.

The top panel of Figure 3 displays boxplot distributions of the non-reference allele
frequency (along the Y-axis) of each PharmGKB annotated pharmacogenetic variant in each
1000 Genomes Project Phase 3 population sample (along the X-axis) in purple. The middle
panel of Figure 3 displays boxplot distributions of the non-reference allele frequency (along
the Y-axis) of each XGB-PGX predicted pharmacogenetic variant in each 1000 Genomes
Project Phase 3 population sample (along the X-axis) in green. The bottom panel of Figure 3
displays boxplot distributions of the non-reference allele frequency (along the Y-axis) of
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each putatively neutral variant in each 1000 Genomes Project Phase 3 population sample
(along the X-axis) in grey.

4. Discussion

The new in silico PGx variant prediction method, XGB-PGX, described here leverages
identifiable adaptive signatures that have impacted missense variants across the human
genome together with functional protein annotation information. Our approach is de-
signed to mitigate ascertainment biases in PGx research and identify important global PGx
diversity that is currently underrepresented or missing in existing PGx resources. This ap-
proach complements existing, annotated PGx resources and contributes to ongoing efforts
to maximize drug efficacy and minimize drug toxicity in clinical care by identifying a more
comprehensive set of PGx variants for functional characterization and clinical application.

XGB-PGX outperforms existing in silico functional variant prediction methods when
applied specifically to PGx missense variation data. This performance improvement is
likely due to the common assumption by existing methods that functional variants are
deleterious and therefore rare in the general population. This assumption does not hold for
PGx variation—presumably, at least in part, because of the documented impact of positive
selection—and therefore needed to be adjusted in XGB-PGX for better performing PGx
variant prediction.

We explored whether the number of newly predicted PGx variants followed any
pattern related to clinical annotation. We found that CPIC annotated genes associated
with seven or fewer medications had noticeably higher numbers of newly predicted PGx
variants relative to CPIC annotation genes with more than ten associated medications. In
particular, XGB-PGX identified no newly predicted PGx variants in ABCB1 (associated
with 12 medications), CYP2C19 (associated with 21 medications), CYP2C9 (associated with
22 medications), and G6PD (associated with 36 medications), while XGB-PGX identified
only two newly predicted PGx variants in CYP2D6 (associated with 60 medications). We
interpret these results to suggest that the majority of the functional variation present in the
most clinically studied pharmacogenes may already be known despite the ascertainment
bias described above.

Interestingly, genes known to play important roles in immune response, such as
the pharmacogenes that belong to the major histocompatibility complex (HLA-A, HLA-
C, HLA-DQA1, and HLA-DRB1) have over 25 newly predicted missense PGx variants.
Alternately, only one of the pharmacogenes (CYP4F2) belonging to the cytochrome p450
gene family (CYP2D6, CYP2B6, CYP2C9, CYP2CS8, CYP2C19, CYP4F2), which is known to
play a role in toxin metabolism, has more than two newly predicted missense PGx variants.
These results suggest that further investigation of functionally predicted immune response
variation is an intriguing new area for pharmacogenomic investigation.

We expected that our XGB-PGX prediction method would identify new PGx variants
that would be more common in communities that have been underrepresented in PGx
research. We found that the allele frequency distributions of already annotated and newly
predicted PGx variants across 1000 Genomes Project global population samples include
a range of allele frequencies, including both common and rare variation. We identified a
modest increase in the newly predicted PGx variant allele frequencies in African Caribbeans
living in Barbados (ACB); people with African Ancestry living in Southwest USA (ASW);
Esan living in Nigeria (ESN); Luhya living in Webuye, Kenya (LWK); Gambians living in
Western Division, Mandinka (GWD); Mende living in Sierra Leone (MSL); and in Yoruba
living in Ibadan, Nigeria (YRI), as displayed in Figure 3. This trend is consistent with our
initial assumption that existing PGx annotations are likely missing important variation,
particularly in underrepresented communities (Figure 3).

The most striking difference among allele frequency distributions is between the
relatively rare putatively neutral variants and the more common annotated and predicted
functional PGx variants, regardless of population affiliation. The presence of a CAP at a
given pharmacogene position is the second most important variable in XGB-PGX (Table 4),
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and this allele frequency pattern is consistent with our previous analyses of CAPs that
demonstrated the majority of these adaptive variants to be common and shared across
worldwide populations [29]. This pattern is also consistent with an older signature of adap-
tation that predates the out of Africa migration of modern humans [29]. More generally,
these findings lend further support to a focus on individual pharmacogenetic testing rather
than on presumptions about patient race, ethnicity, or ancestral migration history.

To date, a disproportionate amount of in silico modeling of functional variation impli-
cated in disease and drug response has focused on rare, deleterious mutations [27,36,44,45];
however, we and others have demonstrated the important impact that positive selection
has had in shaping variation at pharmacogenetic loci [28,29,42]. While negative or pu-
rifying selective pressure tends to suppress deleterious variation, positive or adaptive
selective pressure tends to increase allele frequencies over time [46]. We therefore encour-
age more attention to be given to the important role that common genetic variation plays
in pharmacogenomics and suggest a ‘common treatment, common variant’ perspective for
pharmacogenetics that leverages the characteristics of pharmacovariants that are distinct
relative to the deleterious genetic variants involved in disease.

While complementary to existing computational functional variant prediction meth-
ods that perform well in identifying rare, deleterious mutations involved in disease and
drug response [27,36,44,45], there are several limitations to XGB-PGX. First, XGB-PGX
is a predictive, in silico approach that requires functional validation and exploration of
clinical relevance prior to any application to clinical interpretation. Second, XGB-PGX
was developed using known pharmacogenes and the subset of missense variants that
are in genomic regions that align to the vertebrate phylogeny; thus, variants located in
alignment gaps will not be identified by our method. For example, none of the CYP2C9
and CYP2C19 variants that were functionally assessed by Devarajan et al. [47] were present
in the aligned vertebrate phylogeny and the 1000 Genomes Project Phase 3 whole genome
sequencing datasets used for XGB-PGX. In addition, XGB-PGX was trained on known
PGx variants, and this subset is likely to be impacted by the same ascertainment bias we
note above. We therefore have more confidence in true positives and less confidence in
non-annotated ‘negatives’.

5. Conclusions

XGB-PGX has identified over 2000 new putative pharmacovariants that are equally
relevant to worldwide communities regardless of geographic affiliation; however, commu-
nities that have been left out of past research may benefit the most from in silico prediction
methods such as XGB-PGX until ascertainment bias in genomics and pharmacogenomics
is solved.
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Abstract: For predicting phenotypes and executing precision medicine, combination analysis of single
nucleotide variants (SNVs) genotyping with copy number variations (CNVs) is required. The aim
of this study was to discover SNVs or common copy CNVs and examine the combined frequencies
of SNVs and CNVs in pharmacogenes using the Korean genome and epidemiology study (KoGES),
a consortium project. The genotypes (N =72,299) and CNV data (N = 1000) were provided by the
Korean National Institute of Health, Korea Centers for Disease Control and Prevention. The allele
frequencies of SNVs, CNVs, and combined SNVs with CNVs were calculated and haplotype analysis
was performed. CYP2D6 rs1065852 (c.100C>T, p.P34S) was the most common variant allele (48.23%).
A total of 8454 haplotype blocks in 18 pharmacogenes were estimated. DMD ranked the highest in
frequency for gene gain (64.52%), while TPMT ranked the highest in frequency for gene loss (51.80%).
Copy number gain of CYP4F2 was observed in 22 subjects; 13 of those subjects were carriers with
CYP4F2*3 gain. In the case of TPMT, approximately one-half of the participants (N = 308) had loss of
the TPMT*1*1 diplotype. The frequencies of SNVs and CNVs in pharmacogenes were determined
using the Korean cohort-based genome-wide association study.

Keywords: polymorphisms; pharmacogenes

1. Introduction

It is well established that human genetic diversity is important for our understanding
population histology [1], variability in disease susceptibility, and treatment response or
adverse reactions to medications [2]. Single nucleotide variants (SNVs) are the most
widely studied form of genetic variations and several SNVs have been linked to disease
susceptibility and drug responses. Therefore, genome-wide association (GWA) studies
have led to the identification of multiple genetic variants correlated with traits, such as
body mass index, skin color [3], fat distribution [4], and glomerular filtration rate [5],
and with diseases, such as autoimmune disease [6] and non-alcoholic fatty liver disease [7].

Additionally, these SNV markers from GWA studies can be used in pharmacoge-
nomic research as a means of directly predicting interindividual responses to medicines [8].
Research has identified successfully the loci of genetic variants associated with responses to
tumor necrosis factor inhibitors [9], antidepressants [10], and antipsychotics [11], and with
adverse reactions induced by medicines, such as thiopurine-induced myelosuppression [12],
statin-induced myopathy [13], and carbamazepine-induced hypersensitivity [14]. These ge-
netic variations alter the structure and function of proteins such as drug-metabolizing
enzymes, drug transporters, receptors, and response targets, collectively referred to as
pharmacogenes [15].

Common copy number variations (CNVs) were estimated to occur in approximately
9.5% of the human reference genome and have non-random distribution [16]. CNVs ac-
count for at least five times more variable base pairs compared to that of SNVs when two
human genomes are compared to each other [17,18]. As with SNVs, CNVs were found to
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influence susceptibility to cancer [19] as well as neurodegenerative disease [20] and psychi-
atric disease [21]. Despite their clinical significance, CNVs remain understudied compared
to SNVs. The reasons may be that the detection of CNVs is more difficult and CNVs only
occur with low-to-intermediate frequency [22]. However, for predicting phenotypes and
executing precision medicine, combination analysis of SNVs genotyping with CNVs is
required. There have been several studies to detect both CNVs and SNVs in CYP2D6 [23,24].
However, CNV information integrated with polymorphisms on pharmacogenes is still not
fully characterized [25]. Traditional methods are time-consuming and labor-intensive and
a large number of participants are required.

The Korean genome and epidemiology study (KoGES) is a consortium project that was
established as a genome epidemiological study for the research community with a health
database and biobank to help investigate Korean population-based and gene-environment
model studies [26—28]. Because this dataset contains a significant collection of SNVs and
CNVs data from normal tissue and blood samples, KoGES is appropriate for combined
pharmacogenomic studies. Thus, this study aimed to discover SNVs and CNVs and to
examine the combined frequencies of SNVs and CNVs in pharmacogenes in the Korean
population using this large public dataset.

2. Materials and Methods
2.1. Study Subjects

The study subjects were selected from the Ansan and Ansung study (N = 5836),
the Health Examinee cohort (HEXA, N = 58,701), and the cardiovascular disease associa-
tion study (CAVAS, N = 8105) that constitute the KoGES [29]. Epidemiologic data were
provided by the Korean National Institute of Health, Korea Centers for Disease Control and
Prevention (KCDC). Socio-demographic, medical history, health conditions, and family
history of disease information were collected by trained interviewers using structured ques-
tionnaires. All physical examinations were administered by health professionals trained to
follow standardized protocols. The participants who had cancer were excluded from the
analysis. All subjects were middle-aged adults between 40 and 69 years of age. All study
participants provided written informed consent.

2.2. Pharmacogenes

The pharmacogenomics-related genes were selected by the Very Important Pharma-
cogene summaries in the Pharmacogenomics Knowledge Base (as of March 2020) [30]
and the Clinical Pharmacogenetics Implementation Consortium (CPIC) guideline (as of
March 2020) [31]. The genes from the U.S. Food and Drug Administration (FDA) Table
of Pharmacogenomic Biomarkers in Drug Labels (as of March 2020) were included [32].
A total of 191 genes were analyzed and are listed in Supplementary Table S1.

2.3. Data Collection and Preprocessing

The genotypes (N =72,299) and CNV data (N = 1000) were provided by the KCDC.
These imputated genotypes were produced by the Korea BioBank Array (referred to as
KoreanChip, KCHIP, Seoul, The Republic of Korea) project, optimized for the Korean pop-
ulation [33]. A KCHIP array includes a total of 833,535 SN'Vs for autosomal chromosomes.
Quality-controlled data were used for imputation analysis with 1000 Genomes Phase 3
data as a reference panel using ShapelT v2 [34] and IMPUTE v2 [35]. An SNV missing rate
greater than 0.05, SNVs with a minor allele frequency less than 0.01, or a Hardy—-Weinberg
equilibrium (HWE) of P less than 107 were excluded according to standard quality control
procedures. The SNV position aligned to human reference genomes hg19 using the Bio-
conductor BiomaRt R package [36]. For each gene, 10 kb bases of region were added both
upstream and downstream of the defined gene location. The CNV data of 1000 subjects
were produced from the Ansan and Ansung study [37]. The CNV data were genotyped
with the NimbleGen HD2 3 x 720 K comparative genomic hybridization array (aCGH)
(Roche NimblGen, Madison, WI, USA) [37]. For the combination analysis of genotypes
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and CNVs, the variants from gene—drug pairs from CPIC were searched for their clinical
effects. The functional effects of variants were predicted by SIFT (Sorting Intolerance From
Tolerant) [38] and POLYPHEN-2 (Polymorphism Phenotyping v2) [39].

2.4. CNV Calling

R package that implements the Genome Alteration Detection Analysis algorithm
(GADA) was used for CNV discovery [40]. To overcome the limitation of single algo-
rithm detection, we tested different thresholds, T, from 3 to 8. CNV discovery with
several parameters was tested to find the best parameters using known CNV regions [41].
Consequently, we selected the best parameter with high concordance with known CNV
regions with T = 4.5, alpha = 0.2, and MinSegLen = 6. CNV regions longer than 50 bp in
length were included for further analysis. A log 2 ratio cut-off of +0.25 was used to define
copy number gain and loss and cut-offs of £0.8 were used to define amplification and
deletion, respectively [42,43].

2.5. Data Analysis

Categorical variables such as gender and variant occurrences are presented in per-
centages and frequencies. Continuous variables such as age are presented with average
and standard variations. The chi-squared test with one degree of freedom was used to
test the departure from HWE for each variant. Data were analyzed with PLINK 1.9 or
2.0 [44] and R (version 3.6.3). Linkage disequilibrium analysis among pairs of SNVs was
performed to identify the haplotype. Estimation of haplotype blocks and their frequencies
were performed with PLINK and Haploview [45].

3. Results
3.1. Characteristics of the Study Population

For the KCHIP study, among the Ansan and Ansung study (N = 5493),
HEXA (N =58,701), and CAVAS (N = 8105), after excluding patients with cancer, 5182 of
the Ansan and Ansung study subjects, 55,955 of HEXA, and 7890 of CAVAS remained.
For the CNV data, 945 subjects remained after excluding patients with cancer. Among them,
614 subjects had SNV and CNV data. The characteristics of the subjects from the SNV
and CNV data are presented in Table 1. The average ages of the subjects with SNV and
CNV data were 54.08 and 54.05 years, respectively. The frequencies of female subjects
(63.78%) was higher than that of male subjects (36.22%) in the SNV data, while that of
female subjects (49.95%) was similar to that of male subjects (50.05%) in the CNV data.

Table 1. Demographic characteristics of study subjects.

Characteristics SNV CNV Combination of SNV with CNV
Number of patients, n 69,027 947 614
Age, years 54.08 &= 8.31 54.05 4 9.08 52.82 4+ 8.80
Gender
male 25,004 (36.22) 474 (50.05) 311 (50.65)
female 44,023 (63.78) 473 (49.95) 303 (49.35)

Values are reported as 1 (%) or mean =+ standard deviation; SNV, single nucleotide variation; CNV, copy number variation.

3.2. Genotype Variants

A total of 36,853 SNVs in pharmacogenes were included for the further analysis.
The allele frequencies of SNVs of more than 10% are listed in Supplementary Table S2.
VKORCI rs9923231 (-1639G>A or G3673A) was found to be the most common alter-
native allele (92.42%). CYP2D6 rs1065852 (c.100C>T, p.P34S) was the next common
allele (48.23%). The allelic frequencies of CYP2C19*2 (rs4244285, c.681G>A, p.P227P)
and CYP2C19*3 (rs4986893, c.636G>A, p.W212X) were 28.29% and 10.04%, respectively.
The allelic frequency of CYP3A5*3 (15776746, c.6986A>G) was 23.47%. CYP4F2*3 (rs2108622,
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Alternative allele frequency

¢.1297C>T, p.V433M) and CYP4F2*2 rs3093105 (c.34T>G, p.W12G) were 32.41% and 13.40%,
respectively. Among SNVs in pharmacogenes, those that were assigned as having level
A evidence of gene-drug pairs by CPIC are shown in Figure 1. The median alterna-
tive allele frequency of CYP2D6 variants was ranked the highest (46.17%, ranged from
1.02% to 87.34%), followed by SLCO1B1 variants (39.32%, ranged from 1.07% to 86.62%).
SNVs with frequencies less than 10% that were also assigned as having level A evidence
of gene—drug pairs by CPIC or predicted to be deleterious by SIFT and POLYPHEN-
2 are listed in Supplementary Table S3. CACNAIS rs3850625 (c.4615G>A (p.R1539C),
CFTR rs121909046 (c.650A>G, p.E217G) and 15113857788 (c.4056G>C p.Q1352H), and CYP2B6
rs8192709 (c.64C>T, p.R22C) were predicted to be deleterious by SIFT.

1.0
0.8
06
04 sul— -

02 i 22

0.0

© N ) Q N CY \
Q'\«o '\Q Q V? Q,57“ oq.k &'\v. o 0«\
A I AN A VS
< o [N N G\ ™

Figure 1. Single-nucleotide variants of pharmacogenes with alternative allele frequencies of more than 10% in a Korean

population. Horizontal lines indicate median values.

3.3. Haplotype Analysis

The frequency distributions of the variants or haplotypes were found to be significantly
different among ethnic populations. Therefore, haplotype analysis was performed on about
18 pharmacogenomic genes from 73 gene—drug pairs with level A evidence by CPIC. A total
of 8454 haplotype blocks in 18 genes were estimated, and the number varied from 2 to
3924 blocks per each gene, with an average of 4378. CYP2B6 1s8192709 (c.64C>T, p.R22C)
constructed a haplotype block with rs8192711 (G>A), rs34801721 (A>T), rs2279341 (G>C),
rs12985017 (T>C), and rs12985269 (T>C) (Figure 2). The haplotype block of CYP2B6 in
Caucasians was constructed with rs2279341, rs12985017, and rs12985269. Carriers with the
alternative haplotype T-A-T-C-C-C were found in 3.98% of this study population.
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Figure 2. Haplotype block map constructed by candidate single-nucleotide variations in CYP2B6. Notes: Block 1 includes
rs8192709, rs8192711, rs34801721, rs2279341, rs12985017, and rs12985269; the linkage disequilibrium between two SNPs is
indicated by the standardized 12 (red boxes).
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3.4. Copy Number Variation Profiling

In the 947 subjects, segments with more than 1 CNV were determined in 937 subjects
using GADA. In total, 448 segments were detected in 937 individuals with an average of
22.58 copy number segments in each individual. CNV regions of more than 50 bp were
included for the further analysis. The mean and median lengths of these CNV regions were
4.29 and 2.21 kb, respectively. Figure 3 shows the distribution of the 333 CNV regions by
frequency rate. Of the 333 CNV regions, 92 had frequency rates of >1%. The frequencies
of CNVs were calculated and genes with a frequency of more than 1% are summarized
in Table 2. DMD ranked the highest in frequency for gene gain (64.52%), while TPMT
ranked the highest in frequency for gene loss (51.80%), and the frequency of TPMT deletion
was 3.58%. There were gene gains in G6PD (17.21%), KIT (21.12%), and OTC (57.76%),
while there was gene loss in ABCB1 (15.31%), BCR (19.01%), DMD (20.27%), EGFR (41.39%),
HLA-B (36.54%), HLA-DRB1 (40.65%), PDGFRA (21.44%), and SULT1A1 (19.75%) with a
frequency of more than 10%. The genes with a CNV frequency of less than 1% are listed
in Supplementary Table S4. Gene losses of ABCG2 and CYP2E1 were found in 0.63% of
subjects, while the gene gain of CYP2B6 was found in 0.21% of subjects.
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Figure 3. Distribution of copy number variation frequencies for the copy number variation regions in a Korean population.

(A) Frequencies of copy number variation regions. (B) Copy number variation frequencies of the detected copy number

variation regions, divided into gains and losses.

87



J. Pers. Med. 2021, 11, 33

Table 2. Copy number variations for pharmacogenes with a frequency of more than 1% in Koreans.

Gene Position Gain Frequency (%) Loss Frequency (%)
ABCB1 7: 87133179—87342639 0.11 15.31
ALK 2: 29415640—30144477 6.12 1.06
ALOX5 10: 45869624 —45941567 6.65 1.58
BCR 11: 23522552 23660224 0.11 19.01
BRCA 17: 41196312—41277500 222 2.64
coMmT 19: 19929263 —19957498 7.07 0.32
CYP2A6 19: 41349443 41356352 1.27 1.48
CYP4F2 19: 15988834 —16008884 3.80 0.42
DMD X: 31137345—33229673 64.52 20.27
EGFR 7: 55086725—55275031 232 41.39
ESR1 6: 152128814 —152424408 0 1.48
G6PD X: 153759606—153775233 17.21 0.42
HLA-B 6: 31237743—31324989 0.42 36.54
HLA-DRBI1 6: 32489683 —32557613 0.32 40.65
KiT 4: 55524095—55606881 21.12 222
oT1C X: 38211736—38280703 57.76 0.42
PDGFRA 4: 55095264 —55164412 0.11 21.44
RYR1 19: 38924340—-39078204 5.07 2.11
SMN?2 5: 70220768 —70248842 2.11 0.11
SULT1A1 16: 28616908 —28620649 7.71 19.75
TPMT 6: 18128545—18155374 0 51.80

3.5. Combination of Genotype Variants and CNVs

A total of 22 pharmacogenomic genes from 73 gene—drug pairs with level A evi-
dence by CPIC were selected for the combination analysis of SNVs and CNVs in 614 sub-
jects. CYP4F2*1*3 (24.43%) was most common CYP4F2 diplotype followed by CYP4F2*2*3
(18.57%) (Table 3). Among the CYP4F2 gains observed in 22 subjects, 13 subjects were
carriers with a CYP4F2*3 gain. The frequency of CYP4F2 loss was 0.49%. In the TPMT case,
approximately half of the participants (N = 308) showed a loss of the TPMT*1*1 diplotype.

Table 3. Copy number variation combined with single nucleotide variations in Koreans (N = 614).

Gene Allele Subjects (N) Frequency (%)
CYP4F2*1*1 258 42.02
CYP4F2*1*2 1 0.16
CYP4F2*1*3 150 2443
CYP4F2*3*3 22 3.58
CYP4F2*2*3 114 18.57
CYP4F2*1*2-*3*3 31 5.05
CYP4F2*2*2-%3%3 13 212
CYP4F2*1*1 gain 9 1.47
CYP4F2*1*3 gain 6 0.98
CYP4F2*2*3 gain 6 0.98
CYP4F2*3*3 gain 1 0.16
CYP4F2*1*1 loss 2 0.33
CYP4F2*2*3 loss 1 0.16
TPMT*1*1 287 46.74
TPMT*1*3C 8 1.30
TPMT*1*1 loss 308 50.16
TPMT*1*3C loss 11 1.79

4. Discussion

Pharmacogenomic studies represent a critical component of precision medicine.
Compared to SNVs, CNVs or the combined study of SNVs and CNVs all both relatively
less studied. With regard to SNV or CNV data from genome epidemiological research,
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KoGES in Korea can be used for pharmacogenomic studies. The purpose of this study was
to discover SNVs and CNVs and to examine the combined frequencies of SNVs and CNVs
in pharmacogenes in Korea using KoGES.

For 191 pharmacogenes, a total of 36,853 SNVs from 69,027 subjects, 333 CNVs from
947 subjects, and combined data of SNVs and CNVs from 614 subjects were available in
this study. The SNV 159923231 (-1639G>A or G3673A) is known to alter a transcription
factor binding site in the VKORC1 promoter region, and this allele frequency in Asians
was found to be approximately 0.92 [46], similar with our result. This variant was associ-
ated with decreased gene expression, resulting in decreased warfarin dose requirements.
CYP2D6 rs1065852 (c.100C>T, p.P34S) was the next most common allele (48.23%), and it
appeared in *4, *10, *14A, and *36 alleles, with lower enzyme activities compared to
the wild type [47]. This enzyme is involved in the metabolism of approximately 25% of
commonly prescribed drugs, including antidepressants, antipsychotics, antiarrhythmics,
-blockers, and opioids [24]. The allelic frequencies of CYP2C19*2 and CYP2C19*3 were
28.29% and 10.04%, respectively, in our study, similar to earlier findings [48], and indicate
that genomic data from the KoGES study are appropriate for pharmacogenomics studies
in Korea. These losses of functional alleles of CYP2C19 can increase the risks for serious
cardiovascular events among patients treated with clopidogrel [49].

In our study, CACNAIS rs3850625 and CFTR rs121909046 and rs113857788 were
predicted to be deleterious by SIFT. CACNAIS rs3850625 was associated with malignant
hyperthermia accelerated by inhalational anesthetics and muscle relaxants [50]. Those two
variants in the CFTR gene were found to have the strongest association with bronchiectasis
and chronic pancreatitis in the Korean population [51].

According to a haplotype analysis, the haplotype block CYP2B6*2 (rs8192709) was con-
structed and the corresponding frequency was found to be 3.98 in this study. Approximately
3.4% of CYP2B6*2 variants were found in Han and Uygur Chinese [52]. Although the level
of evidence for clinical annotations of CYP2B6*2 was lower than that for the CYP2B6%6 allele
according to CPIC, this minor allele is known to decrease the clearance of methadone [53]
or efavirenz [54].

The activities of several important drug-metabolizing genes, such as CYP2B6, CYP2E1,
CYP2D6, GSTM1, and SULT1A1, are known to be related to variable copy numbers. In our
study, CNVs of CYP2B6, CYP2E1, and SULT1A1 were detected, whereas CNV data from
KoGES did not cover CYP2D6 and GSTM1 genes. Accordingly, alternative methods during
a CNV analysis are needed to detect those genes.

The DMD gene found to be the most frequent in terms of the copy number gain in
our study is the largest gene in the human genome, encompassing 2.2 Mb and encoding
for a muscular protein, dystrophin, which is related to the X-linked recessive disorders
Duchenne muscular dystrophy and Becker muscular dystrophy [55]. Deletions or complex
rearrangements usually occur between exons 43 and 55 or exons 2 and 23 [55]. Most carriers
with mutations or deletions of the DMD gene are asymptomatic [56]. One hundred and
seventeen different deletions and 48 duplications in the DMD gene were found in 507
Korean patients with Duchenne muscular dystrophy or Becker muscular dystrophy [57].

TPMT ranked highest here in terms of the frequency of gene loss at 3.58% in our
results. This is most likely due to a variable number of tandem repeats (VNTR) within
a G/C-rich region in the promotor of TPMT [58]. The frequency of the VNTR allele,
consisting of two repeat sequence motifs A, one motif B, and one motif C, was reported to
be 48.2% in an Asian British cohort [59]. The patterns and total number of VNTR alleles
were associated with the level of TPMT activity [59]. The TPMT gene encoding thiopurine
S-methyltransferase is a crucial enzyme during the metabolism of thiopurine drugs such as
azathioprine and 6-mercoptopurine [60].

In the next step, the CNV data were combined with SNVs for pharmacogenes. The loss
frequency of TPMT*3C (rs1142345, c.A719G, p.Y240C) was 1.79%. The TPMT*3C variant,
with moderate activity, was found to be the most frequent alternative allele in Koreans,
and TPMT deficiency can increase certain fatal adverse reaction risks, such as bone marrow
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toxicity and myelosuppression induced by 6-mercaptopurine [61]. Thiopurine-associated
leukopenia (more than 30%) was found to be considerably higher than expected according
to the frequency of the TPMT variant (~1%) in Koreans with Crohn’s disease [62]. This re-
sult may be related to the copy number variation in the TPMT gene. Despite the fact that
less than 5% of the samples showed gene gains or losses in these genes, the correspond-
ing clinical impacts should be considered when medicines associated with these genes
are administered.

A limitation of this study was that the CNV frequencies of some genes differed from
those in previous studies [63]. This difference may have been caused by the different assay
methods. There are many different methods for determining the CNVs of genes, and each
method has advantages and pitfalls. The array CGH methods and SNP arrays and CNV
arrays are excellent for initial scans along the lines of the SNP GWA study, and other
PCR-based methods such as multiplex ligation-dependent probe amplification (MLPA)
are used for conformation to genotype copy numbers [64]. The KCHIP array did not
contain SNVs for sex chromosomes, meaning that pharmacogenes such as DMD and G6PD
could not be included in the analysis of the combinations of genotype variants and CNVs.
Another limitation in our study was that hybrid pseudogene, conversion, or tandem alleles
cannot be determined due to the assay method used in this study. Additionally, as subjects
with common complex diseases such as diabetic mellitus, hypertension, and cardiovascular
disease were not excluded, this could affect the results of this study. Further studies with
regard to functional variation evaluations and associated determinations are needed to
manage patients more efficiently.

The 1000 Genomes Project and the Encyclopedia of DNA Elements Project pro-
duced comprehensive maps outlining the regions of the human genome containing SN'Vs,
multi-nucleotide variants, and CNVs [65]. However, combination analyses of SNVs with
CNVs in pharmacogenetic studies are limited. Here, we conducted a combined analysis of
SNVs with CNVs in pharmacogenes in Koreans.

In conclusion, the frequencies of SNVs and CNVs in pharmacogenes were determined
by means of a Korean cohort-based GWA study. Though further assessments of correlations
with phenotype changes are necessary, the results here may be useful for the identification
of genetic causes of cases involving severe drug-induced toxicity or reduced therapeutic
benefits from a drug.
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Abstract: In this study 180 patients were consented and enrolled for pharmacogenomic testing based
on current antidepressant/antipsychotic usage. Samples from patients were genotyped by PCR, Mas-
sArray, and targeted next generation sequencing. We also conducted a quantitative, frequency-based
analysis of participants’ perceptions using simple surveys. Pharmacogenomic information, including
medication changes and altered dosing recommendations were returned to the pharmacists and used
to direct patient therapy. Overwhelmingly, patients perceived pharmacists/pharmacies as an appro-
priate healthcare provider to deliver pharmacogenomic services. In total, 81 medication changes in
33 unique patients, representing 22% of all genotyped participants were recorded. We performed a
simple drug cost analysis and found that medication adjustments and dosing changes across the en-
tire cohort added $24.15CAD per patient per year for those that required an adjustment. Comparing
different platforms, we uncovered a small number, 1.7%, of genotype discrepancies. We conclude that:
(1). Pharmacists are competent providers of pharmacogenomic services. (2). The potential reduction
in adverse drug responses and optimization of drug selection and dosing comes at a minimal cost to
the health care system. (3). Changes in drug therapy, based on PGx tests, result in inconsequential
changes in annual drug therapy cost with small cost increases just as likely as costs savings. (4).
Pharmacogenomic services offered by pharmacists are ready for wide commercial implementation.

Keywords: community pharmacy; pharmacogenomic testing; pharmacogenetics; genetic privacy;
pharmaco-economics

1. Introduction

Completion of the Human Genome Project in 2003 brought expectations that the
information would revolutionize the practice of medicine and introduce new scientific,
business, and medical models [1,2]. While many of those hopes are just beginning to be
realized, the resulting discipline of pharmacogenomics (PGx) has matured considerably
in the past decade. PGx uses genetic information to classify patients who may benefit
from personalized medication or who may respond negatively to a particular treatment.
PGx can help ensure that patients receive the most appropriate medication and dose, can
reduce the number of adverse drug reactions (ADRs) and aid in medication adherence. The
most appropriate provider of PGx testing, however, remains a subject of debate. In British
Columbia (BC) Canada, pharmacists are the recognized drug experts [3]. Furthermore,
over the past two decades their scope of practice has expanded to provide more aspects
of comprehensive patient care [4]. These additions are a powerful way to address the
fact that every year in BC over 200,000 people are admitted to hospitals due to adverse
drug reactions of which 10,000-20,000 die; these patients’ treatments cost an estimated
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$49 million per year [5]. These numbers are likely to be higher because 95% of ADRs
go unreported [6]. In 2011, the American Pharmacists Association acknowledged the
importance and practicality of integrating genomics with medication therapy management
programs to optimize patient drug therapy [7]. Such emphasis on a more patient-centered,
individualized, and preventative approach to wellness is an antidote to the frustration
of the one-size-fits-all paradigm of evidence-based medicine [8]. Implementation of PGx
testing based on these benefits has, however, proven to be challenging. Causes include low
acceptance of pharmacist recommendations by the physician and prescriber, mixed patient
receptivity, low rates of reimbursement to pharmacists, inadequate human resources, and
the physical layout of the pharmacy [9]. Our supposition for potentially unproductive
interactions between pharmacists and physicians was due to the (self-reported) high levels
of unfamiliarity with regards to genomics and by extension being uncomfortable with
making drug therapy changes based on a participant’s drug metabolism genotype [10]. An
additional barrier is the cost of PGx testing which ranges from $200-$500, often left to the
consumer because insurers have been hesitant to cover genetic testing for non-diagnostic
purposes [11]. Fears include concerns over data security and actual clinical impact [12].
These barriers are surmountable and have been addressed in other contexts [13].

Building on earlier work in which we concluded that the community pharmacist is
the appropriate healthcare expert for PGx deployment [14-16]; in this study we tested the
hypothesis that medication changes as a result of PGx testing have a minimal impact on
the overall cost of a patient’s drug therapy. In today’s market, there is a diversity of PGx-
testing platform technologies [17]. DNA arrays and polymerase chain reaction (PCR)-based
tests are commonly used methods for commercial genotype screening. An advantage of
these two assays is that they are largely blind to detecting so-called incidental findings.
Specifically, both arrays and PCR are used to confirm either the presence, absence, or
duplication of specific known single nucleotide polymorphisms (SNPs) and as a result only
information about those alleles under study can be gleaned from this process. Furthermore,
the accuracy of these approaches has been validated [18-21] and they are simple and
cost-effective, making them easy to implement in routine practice.

The objectives of this study were to; (1) test the feasibility and appropriateness of
community pharmacists as a conduit for pharmacogenomics information, (2) to gauge the
receptivity of patients in this setting and (3) assess the cost-effectiveness of this approach.
Despite the limited size of the study, we satisfied these objectives and discuss how the
lessons learned here can be applied.

2. Materials and Methods
See “Expanded Online Methods” in Supplementary Material files.

2.1. Pharmacy Selection

Community pharmacies were selected to reflect a diversity in geography and practice
environments in BC. Pharmacies were required to have expressed interest in participating, a
corporate membership with the BC Pharmacy Association, a sufficiently private counselling
area and adequate staffing to ensure that the pharmacist could have uninterrupted time
with participants during the education and consent process. Additional pharmacies were
added as needed. Accounting for individual turnover, we ended up with 21 pharmacists
recruiting patients at 17 participating community pharmacies in 13 locales across the
province as shown in Map 1.

2.2. Pharmacist Training

In addition to the Tri-Council Policy Statement Ethical Conduct for Research Involving
Humans Course on Research Ethics, the pharmacists had to complete a study training
program done remotely via webinar and phone; (i) to ensure pharmacists followed all the
requirements of the law and Research Ethics Board of the University of British Columbia
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(UBC), especially with respect to patient privacy and (ii) to ensure that the patient experi-
ence was consistent regardless of the pharmacy type or location.

A study team member and the pharmacist discussed the project principles of informed
consent, privacy requirements, patient education, obtaining consent, collecting patient
information, and reviewed a consent checklist designed to guide the education and consent
process. At the conclusion of this session, the pharmacist was asked a series of questions
based on the training they received.

2.3. Operations Logistics & Report Interpretation

The details of sample collection, handling, return, and documentation were discussed
with a study team leader. Pharmacists were required to complete the myDNA online
pharmacist training program for PGx as well, providing an overview of pharmacogenomics
as well as interpretation of the myDNA reports. The learning objectives for this training
were (1) understand the basis of cytochrome (CYP) P450 genes/enzymes associated with
CPIC guidelines, (2) understand how variants affect an individual’s ability to metabolize
medications, and (3) how to apply this knowledge in clinical practice to improve their
patients” outcome.

2.4. Quality Control (QC)

Before the pharmacists enrolled patients in our study, a phone call to role play the
registration and consent process with a study team member was conducted. The study
team member completed the consent checklist (Supplement SI) during the process and at
the end of the session reviewed the terminology, phrasing, and content with the pharmacist.

2.5. Participant Selection and Consent

To be enrolled in the study a potential participant must have been over 19, speak
English, and needed to be taking a valid criteria drug at time of enrollment. Pharmacists
were prohibited to search patient records to identify eligible participants. In a private area
of the pharmacy, the pharmacist explained the project and summarized the Participant In-
formation & Consent Form (Supplement SII). A checklist was completed for each potential
participant. The potential participant was then shown a video specifically developed for
this project. The video, (Supplement SIII-SIV), introduced the key concepts of PGx and the
goals of the research project. The pharmacist watched the video with each patient to ensure
that concepts were clear and to answer questions as necessary. The potential participant
was then given the Patient Information & Consent Form to review, and was required to
wait at least 24 h before committing to the study. This allowed patients time to reflect,
to discuss the project with other family members or caregivers, and to obtain additional
information to make an informed decision about their participation.

After a potential participant agreed to the study, the enrollment process started with
the pharmacist answering questions generated in the contemplative (take-home) phase.
Next, patients signed the consent form and were given a copy for their records. Following
their consent, the patients provided a saliva sample (see Expanded Online Methods) and
their pharmacist collected the required enrollment information. To avoid external incentives
(or the appearance thereof) we specified that each pharmacist be limited to recruiting a
maximum of 10 patients.

2.6. Data & Sample Collection

Mandatory information collected included date of birth, gender, current medications,
history of ADRs as well as allergies and medical conditions. Disease and indication
data were not collected from participants. Even though gender, age and drug therapy
information were collected, the numbers in the study were too small to sufficiently address
stratification by any of these data. The Genotek Oragene saliva collection kit was used
according to manufacturer’s protocol to collect patient sputum [22]. This process took
2-5 min in most cases, although there were participants who took longer and a small
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number who were unable to provide usable saliva samples. The reasons for this varied,
but the common theme was that these participants complained of ‘dry mouth’.

2.7. Experience Survey

A pharmacist and patient experience survey were mailed out with the recruitment
kit (Supplement SV-SVI). The enrolling pharmacist ensured completion and return of the
surveys at the end of the study. They were asked to indicate their level of agreement using
a 4-point Likert scale, which was chosen over a 5-point scale [23], removing a “Neutral”
option to require respondents to either agree or disagree with the statements.

2.8. Transport of Samples & Participant Information

After de-identification, the original copy of the patient enrollment documentation and
the patient’s saliva sample were sent via secure courier to UBC. A copy of the demographic
information was kept and secured at the pharmacies. Saliva samples were received and
catalogued and stored at our sequencing facility (https://sequencing.ubc.ca/). Participant
information was used to update a key file linking identifying information to the participant
code. All non-identifying information was transcribed and linked only to the participant
code. Sample IDs were then subsequently linked to unique, randomized sample barcodes
for downstream analysis and report tracking.

2.9. Sample Processing

DNA was extracted from 250 pL of saliva sample. Any remaining saliva was stored at
room temperature for up to a week prior to long term storage at —20 °C. The “prepIT.L2P”
reagents were used according to the manufacturer’s instructions (DNA Genotek). DNA was
eluted in 50 uL molecular-grade water and DNA quality was assessed by gel electrophoresis
and quantified by Nanodrop (Thermofisher Scientific, Waltham, MA, USA) and fluorometry
using the Qubit dsDNA HS Assay Kit. The gel analysis provided a go/no-go step for
the samples, in other words, if samples were extensively degraded at this QC step, we
attempted a second extraction. DNA was stored at —20 °C until genotyping or TRS library
preparation.

2.10. TargetRich Sequencing (TRS)

DNA was extracted as described above and processed according to the manufacturer
(https:/ /www.kailosgenetics.com/). Briefly, to prepare the sequencing library, guide oli-
gos which contain the sequences to be amplified are annealed, followed by a restriction
enzyme digestion, after which Illumina adapter sequences are annealed along with the
unique identifier (barcode) for the library sample. The samples are then enzymatically
cleaned via magnetic beads before being amplified and cleaned a final time. Samples were
QC’d by agarose gel electrophoresis and quantified with Qubit. Pooled amplicons were
sequenced on an Illumina Miseq platform, generating paired-end 78 bp reads [24]. Long
range PCR was used to determine duplication as described by the manufacturer [25].

2.11. Genotyping

We worked with myDNA—https://www.mydna.life/en-ca/to perform SNP analysis
using the iPLEX MassArray System, a non-fluorescent platform utilizing MALDI-TOF
(matrix-assisted laser desorption/ionization—time of flight) mass spectrometry, coupled
with end point PCR to measure PCR-derived amplicons in multiplexed reactions. Briefly,
polymorphic sites were detected by primer extension where the targeted region is ampli-
fied; remaining dNTPs are neutralized and then a terminating extension reaction using a
promoter that binds immediately upstream of the polymorphic site as a “‘mass modified’
nucleotide lacking the 3'-hydroxyl extends the product by a single base [19-21,26]. The
number of CYP2D6 gene copies was detected by qPCR using a 7900HT PCR system [27].
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2.12. Data Reporting

Patient reports were generated using myDNA’s PGx software (https://www.mydna.
life/en-ca/). These reports were uploaded to a secure website accessible to the primary
project team by the PI (CN), the User Partner Lead (FADD), and the project’s Research
Assistant (SB). Data was encrypted and only de-identified to the appropriate pharmacist
after review by the project team. Genomic reports and patient IDs were sent separately in
encrypted Excel spreadsheets. GitHub (https://github.com/) was used to store all analysis
routines and to ensure version control.

In addition to genotyping 150 samples, 46 were subjected to Kailos TRS or “target rich
sequencing protocol”. The NGS data and the final TRS reports were not returned to the
pharmacists and restricted to internal comparisons.

2.13. Patient Consults at the Pharmacy

Every patient enrolled in the study who was able to be genotyped received a copy of
their myDNA report. Neither the patient nor the pharmacist was returned a copy of the
TRS report, which was used for our own reference to further validate the myDNA results
as well as do a basic comparison of the functionality of sequencing over an array-based
analysis. The reports were released directly to CN and FADD at which point we would
review them before informing the pharmacist. Reports were reviewed with each participant
in a face-to-face appointment with the pharmacist following a standardized script. The
pharmacist delivered results, discussed possible therapy change recommendations, and
asked if the participant wanted the report shared with the patient’s physician. Participants
had the option of sharing the report directly themselves or having the pharmacist send
a copy. Pharmacists were responsible for recording medication changes. All medication
changes were made the patient’s physician or general practitioner and all participants were
asked to complete a qualitative survey.

2.14. Data Collection & Analysis

To process the myDNA reports for our meta-analysis, each participant’s medical
considerations and genotypes were extracted from PDFs using tabula [28]. Files were
then manually edited to include a patient ID and any potential drug-drug interaction
information. Genotype information from the TRS reports were manually entered into a .csv
file and further tidied, such as conversion from wide to long data, using R (version 3.6.1),
a programming language for data analysis [29]. To compare genotype calls between TRS
and myDNA, only shared alleles were analyzed. A file containing every unique myDNA
call was matched with the corresponding TRS genotype. Population frequencies for the
genotypes CYP2D6, CYP2C19, CYP2C9, and VKORC1 were taken from an analysis of an
Australian population [27]. The frequency of CYP2D6 *36 was taken from an American
population [30]. The population frequencies of the SLCO1B1, CYP1A2, CYP3A4, CYP3AS5,
and OPRM1 genotypes were calculated from the global SNP frequency. Global Frequency
of the SNPs were gathered from the Genome Aggregation Database (gnomAD) (https://
gnomad.broadinstitute.org/) [31]. Hardy-Weinberg equilibrium [32] was used to calculate
the genotype frequencies in an ideal population.

All genotype data manipulation and analyses were completed in R version 3.6.1
(Supplement SVII). Analysis depended on R packages: Tidyverse, data.table, reshape2,
compare, plyr, and rowr [33-38]. Cost-benefit analysis and tabulation of survey results
was completed in Excel. Drug prices were retrieved from the McKesson Canada wholesale
drug price list in effect at that time.

2.15. Research Ethics Board Approval & Legal Compliance

In developing our Research Ethics Board (REB) procedure, we considered the follow-
ing Canadian and British Columbian legislation:

1.  The Personal Information Protection Act, The Freedom of Information and Protection
of Privacy Act, The Health Professions Act and its Bylaws, The Health Care (Consent)
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and Care Facility (Admission) Act, and The Pharmacy Operations and Drug Schedul-
ing Act. These laws lay out the obligations of the pharmacist, the pharmacy and the
University of British Columbia with respect to personal and health information.

2. The Health Professions Act and its Bylaws and The Personal Information Protection
Act. These laws governed the pharmacist with respect to the collection, use, disclosure
and security of personal and health information.

3.  The Freedom of Information and Protection of Privacy Act and the policies of UBC
and its Research Ethics Board.

2.16. Timeline

Starting in mid-2017, our project ran until January of 2018. Most aspects of the project
were completed in tandem as opposed to sequentially. In the first six months we prepared
the pharmacist training material and updated patient recruitment kits. During this time,
we initiated patient marketing and recruitment. While the bulk of these activities was
completed in the first 6 months, recruitment persisted until completion of sequencing.
Enrollment began after pharmacist training was complete and patients had to be taking at
least 1 of the mental health drugs listed in Table 1. We used a batch approach to sample
processing, beginning 6 months after project initiation and persisted for an additional
9 months. Data analysis began after first results were returned in quarter 3. The last
activity we accomplished were the pharmacist consultations where we returned reports
and completed the final aspect of our data analysis. These activities persisted for 9 months.

3. Results

In this study we built on our and others work to further test feasibility of community
pharmacogenomic testing, in addition to assessing pharmacist and community comfort
with pharmacogenomic services and to conduct a simple drug cost analysis [14,16,39].
To accomplish this, 21 pharmacists at 17 pharmacies, Figure 1, were enlisted to recruit
150-200 patients for genotyping (or genotyping and TRS) when they filled or renewed a
prescription for an antidepressant/antipsychotic, Table 1. MyDNA genotyping analysis
(https:/ /www.mydna.life/en-ca/) was used to assess patient responses to a wide variety
of medications with a focus on mental health medications.

&
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)

Figure 1. Map of participating pharmacies by their locations. For table of locations and pharmacies
see Supplement SIX.
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Table 1. Study compounds. Patients had to be currently taking at least one of the medications in the
table to be included in the study. Included are usage frequency of each drug. Some patients were
taking multiple compounds.

Antidepressants Usage Antidepressants  Usage Antipsychotics Usage
Agomelatine 0 Mianserin 0 Aripiprazole 9
Amitriptyline 12 Mirtazapine 12 Clozapine 0
Citalopram 26 Moclobemide 2 Haloperidol 0
Clomipramine 0 Nortriptyline 6 Olanzapine 5
Dothiepin 0 Paroxetine 2 Quetiapine 24
Duloxetine 10 Sertraline 17 Risperidone 4
Escitalopram 27 Trimipramine 0 Zuclopenthixol 0
Fluoxetine 12 Vanlafaxine 23
Fluvoxamine 1 Vortioxetine 2
Imipramine 1 Total: 195

Antidepressants and antipsychotics are metabolized by diverse enzymes. The cy-
tochrome p450 isoforms CYP2C19 and CYP2D6 are responsible for metabolism of more
than two-thirds of the currently available psychiatric drugs; these genes are also highly
polymorphic with a variety of stable alleles and mutations, including whole and partial
duplications and deletions [40-42]. As a consequence, the range of enzyme activity and
downstream phenotypes is large [40]. Indeed, the amount of clinically relevant mutations
in these genes appears to be above 50% for most populations [40]. Additionally, the rate
of initial response to antidepressant treatment was only 49.6% [41]. The additional costs
incurred for management of these non-responders is ~$10,000USD/yr./patient [43]. This
combination of factors; (1) a large pool of diverse alleles, (2) high degrees variation in drug
metabolism and the high costs of productive patient prescribing highlight the importance
and usefulness of personalized treatment for these medications [42]. Actionable results
(based on up-to-date guidelines from the Clinical Pharmacogenetics Implementation Con-
sortium (CPIC) [44] were returned to the pharmacist for review (see a sample report-
Supplement SVIII) with the patient and the prescriber (if appropriate). Net costs were
calculated for all therapy changes made to a patient’s current medications. Patient and
pharmacist experience surveys were used to judge the participant’s thoughts on the services
and experience. We also assessed if the medication was discontinued/changed/dosage
altered, the overall financial impact of the changes on drug therapy costs, and the reliability
and quality of genotyping results.

Sample collection and genotyping was accomplished in two main batches. Batch
one comprised 130 samples, 116 of which passed QC. In batch two 48 samples were
collected, 42 of which passed QC. We also received 19 samples as a retest, in total generating
150 myDNA and 37 TRS genetic reports, with 47 samples that did not pass QC. For
example, some patient’s sputum simply did not provide adequate DNA as re-extraction
only continued to produce insufficient or degraded samples. This may be due to an inability
to produce the appropriate amount of sputum, natural variations in cheek shedding, or
effects of medications.

3.1. Comparison of Genotypes

We found 9 total differences in genotype calls between those that underwent both
TRS and myDNA genotyping (for a total of 592 SNPS), Table 2. Between the two datasets
there were 296 comparable genotypes giving a discordance of 1.7%. One gene could not
be called by TRS. This may have been due to the region being degraded or problems with
amplification for the patient. TRS also called two additional alleles that myDNA does
not, CYP2D6 *35A and CYP3A4 *8. *35A is a subset of the *2 allele. *2 contains SNPs
2851: ¢ > t and 4181: g > ¢, while *35A contains the additional SNP 31 g > a. *35A has
the same normal metabolizer phenotype [45]. As such, the two calls containing *35A can
be considered the same as that by myDNA. The CYP3A4 *8 allele has been associated
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with decreased function of the CYP3A4 protein, although PharmGKB lists this as a level 3
(i.e., low evidence) claim [46]. Regardless, this genotype is absent in the myDNA report
resulting in a normal metaboliser call. The remaining differences were minor, suggesting a
small number of SNP-specific variables for each platform.

Table 2. Differences found between genes shared in the TRS and myDNA datasets.

GENE TRS Genotype myDNA Genotype Comparison
CYP2C19 XX /XX *1/*17 Kailos no call
CYP2C19 CYP2C19 *1/*2 *2/*2 different

CYP2C9 *1/*3 *3/*3 different
CYP2D6 *2/*2 *2/*5 different
CYP2D6 *35A/*5 *2/*5 Kailos only allele *35A
CYP2D6 *35A /%4 *2/*4 Kailos only allele *35A
CYP3A4 *1/*8 *1/*1 Kailos only allele *8
SLCO1B1 T/C Het T/T Wild different
SLCO1B1 T/C Het T/T Wild different

*: allele.

Next, we compared the frequency of a subset of genotypes that were part of both
the TRS and myDNA reports. Genotypes were compared both to each other and to the
population average. Population averages, comprising of Australian, American, and global
ethic data [27,30,31] closely matched those from within the study at both sites, Table 3. The
averages between myDNA and TRS were similar, showing little variance between the two
data types.

Table 3. Sample of a table comparing the frequency of myDNA calls and Kailos calls to population averages of those
genotypes. Full table contains 62 genetic variations. See Appendix A.

myDNA Genotype TRS Genotype

myDNA TRS Population Level

GENE Phenotype Frequency % Frequency % o
Genotype Genotype =150 n=37 Frequency %
CYP2C19 *1/*1 *1/*1 Normal metabolizer 35.33 27 39.7
CYP2C19 *1/*17 *1/*17 Rapid metabolizer 33.33 37.8 25.80%
CYP2C19  *1/%2 *1/%2 Intermediate 14 18.9 20.70%
metabolizer
CYP2C19  *17/*17 *17/%17 Ultrarapid 2.67 2.7 0
metabolizer
CYP2C19  *2/*17 /417 High intermediate 8 8.1 6.20%
metabolizer
CYP2C19 *2/*2 *2/*2 Poor metabolizer 6.67 2.7 2.90%
CYP2C19 NA XX /*XX NA NA 2.7 NA
CYP2C9 *1/*1 *1/*1 Normal metabolizer 69.33 62.2 64.84%
CYP2C9  *1/%2 *1/% High intermediate 1533 216 20.38%
metabolizer
CYP2C9  *1/*3 *1/43 Intermediate 10 10.8 10.60%
metabolizer
*: allele.

3.2. Community Acceptance

To gauge the scope and scale of community acceptance a simple two-pronged quan-
titative, frequency-based analysis of patient and pharmacist attitudes and thoughts was
conducted via simple surveys. Each participating patient was asked to complete a short
seven question survey in which they ranked their response to statements about the project.
Similarly, each participating pharmacist was asked to complete a survey in which they
ranked their response to statements about the training and support they received through-
out the project. We received 20/21 pharmacists’ experience surveys and 111 patient
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experience surveys with a response rate of 62%. Some patients were not able to be reached
at the end of the study and one pharmacist dropped from the study. The patients strongly
agreed with the seven statements and also agreed that pharmacists are the appropriate
providers of pharmacogenomic services as well as pharmacies being an ideal location to
collect samples, Figure 2.

Patient Experience Survey

My pharmacist gave me enough

information about the study 100

I understood the purpose of the
study and the terms used by my 100
pharmacist were not overly

| was given enough time to ask
questions and discuss the study 100
with my pharmacist

| feel comfortable participating

in this study iy

| think the community pharmacy
is a good location for genetic 99.1
testing

| am comfortable with the idea
of pharmacists using genetic 99.1
information to help them make

i would be willing to particiapate

in this type of research again 352

B Approval

Figure 2. Patient experience survey. All results, 98.2-100% strongly agree/agree, N = 111.

Pharmacists” opinions were generally very positive as well, Figure 3. The biggest
pharmacist’s concern was communication with our research team. This is a fair criticism
and likely reflects two constraints of the experimental design; (i) because samples were
batched, an overly long time (up to six months) between sample collection and report
returns was experienced for the samples collected earliest in the project, and (ii) the project
team strove to maintain an arm’s length distance for any prescribing decisions.

Pharmacist Experience Survey

The training for participation in
this study was adequate and 95
appropriate

Support from the study team 90
met my needs

The study tem responeded to

my queries ina timely manner 85

The materials | received for

the study were thorough 95

| feel my patients appreciated
the opportunity to participate 100
in this study

Overall, | had a postive
experience participating in this 90
study

B Approval

Figure 3. Pharmacist experience survey, 85-100% strongly agree or agree, N = 20.
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Major

Minor

3.3. Drug Cost Analysis

The myDNA reports returned to the pharmacists were used to produce the data in
the drug cost analysis. Reports offered three prescribing considerations: ‘usual—normal
label use of compound’; ‘minor- consider test results, as results may be significant’; and
‘major—significant results, medication should be reviewed’. The restriction to mental
health drugs was only for the eligibility to participate. Once a participant was enrolled,
we reviewed all their drugs and many of the drug therapy changes that were made were
for drugs other than mental health drugs. All drug changes, regardless of therapeutic
category, were included in the simple drug costs analysis. In a small number of cases (16),
reports could not be returned as some pharmacists had lost contact with study participants.
Additionally, some doctors either felt uncomfortable changing prescribing considerations
based on the report results or did not think it was necessary for some patients. For
medications that patients were currently taking, 92 were found to have at least one minor
prescribing consideration, 39 had at least one major consideration, and an additional 139
participants were taking a medication with usual prescribing considerations, Figure 4.
In comparison to a PGx study examining 3 genes using a WES data set, 20% of study
participants had immediately actionable results, comparable to the 26% that we found with
a major prescribing concern [47].

Changes to Therapy
33

139 - Usual

17
No Changes

Figure 4. (A) Visualization of major, minor, and usual drug considerations discovered, N = 150; (B) Visualization of

medication changes in response to the study, N = 150.

Taken together, the aggregate medication changes translated into therapy interven-
tions in 33 patients, representing 22% of all genotyped patients in the project. In addition,
the report interpretation with the pharmacist and participant often prompted closer review
of patient medications by physicians. There was a total of 81 changes. The changes in-
cluded dose increases in 11 patients, dose decreases in 5 patients, new drugs added to the
therapy of 20 patients, and 22 patients having drugs discontinued. There were instances
of multiple changes for an individual patient, Figure 5. Based on this data, we calculate
that a year’s worth of modified medication therapy for all participants collectively was
$797CAD. This represents a per patient cost of $24.15CAD (annual drug cost based on
patient specific dosages and net of all changes including discontinued drugs, new drugs
added and/or dosage changes) considering only those patients who had a medication
change (not including the initial non-recurring testing cost of $199 which was covered by
the project budget and should be amortized over the life of each patient). Note that costs in
this simple drug cost analysis are all based on annual ongoing treatment costs and are not
limited to the actual prescription over the study period. That is to say, the per patient cost
of $24.15 represents the average total annual cost increase for each patient’s therapy after
implementing the changes. It is not restricted to only the cost of each patient’s therapy for
the study period. Study participants were not followed at all beyond the consultation with
the pharmacist to review results and implement any suggested drug therapy changes. This
was a time and budgetary limitation of the study.
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Figure 5. (A) Breakdown of therapy changes made by type of change, N = 59; (B) Cost-benefit of drug changes—shows

drug cost changes by type of therapy change. Bars represent total cost in CAD.

4. Discussion

PGx testing is a cost-effective service valued by the participants. More work should
be pursued to further educate physicians and drug/insurance providers on the benefits
and potential improvement to patient treatment outcomes and well-being to enhance
acceptance and implementation in BC. Additionally, prescribers need further education
on PGx concepts. While with relatively simple courses our pharmacist felt confident in
their understanding of the science and rational behind PGx testing—Doctors may feel
uneducated to make prescribing changes based off of PGx information [10,48]. This
information may contain contradictory or poorly validated results that could lead to denial
of treatment [49]. However, integrating pharmacists as the drug experts to guide PGx
prescribing, creating standardized reporting guidelines, and educating clinicians promises
to improve the reliability of PGx dosing.

While the results that have come from this project might allow us to extrapolate to
a large number of very specific conclusions related to PGx testing in the community by
pharmacists, we have limited our conclusions to the following six statements:

1.  The public perceives pharmacists/pharmacies as a very appropriate healthcare pro-
fessional /venue to deliver pharmacogenomic services.

2. Frequencies of alleles, interactions, and clinically actionable results are consistent
with other studies published in the scientific literature.

3. Changes in drug therapy based on PGx test results represent an inconsequential
change in annual drug therapy cost. While drug therapy changes may result in a
small cost increase, it is just as likely that costs may decrease.

4. Any cost increase due to drug therapy changes is likely to be small and is justified on
the basis that the patient will be taking the most appropriate drug and dose for them
as an individual based on their phenotype.

5. Pharmacogenomic testing is appropriate and affordable for certain patient popula-
tions.

6. Pharmacogenomic services offered by pharmacists are ready for primetime wide
commercial implementation.

4.1. Selection of Antidepressants/Antipsychotics as Inclusion Criteria

In consultation with one of our funders, Green Shield Canada, we decided to focus
on mental health drugs. Two out of three people will need to try multiple/different
antidepressants until they find one that works for them [50]. While this may not match
the amount of medication changes, we found (22%) we don’t know how long the patient
has been taking their psychiatric medication and if they are satisfied with the results of
them. Antidepressant/antipsychotic usage was a criterion for the study patients may have
had their own personal reasons for choosing to enroll. We also don’t know how many
different antidepressants they’ve been on previously. Additionally, they may not be taking
them for their major indication but rather an off-label effect. The most common reason for
needing to switch was due to side effects, which can leave a person physically debilitated
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and even worsen their mood disorder [50]. Additionally, antidepressant use is linked with
age, with the elderly (those over 60) being 40.2% more likely to use an antidepressant than
the rest of the population [51]. The elderly also take multiple classes of drugs with 51.6% of
seniors in Canada taking 1-4 drugs of different classes chronically and an additional 35.3%
taking 5 or more [52]. Some of these drugs are used to mitigate ADR symptoms from their
other medications. Identifying problematic medications can reduce the drug cost if other
medications can be discontinued if they are no longer needed to manage ADRs.

4.2. Pharmacist- & Pharmacy-Specific Considerations

We erred on the side of caution in making sure that the pharmacists had a high level
of familiarity with PGx (equivalent to a 1st year graduate course), including its potential
and its limitations. The quality, quantity, and level of detail of information provided
in the individual patient reports generated in this project allowed pharmacists to easily
interpret results and make drug therapy recommendations with little to no additional
training. In BC, pharmacies are operated as private businesses with the ability to bill the
public healthcare system for services. Using pharmacies as study sites required compliance
with the privacy regulations specific to private businesses. In some instances, this was a
higher threshold than that required by a public university research project. As the focus of
this study was to develop and test a protocol that could be commercialized, we focused
on ensuring compliance with the highest standards of privacy and informed consent.
The underlying premise was that compliance, if introduced and explained at the outset
with a clear rationale and requirements, would mitigate the potential for non-compliance.
This was coupled with the idea that standardizing the process from the outset, would
allow identification of any barriers present in each individual pharmacy practice setting.
Participating pharmacists reported that the detailed training resulted in no difficulty in
complying with the SOPs developed in Phase 1.

4.3. Potential Impact of S-201 and Other Pending Legislation

Patients were less concerned with privacy and confidentiality issues than we antici-
pated. Patients generally believed that pharmacists have access to their confidential health
information, including their full medical record that exists with their physician. While this
is not the case, pharmacists in the project were careful to ensure that patients understood
the implications of sharing personal confidential medical information about themselves.
Patients showed considerable trust in their pharmacists in handling this information and
were pleased with the level of detail included in the project consent form. When this
study was launched, there were no legal protections of a patient’s genetic information
data. This changed in 2016 with the passage of bill 5-201, the Genetic Non-Discrimination
Act which provides robust, albeit untested, protections against discrimination based in
genetic information [53]. In practice, we did not encounter resistance to participation
but additional work will be required to assess the impact of these protections on patient
behavior with regard to testing.

4.4. Drug Cost Consequences

Although the additional yearly per-patient cost is ~$25CAD, PGx testing represents a
saving to the community as we maximize the therapeutic efficiency of treatments. In fact,
other studies have shown cost saving benefits of PGx testing [54,55]. While opportunities
in PGx are clear- reduction in ADRs, elimination of medication trial and error, and more
accurate dosing of prescribed medications, data to support the economic argument of
drug cost savings are limited. However, it is not a stretch to hypothesize and make an
effective argument that an additional value of PGx testing is the avoidance of weeks
to months of costly trial and error when prescribing multiple drugs, especially in the
mental health realm. Thus, using PGx testing to get a patient on the right drug at the
right dose has the potential to generate long-term savings relative to that patient’s overall
healthcare costs. Furthermore, it could be argued that the wrong drug and/or wrong
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dose for a patient may contribute to poor adherence, further contributing to unnecessary
costs. Using PGx could and probably does contribute to improved adherence, which in
turn improves cost effectiveness of therapy. Longer-term economic implications related
to reduced physician and urgent care (e.g., emergency room) visits, reduced absenteeism,
and improved productivity require further study and analysis.

5. Limitations of the Study

While our study demonstrated the feasibility of pharmacist-led, community pharmacy-
based pharmacogenomic testing there are several limitations. Although we attempted
to, whenever possible, make the methodology suitable across Canada, there are province-
specific considerations that will likely need to be considered. We also note that the size
of this study is not sufficient to draw general conclusions regarding particular gene-drug
interactions. It is also worth noting that although eligibility criteria included a limitation to
being on at least one mental health drug, the gene-drug interactions reviewed in the reports
included all relevant gene-drug interactions for each patient and not just their mental
health drugs. Also, our decision to batch samples for processing slowed the return of
results. Finally, in an effort to avoid potential privacy concerns, we did not collect detailed
demographic data, nor did we follow the patients once the study was completed.
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Appendix A

Full table comparing the frequency of myDNA calls and TRS calls to population
averages of those genotype.
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myDNA TRS myDNA TRS CI;::}r’l](?tN Ae GeTlI(){tS e  Population
GENE y Phenotype  Genotype Genotype YP yp P
Genotype Genotype Frequenc Frequenc Frequency  Frequency Level
quency QUency o n=150 %, n=37
w1 /% CYP2C19 Normal
CYP2C19 1/*1 # /%1 metaboliser 53 10 35.33 27 39.7
CYP2C19 *1/*17 CYP2C19 Rapid 50 14 33.33 37.8 25.80%
*1/*17 metaboliser
CYP2C19 *1/%2 Cff /2*(;19 Ezet;g‘;ilze 21 7 14 18.9 20.70%
CYP2C19 Ultrarapid
* *
CYP2C19 17/*17 17 /%17 metaboliser 4 1 2.67 2.7 0
High inter-
CYP2C19 *2/*17 C*Yzl;%f; 9 mediate 12 3 8 8.1 6.20%
metaboliser
CYP2C19 %2 /%2 CYP2C19 Poor 10 1 6.67 2.7 2.90%
*2/%2 metaboliser
CYP2C19 NA S)?)f /2,5(1; NA NA 1 NA 2.7 NA
CYP2C9 Normal
* * 0,
CYP2C9 1/*1 *1/%1 metaboliser 104 23 69.33 62.2 64.84%
High inter-
CYP2C9 *1/*2 C3{11;2*S9 mediate 23 8 15.33 21.6 20.38%
metaboliser
CYP2C9 *1/%3 CYP2C9 Intermediate 15 4 10 10.8 10.60%
*1/*3 metaboliser
CYP2C9 Poor
* * 0,
CYP2C9 2/*2 % /% metaboliser 4 1 2.67 2.7 1.65%
CYP2C9 Poor
* * 0,
CYP2C9 2/*3 /3 etaboliser 3 1 2 2.7 1.87%
CYP2C9 *3/%3 CYP2C9 Poor 1 NA 0.67 NA 0.67%
*3/*3 metaboliser
CYP2D6 Normal
* * 0,
CYP2D6 1/*1 *1 /%1 metaboliser 23 4 15.33 10.8 14.37%
CYP2D6 Normal
* * 0,
CYP2D6 1/*10 *1/%10 metaboliser 3 NA 2 NA 2.02%
CYP2D6 Ultrarapid
%1 /% 0,
CYP2D6 1/*1 x 2 1/41 x 2 metaboliser 1 NA 0.67 NA 0.54%
CYP2D6 Normal
* * 0,
CYP2D6 1/*2 *1 /% metaboliser 32 9 21.33 24.3 14.76%
CYP2D6 Ultrarapid
* * 0,
CYP2D6 1253 03 metaboliser 1 NA 0.67 NA 0.89%
Low
CYP2D6 *1/*3 C:?;%g% normal 2 1 1.33 2.7 1.24%
metaboliser
Low
CYP2D6 *1/%*36 21{53326 normal 1 NA 0.67 NA 0.04%
metaboliser
Low
CYP2D6 *1/*4 C:?;%i% normal 17 3 11.33 8.1 13.79%
metaboliser
CYP2D6 Normal
*1 /% 0,
CYP2D6 1/*41 1441 metaboliser 12 2 8 54 7.93%
Low
CYP2D6 *1/*5 C:?;%]SD() normal 3 1 2 2.7 2.22%
metaboliser
Low
CYP2D6 *1/%*6 C*YlI;%E() normal 1 NA 0.67 NA 0.46%
metaboliser
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CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP2D6

CYP3A4

CYP3A4

CYP3A4

CYP3A5

CYP3A5

OPRM1

OPRM1

OPRM1

*1 /%9

*10/*10
*2/*10
D /%)

*2/%2 x 2

*2/*3

*) /%4

*2/*41

*2/:(-5

*2/:(-6

*3 /%3
*3/*41
NA
*4/*10
NA
*4 /%4
*4/*41
*4/%6
*4/*9
*5/*41
*9/*41
*1 /%1
*1/*22

NA

*1/*3

*3 /*3

AA

AG

GG

CYP2D6
*1 /%9
CYP2D6
*10/*10
CYP2D6
*2/*10
CYP2D6
*) /*D
CYP2D6
*2/%*2 x 2

CYP2D6
*2/*3

CYP2D6
*) [*4

CYP2D6
*2/*41

CYP2D6
*2/*5

CYP2D6
*2/*6

CYP2D6
*3/%3
CYP2D6
*3/*41
CYP2D6
*35/*5
CYP2D6
*4/*10
CYP2D6
*4/*35A
CYP2D6
*4 [*4
CYP2D6
*4 /*41
CYP2D6
*4 /%6
CYP2D6
*4 /*9
CYP2D6
*5/*41
CYP2D6
*9/*41
CYP3A4
*1 /*1
CYP3A4
*1/*22
CYP3A4
*1/*8

CYP3A5
*1/*3

CYP3A5
*3 /#3
NA
NA

NA

Normal
metaboliser
Intermediate
metaboliser

Normal
metaboliser

Normal
metaboliser

Ultrarapid
metaboliser
Low
normal
metaboliser
Low
normal
metaboliser

Normal
metaboliser

Low
normal
metaboliser
Low
normal
metaboliser
Poor
metaboliser
Intermediate
metaboliser

NA

Intermediate
metaboliser

NA

Poor
metaboliser
Intermediate
metaboliser

Poor
metaboliser
Intermediate
metaboliser
Intermediate
metaboliser
Intermediate
metaboliser

Normal
metaboliser
Normal
metaboliser

NA

Low
normal
metaboliser
Poor
metaboliser
Normal
metaboliser
Low
normal
metaboliser
Reduced
metaboliser

11

NA

NA

141

NA

14

136

107

35

NA

NA

NA

NA

NA

NA

NA

NA

NA

33

36

NA

NA

NA

0.67

0.67

1.33

0.67

0.67

7.33

3.33

2.67

0.67

0.67

0.67

NA

1.33

NA

2.67

3.33

0.67

0.67

0.67

1.33

94

5.33

NA

9.33

90.67

71.33

23.33

533

27

NA

2.7

8.1

NA

NA

2.7

2.7

2.7

2.7

NA

NA

2.7

NA

27

8.1

54

NA

NA

NA

27

89.2

8.1

27

2.7

97.3

NA

NA

NA

1.70%

0.92%

0.91%

5.09%

0.02%

0.67%

7.23%

4.46%

1.24%

0.41%

0.02%

0.33%

NA

0.70%

NA

3.42%

3.59%

0.28%

0.76%

0.48%

0.50%

93.70%

6.20%

38.80%

54.30%

77.10%

21.40%

1.50%
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rs4149056:C/C Reduced

SLCO1B1 CC . 3 NA 2 NA 1.80%
Hom metaboliser
Low
SLCO1B1 TC rs4l49056:T/C ) mal 37 10 24.67 27 23.10%
Het .
metaboliser
SLCO1B1 TT rs4149056.T/T Normal 110 27 73.33 73 75.20%
Wild metaboliser
CYP1A2 qpp  S702OLAJA - Rapid 69 12 46 324 45%
Hom metaboliser
CYP1A2 sa/mp  [S7625LC/A - Normal 69 23 46 62.2 44.20%
Het metaboliser
CYPIA2  *1A/*1A  76250L:C/C Normal 12 2 8 54 10.80%
Wild metaboliser
Normal
VKORC1 GG “99&]?.’12;1:(:/ C warfarin 57 15 38 405 35.80%
! sensitivity
Increased
VKORC1 AG “9912;’231:(:/ T warfarin 59 13 39.33 35.1 47.90%
et sensitivity
High
VKORC1 AA “99}213231:” T warfirin 34 9 22.67 243 16.30%
om sensitivity
*: allele.
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Abstract: Pharmacogenomics (PGx) can provide optimized treatment to individual patients while
potentially reducing healthcare costs. However, widespread implementation remains absent.
We performed a pilot study of PGx screening in Dutch outpatient hospital care to identify the
barriers and facilitators to implementation experienced by patients (n = 165), pharmacists (1 = 58)
and physicians (1 = 21). Our results indeed suggest that the current practical experience of healthcare
practitioners with PGx is limited, that proper education is necessary, that patients want to know
the exact implications of the results, that healthcare practitioners heavily rely on their computer
systems, that healthcare practitioners encounter practical problems in the systems used, and a new
barrier was identified, namely that there is an unclear allocation of responsibilities between healthcare
practitioners about who should discuss PGx with patients and apply PGx results in healthcare.
We observed a positive attitude toward PGx among all the stakeholders in our study, and among
patients, this was independent of the occurrence of drug-gene interactions during their treatment.
Facilitators included the availability of and adherence to Dutch Pharmacogenetics Working Group
guidelines. While clinical decision support (CDS) is available and valued in our medical center,
the lack of availability of CDS may be an important barrier within Dutch healthcare in general.
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1. Introduction

Pharmacogenomics (PGx) studies the interplay between variation in the human genome and drug
response. Knowledge about PGx can help predict which medication will be most effective and safe in
individual patients while potentially reducing healthcare costs [1,2]. Different approaches to apply PGx
knowledge in patient care exist. On one hand, PGx testing can be performed in a reactive manner to
find an explanation for a low therapeutic response or the occurrence of adverse drug reactions (ADRs).
On the other hand, ideally, an individual’s PGx profile is already known before drug prescription,
so treatment can be tailored to the individual’s genome without awaiting potential treatment failure or
the occurrence of ADRs. This approach is known as pre-emptive PGx testing or PGx screening.

The potential benefits of introducing PGx screening into a routine healthcare setting include
reduced hospitalizations and cost and improved safety, adherence and efficacy [3]. Dutch national
guidelines on the practical application of PGx for drug prescription of 95 drugs, developed by the
Dutch Pharmacogenetics Working Group (DPWG), are available through the Dutch drug database,
referred to as the G-standard [4,5]. Based on these DPWG guidelines, it is estimated that an alternative
dosage or drug would be recommended for 1 in 20 drug prescriptions in primary care if PGx screening
became the standard-of-care in the Netherlands [6]. Nevertheless, PGx is rarely applied in current
clinical practice [2,7].

A number of barriers to PGx implementation have been identified so far. These include unclear
procedures, insufficient evidence, inefficient infrastructure, lack of a standardized format for reporting
results, lack of ICT support tools, and lack of knowledge, training and experience among healthcare
practitioners. Reported facilitators include recognition of clinical utility, pharmacist’s feelings of
responsibility for delivering PGx to patients, and the availability of professional guidelines for
interpreting test results [1,8-13]. To the best of our knowledge, no study has identified barriers and
facilitators from the perspective of all the relevant stakeholders in an actual implementation setting.
Therefore, we carried out an explorative pilot study to identify such barriers and facilitators while
offering PGx screening in two outpatient clinics of the University Medical Center of Groningen (UMCG)
in the Netherlands.

2. Materials and Methods

This study was designed as an explorative pilot study with mixed methods. The study timeline
is shown in Figure 1A, and an overview of the study design in Figure 1B. Additional background
information is provided in Supplementary Methods Section S1.

2.1. Recruitment of Participants

The outpatient clinics of Internal Medicine and Psychiatry and the hospital pharmacy of the
UMCG were approached to participate in this study. Information about the study’s aim was provided
during an introductory meeting with each department. Physicians who took part recruited participants
from their own patients on a first-come-first-served basis until the study test capacity of 165 PGx
individuals was reached. Inclusion criteria were: 18 years or older, cognitively competent, able to read
and speak Dutch, and able to provide a blood sample. Eligible patients received printed information
about the project goal, procedures for testing, reporting of results and links to resources with additional
information (project website and animated video). Copies of these materials (in Dutch) are available
upon request.

Community pharmacists listed in the patient’s electronic health record (EHR) were invited
to fill out questionnaires by mail simultaneously with the reporting of PGx screening results (T1).
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UMCG physicians at the two clinics and hospital pharmacists involved in patient care were invited

to fill out study questionnaires by email at the end of follow-up (T2, Figure 1A). See Supplementary
Methods Section S3 for additional details.
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2.2. Genotyping and Reporting of PGx Screening Results

After providing written informed consent, patients underwent genotyping with a custom panel of
14 genes (Table S1). Next, patients received a letter with their PGx screening results and an explanation
in layman’s terms (see Supplementary Material 1). Copies were also stored in their hospital EHR and
sent to their community pharmacist and general practitioner (GP) (Figure 1B). See Supplementary
Methods Section 54 for additional details.

Custom clinical decision support (CDS) software developed prior to the study was used to provide
hospital prescribers with relevant DPWG recommendations in real time during drug prescription
(Figure 1). See Supplementary Methods Section S5 for additional details.

2.3. Data Collection

PGx screening results, predicted drug-gene interactions (DGlIs), and CDS use, including user
comments and actions that were taken based on recommendations, were stored in the study database.
Relevant medical information, including patient drug use during the follow-up period November
2017-November 2018, was manually extracted from EHRs (see Supplementary Methods Section S6
for additional details). Follow-up started from the time the results were reported and therefore
varied between patients, up to a maximum of a year (Figure 1A). We conducted five questionnaires
to evaluate the experiences of patients, physicians, and pharmacists via open- and closed-ended
questions at the time of result reporting (T1) and after follow-up (T2, Figure 1A). The survey study
was designed by a multidisciplinary team using input from an explorative qualitative interview
and focus group study with 13 prescribers from the participating outpatient clinics, 13 patients and
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7 pharmacists (see Supplementary Methods Section 52). The questionnaires included items on various
themes: sociodemographics, knowledge and education about PGx, attitude towards PGx screening,
application of PGx, provision of information about PGx, and result reporting (Table S2). The attitude
questions originate from the theory of planned behavior framework [14]. All other questions were
self-constructed. The two patient questionnaires were sent out on paper, with the option to respond
digitally, at the time of results reporting (T1) and after follow-up (T2). If necessary, patients were
reminded by mail and again by telephone to respond. Community pharmacists were invited to
respond to the survey on paper, with the option to respond digitally at the time results were reported
(T1). The outpatient clinic physicians and hospital pharmacists received an invitation for a digital
survey by email after follow-up (T2, Figure 1A). Digital survey responses were collected using the
routine outcome monitoring application RoQua [15]. Responses on paper were registered in RoQua by
the researchers.

2.4. Data Analysis

CDS searches and survey responses to open-ended questions were independently categorized by
two researchers (AvH, AMAH), and discrepancies were resolved by a third independent researcher
(PL). All data collected was pseudonymized and analyzed per theme using R [16]. For survey
responses, the Shapiro—Wilk test was used to assess normality. Subsequent subgroup comparisons
were performed using a t-test or Wilcoxon test. Cronbach’s alpha was used to assess the internal
consistency of survey questions.

2.5. Ethical Approval
This study was approved by the Medical Ethics Review Board of the UMCG (reference: 2017.266).

3. Results

3.1. Participants

This study included 165 patients, 21 physicians, 13 hospital pharmacists, and 48 community
pharmacists (Figure 1B) and explored various themes around practical barriers and facilitators.
Response rates to the patient questionnaires were 84% ((n = 138, T1) and 74% ((n = 122, T2).
Response rates to the healthcare practitioner questionnaires were 19% (physicians, 1T2), 28% (hospital
pharmacists, T2), and 77% (community pharmacists, T1). Response rates per survey item varied since
not all respondents have answered all items. Median patient follow-up was 244 days (range: 117-365).
See Table S3 for the full demographics of study participants.

3.2. Screening Results, Drug Use and DGIs

Out of the study population, 158 patients (96% of the study population) carried at least one
actionable PGx haplotype or predicted PGx phenotype (Table 54 lists frequencies of PGx haplotypes
and predicted PGx phenotypes). During follow-up, 60 patients received drug treatment (36%).
Following DPWG guidelines, DGIs were observed in 21 patients (13%): 18 with one DGI, one with
two DGIs and two with three DGIs. Actionable DGIs were observed in 20 patients (12%): 18 with
one actionable DGI and two-with-two actionable DGIs. In total, 120 unique drugs were used during
follow-up, including 18 with a known DGI (15%), of which 15 were actionable in the study population.
During follow-up, patients used two drugs (range: 0-13 drugs) on average, and 27 patients (23% of T2
respondents) reported being prescribed at least one new drug. Patients reported that prescriptions
originated from their GP’s office (83% of T2 respondents) or hospital physician (17% of T2 respondents).
See Supplementary Results Section S1 for survey results on the review of patient drug use in response
to PGx screening results.
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3.3. CDS Searches and Output during Follow-Up

During follow-up, CDS was used to consult the DPWG guidelines 59 times for 20 patients. A CDS
search was performed for eight patients who received drug treatment, and four had DGIs. CDS searches
were categorized into six subgroups using treatment information from the EHR: prescribing situation
(5%), cascade (search in response to the previous search) (2%), potential future treatment (29%),
current treatment (47%), past treatment (5%), and other (12%). Of the CDS searches, 27 (45.8%)
yielded recommendations requiring an action by the prescriber, 14 (23.7%) did not require an action,
10 (16.9%) found no available recommendations (e.g., in case of normal metabolizers), and 8 (13.6%) had
inconclusive test results. Of the actionable recommendations, 12 (44%) advised adhering to an adjusted
maximum (daily) dose or prescribing an alternative, 5 (19%) advised prescribing an alternative, 5 (19%)
advised lowering the dose and monitoring plasma concentrations, 2 (7%) advised adjusting the dose
based on the effect observed, 2 (7%) advised lowering the maintenance dose, and 1 (4%) advised
increasing the dose. Details of the DGIs involved and an evaluation of DPWG guidelines are presented
in Supplementary Results Sections S2 and S3.

3.4. Prior Experience of Healthcare Practitioners with PGx

Twenty-one community pharmacists (44% of respondents), one hospital pharmacist (8%), and five
physicians (24%) reported that this study was their first experience with PGx test results. One in eight
community pharmacists, six hospital pharmacists (46%) and half of the physicians (52%) reported
having taken the initiative to conduct PGx testing at least once in the past. These results highlight that
the current practical experience is limited.

3.5. Knowledge and Education of Healthcare Practitioners

In all professions, half the healthcare practitioners participating in this study reported having
received postgraduate education about PGx. The self-graded knowledge level was significantly higher
in these subgroups (Table 1). Pharmacists reported a need for further education, both for themselves
(n =47, 77%) and for pharmacy staff (n = 52, 87%), whereas physicians did not report this need.

Table 1. Self-graded knowledge and application level of healthcare practitioners.

Healthcare Practitioner Self-Graded Knowledge Level  Self-Graded Application Level
with postgraduate education 6.5 (4-8) 7 (5-10)

Community pharmacists p=0.011 ——— p=0.005
without postgraduate education 6 (2-7) 5 (2-8)
with postgraduate education 7.7 (7-9) 7.5 (7-9)

Hospital pharmacists p=0.01 ——— p=0.016
without postgraduate education 6.3 (5-7) 6 (2-7)
with postgraduate education 7 (1-9) 7 (6-8)

Physicians - p =0.002 ——— p=0203
without postgraduate education 4 (6-8) 6 (3-9)

3.6. Patient Attitudes towards PGx Screening after Follow-Up (T2)

Most patients reported that genetic testing in general (n = 89, 77% of T2 respondents) or PGx
testing (n = 102, 88%) did not frighten them. Knowing their PGx profile was considered comforting
(n =106, 89%) and useful (n = 111, 92%), and patients thought that it has added value when their
pharmacotherapy is adjusted using PGx (1 = 107, 91%). No significant difference was found in the
attitude of patients with or without observed DGlIs.

3.7. Healthcare Practitioner Attitudes towards PGx Screening

Nearly all healthcare practitioners were positive about the usefulness of PGx information for their
patients (useful to have n = 69, 84% of respondents; would like to use more in daily practice: n =72, 88%;
added value: n =71, 87%). However, nine community pharmacists (19%), two hospital pharmacists
(15%) and four physicians (20%) did not feel ready to apply PGx information in daily practice.
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3.8. Practical Application of PGx

Community pharmacists graded their expected application level (T1), whereas hospital
pharmacists and physicians graded their perceived application level (T2). The self-graded application
level is significantly higher in the education subgroups for both community and hospital pharmacists,
but not for physicians (Table 1). Prominent arguments provided to explain higher self-graded
application levels were that application of PGx was possible with the use of the pharmacy or
hospital computer system (n = 12) and that healthcare practitioners had come across PGx more often
(during education or in practice) (n = 8). Notable arguments to explain lower self-graded application
levels were that healthcare practitioners perceived insufficient knowledge themselves (n = 8) and
reported practical barriers present within computer systems, for example, that not all PGx results could
be registered (n = 5). In summary, healthcare practitioners relied heavily on their computer system for
the application of PGx, perceived a need for education on PGx application, and experienced practical
barriers within computer systems that hindered PGx application. Supplementary Results Section 54
describes an event that occurred during follow-up that illustrates the importance of educating and
informing all healthcare practitioners involved in the practical application of PGx.

3.9. Patients” Needs for Information about Their PGx Screening Results

After receiving the PGx screening results, 15 patients (11% of T1 respondents) reported still
having questions with respect to these results, most often wanting to know the exact implications,
e.g., the level of dose adjustment or suitable alternative drugs (n = 6). Patients generally consulted their
treating physician in the hospital during follow-up to gain additional information. After follow-up,
the number of patients having questions about their PGx screening results has increased to 23 (19% of
T2 respondents). They still primarily wanted to know the implications of the results for them
(n =7). Thirty-six patients (30% of T2 respondents) reported that improvements could be made in the
information provided, most importantly in explaining the exact implications of the results for them
(n =9), providing better explanation in general (n = 7), and better educating healthcare practitioners
(n=4).

A detailed evaluation of the PGx result letter is presented in Supplementary Results Section
S5. In summary, some patients wished to receive more and different information than provided in
this study.

3.10. Discussing PGx Screening Results with Patients: Patient Surveys

After receiving the PGx screening results, 47 patients (35% of T1 respondents) believed a healthcare
practitioner should always discuss these results with them, 29 (21%) only if patients express the need,
and 33 (24%) only if the results have consequences. Twenty-six (19%) thought the results should
not be discussed with them at all. According to patients, the preferred healthcare practitioners to
discuss PGx screening results are the treating physician in the hospital (n = 80, 44%), GP (n = 47, 26%),
clinical geneticist (n = 30, 16%), or pharmacist (n = 22, 12%).

After receiving the PGx screening results, 101 patients (74% of T1 respondents) planned to discuss
them with their treating physician, with 44 patients (37% of T2 respondents) reporting having done so
after follow-up in a regular appointment and 6 (5%) reporting having done so in a separate appointment.
In total, 101 conversations about PGx screening results between patients and healthcare practitioners
were scored by patients (46% physician, 21% community pharmacist, 21% GP, 8% physician from
another hospital, 2% home nurse, 2% thrombosis care, and 1% nursing home). Seventy-one percent
of these conversations were scored as “(very) good”. In one case, the conversation was scored as
“good”, but the patient reported that the healthcare practitioner did not (fully) understand the results.
Thirteen percent of conversations were scored as “(very) bad”. In two cases, the conversation as such
was scored as “(very) bad” even though, on a positive note, the healthcare practitioner had started
using the PGx results (Figure 2).
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Figure 2. Conversation scores for the discussion of pharmacogenomic test results with healthcare
practitioners. The number of conversations between patients and different healthcare practitioners,
the score patients gave to those conversations, and the supporting arguments for the score given.

3.11. Discussing PGx Screening Results with Patients: Healthcare Practitioner Surveys

Sixteen community pharmacists (36% of respondents), eight hospital pharmacists (62%) and
13 physicians (62%) believed that PGx screening results should always be discussed with patients by a
healthcare practitioner, with eight (18%), two (15%) and five (24%), respectively, believing it should
only be done if a patient expresses the need and 19 (42%), three (23%) and three (14%), respectively,
only if the results have consequences. Two community pharmacists (4%) did not believe results should
be discussed with patients at all. Community pharmacists primarily placed the responsibility for
discussing PGx screening results with patients in the hands of the treating physician in the hospital
(n =26, 38%) or pharmacist (1 = 21, 31%), and to a lesser extent with the clinical geneticist (n = 13, 19%).
Hospital pharmacists also primarily placed this responsibility in the hands of the treating physician in
the hospital (n = 11, 39%) or pharmacist (n = 8, 29%), and to a lesser extent with the GP (n = 4, 14%) or
clinical geneticist (n = 4, 14%). Physicians primarily indicated that they, as treating physicians in the
hospital, should discuss PGx screening results with patients (n= 19, 59%), followed by the pharmacist
(n=7,22%) and the GP (n = 3, 9%).

Community pharmacists were asked what they planned to do with the PGx screening results they
had received (T1). All plans reported for PGx screening results are shown in Figure 3. Although four
community pharmacists reported that PGx screening results should always be discussed with the
patient by a healthcare practitioner, preferably the pharmacist, none of these four pharmacists reported
that they themselves intended to discuss the results with their patients.

Five out of six hospital pharmacists, and all eight physicians who discussed PGx screening results
with patients and/or other healthcare practitioners felt they had sufficient knowledge to do so. None of
them reported questions about PGx that they were unable to answer.

3.12. Responsibility for Application of PGx Screening Results in Patient Care

Healthcare practitioners were also asked about whom they regarded as having the final
responsibility for the application of PGx screening results in patient care. The results are presented in
Table 2 and show that the majority of physicians reported that this responsibility lies with the prescriber.
Hospital pharmacists largely agreed with this, although a notable group also reported the pharmacist
as responsible. Community pharmacists were more divided and specifically indicated that there is a
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shared responsibility. In summary, the allocation of responsibility for the application of PGx screening
results in patient care is currently unclear.

Community pharmacists’ plans for PGx screening results
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Figure 3. The steps which community pharmacists reported they would take after having received
pharmacogenomic screening results.

Table 2. Final responsibility for the application of pharmacogenomic screening results in patient care.

Responsible Person Community Pharmacists Hospital Pharmacists Physicians
Pharmacist 18 (39%) 5 (38%) 2 (9.5%)
Prescriber 10 (22%) 8 (62%) 16 (76%)
Clinical geneticist 7 (15%) - 2 (9.5%)
General practitioner - - -
Other -

Shared responsibility in general 5 (11%)

Pharmacist and prescriber are jointly responsible 4 (9%)

Pharmacist, providing sufficient information transfer 1(2%)

Depending on drugs prescribed - 1(5%)

Other 1 (2%)

3.13. Identified Practical Barriers and Facilitators

An overview of the identified practical barriers and facilitators within the various themes discussed
above, as perceived by healthcare practitioners and patients, is presented in Table 3.

Table 3. Barriers and facilitators to pharmacogenomic screening implementation.

Perceived by Stakeholder

Patient Community Pharmacist Hospital Pharmacist Physician
Barriers
Practical experience is limited No Yes Yes Yes
Need for further . No Yes Yes No
postgraduate education
Rely on Forr}puter systems No Yes Yes Yes
for application
Need for .edu.catlon about No Yes Yes Yes
PGx application
Practical barriers within No Yes Yes Yes

computer systems
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Table 3. Cont.

Perceived by Stakeholder

Patient Community Pharmacist Hospital Pharmacist Physician

Lack of information, specifically
about exact implications of PGx Yes No No No
screening results

Unclear allocation of
responsibilities among Yes Yes Yes Yes
healthcare practitioners

Facilitators

Positive attitude towards PGx Yes Yes Yes Yes

DPWG guidelines are generally

well adhered to No No No Yes

4. Discussion

This study identified practical barriers and facilitators within various themes, as perceived by
healthcare practitioners and patients, to the use of PGx screening results and associated DPWG
recommendations in a Dutch outpatient hospital care setting (Table 3). As some of the survey questions
dealt with the actual outcome of PGx testing, we discuss these first.

4.1. Frequencies of PGx Variants and DGIs

We confirmed that actionable PGx variants are present in the majority of the patient population of
outpatient clinics in frequencies comparable to those reported in the literature (Table S4). Since the
majority of new prescriptions during follow-up originated from the GP, and drugs prescribed by GPs
were not considered in our study, the number of DGIs we report is likely an underestimation. It is
important that the number of DGIs is determined in more detail for a variety of patient populations in
order to assess the value of PGx for individual patients.

CDS searches were performed in only four patients with a DGI, but recommendations were shown
for more patients. This is explained by the fact that an alternative drug without a DGI was prescribed
following the recommendation shown or because drugs were not prescribed directly following the
search. The latter is illustrated by the search types we could distinguish. Some searches concerned past
or future treatment, and prescribers also checked drugs they did not want to prescribe at that moment,
for example, commonly used treatment alternatives or drugs that were suggested in a recommendation.
Furthermore, it is likely that prescribers started to remember the recommendations for DGIs they had
encountered previously and did not perform a CDS search every time. The number of CDS searches
reported is therefore likely to be an underestimation of the actual number of times prescribers dealt
with PGx results.

From the actionable recommendations evaluated, we conclude that DPWG guidelines are
generally well adhered to, although the practical application can transcend guideline recommendations,
and application is thus not always straightforward.

4.2. Practical Barriers and Facilitators

In agreement with the literature, our results show that current practical experience with PGx is
limited, even though DPWG guidelines have been available nationwide since 2006 [2,4,7]. A lack of
knowledge and training among healthcare practitioners has previously been reported as a barrier to
PGx implementation [1,8-10,12,13]. The community and hospital pharmacists in our study reported
wanting more education about PGx for themselves and pharmacy staff. Physicians in our study did not
report this, which does not directly imply that they have enough knowledge or skills, given that some
also reported not feeling ready to apply PGx in daily practice. While physicians themselves perceived
the general introduction and presentation of DPWG guideline recommendations provided in this
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study as sufficient, some patients wanted physicians to be better informed. According to these patients,
some physicians were unable to provide sufficient explanation or did not fully understand the results.
Our findings suggest that postgraduate education could increase the ability of healthcare practitioners
to apply PGx in practice. Due to the explorative nature of our study, we can only speculate that the
currently available training may not correspond well with practical needs (specifically on the topic of
communication with patients), that training may not be optimized for physicians, that physicians may
be unaware of their lack of knowledge and skills, or that physicians may have a lower demand for
in-depth knowledge about PGx in general compared to pharmacists. Further research is needed to
investigate the details underlying this barrier.

Literature reports that recognition of the clinical utility of PGx is a facilitator for implementation
and that disbelief is a barrier [§-10,12,13]. In our study, patients were positive about PGx, including its
expected clinical utility, regardless of the occurrence of DGIs during their treatment, whereas healthcare
practitioners were generally positive about the clinical utility, although some did not feel ready to
apply it in daily practice. These results should, however, be interpreted with caution because patients
and healthcare practitioners who recognized the clinical utility were more likely to participate in this
study and our study size was limited. In addition, patients and physicians were recruited from only
two outpatient clinics, Psychiatry and Internal Medicine, and this may have influenced the outcome,
for example, because practical use of reactive PGx testing is relatively common in psychiatry compared
to other medical fields.

In our study, PGx screening results were reported directly to patients by mail without the presence
of a healthcare practitioner. In the absence of a standardized reporting format for PGx testing results,
which has previously been reported as a barrier [9], we drafted a patient result letter with a brief
explanation of the results in laymen’s terms and suggested actions, e.g., that the patient discusses their
results with their current healthcare practitioners and share results with any new ones. Considering
that pharmacotherapy is often a complex balance between treatment options, effectiveness, (risk of)
ADRs, co-morbidities, and co-medication, it is our view that communicating the implications should
be up to the individual healthcare practitioner and should be tailored to the individual patient at the
time it is relevant. Patients should only have to know when to share the PGx screening results with
their healthcare practitioner, e.g., in those cases where that information is not routinely included in
their EHR. While the patient result letter was developed based on feedback from patients in focus
groups prior to the study, our results indicate that some patients wanted to receive more and different
information than provided. Most importantly, patients repeatedly reported wanting to know the
exact implication of the PGx screening results for them, e.g., the level of dose adjustment or suitable
alternative drugs. However, not all patients desired this depth of information, implying that one format
for reporting PGx results to all patients would not suffice. An electronic personal health environment
could present information to patients about their PGx screening results while containing multiple
layers of information that enable them to receive the depth of information they desire, while also
providing a standardized reporting format for PGx results and a way for patients to easily share their
results with their healthcare practitioners.

A new barrier emerged from our study: the unclear allocation of responsibilities among healthcare
practitioners. The majority of patients reported that PGx screening results should be discussed with
them by a healthcare practitioner but had differing preferences for which healthcare practitioner
should be responsible. We also found that healthcare practitioners themselves perceived they had a
shared, and therefore still unclear, responsibility for discussing PGx screening results with patients.
It was also unclear to both patients and healthcare practitioners at what point in the treatment
process PGx screening results and their implications should be discussed, if ever. It is also unclear
which healthcare practitioner is ultimately responsible for the application of PGx screening results
in different patient care situations. Furthermore, a group of patients reported their current drugs
were not reviewed by a healthcare practitioner even though they desired this (data presented in
Supplementary Results Section S1). Although some patient’s drugs may have been reviewed without
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their knowledge, these results underline the importance of clear communication with patients and
expectation management. In addition, we should be aware of the risk of suboptimal pharmacotherapy
in situations where patients are unassertive or have a more “wait-and-see” attitude because it is
unclear which healthcare practitioner is responsible for discussing and applying PGx in practice.
In our opinion, it should never be the patient’s responsibility to make sure PGx screening results are
discussed and/or applied. Overall, this newly identified barrier needs to be addressed to facilitate the
responsible implementation of PGx screening. However, this may not be easily done nationally or
internationally, as the interactions between healthcare practitioners can be highly variable between
countries, regions, and even healthcare organizations or healthcare practitioners. As we identified
this barrier in our limited local setting, additional research is needed to identify whether an unclear
allocation of responsibilities is also a national/international barrier.

For logistical reasons, CDS software was only available as a separate tool outside the EHR in
which the drugs are prescribed during our study, which presented a barrier for physicians to consider
PGx screening results during prescription. This approach was taken because the availability of CDS
software was deemed crucial in our pre-pilot study (see Supplementary Methods Section S2), which is
supported by the literature [7,12,13]. In response to our explorative pilot study, PGx-based medication
surveillance has now been incorporated into our hospital EHR (since July 2020) in order to facilitate the
application of DPWG guidelines for every patient, both those admitted and those treated in outpatient
clinics. The availability of CDS within our EHR is an important and crucial step towards the use of
PGx-based medication surveillance in routine healthcare. However, not all computer systems used by
healthcare practitioners outside of our hospital can handle (all) PGx screening results. Since healthcare
practitioners rely heavily on their computer system for insight into DPWG guidelines during drug
prescription and medication surveillance, the lack of availability of CDS may be an important barrier
within Dutch healthcare in general.

In the Netherlands, PGx testing is currently only reimbursed by the insurer to investigate the
cause of an ADR or as part of an optional reimbursement package. In anticipation of resolving this
financial barrier to the broad implementation of PGx testing and screening, we provided physicians
with the opportunity to perform PGx screening for their patients free-of-charge and with minimal
selection criteria. This study did not address which patients should be screened and at what time point
in their treatment; the costs of PGx screening would be best justified. Further research, including health
technology assessment, should inform policy decision-making on these aspects.

To conclude, our exploratory pilot study confirmed known practical barriers and facilitators and
suggested a new barrier to the implementation of PGx screening, namely an unclear allocation of
responsibilities among healthcare practitioners. With this knowledge, we have more insight into which
facilitators can be leveraged and which barriers need to be overcome to successfully implement PGx
screening in Dutch outpatient hospital care. This study also provides a foundation for more detailed
novel research that will hopefully further aid PGx implementation and contribute to unlocking the
full potential of genome-guided drug prescription to enable personalized medication schemes with
optimized treatment tolerance and response.

Supplementary Materials: The following are available online at http:/www.mdpi.com/2075-4426/10/4/
293/s1, Supplementary Material 1: Patient result letter (English translation); Supplementary Methods;
Supplementary Results; Table S1: Details on custom genotyping panel; Table S2: Overview of the questions included
in the surveys; Table S3: Demographics of participating patients, community pharmacists, hospital pharmacists
and physicians; Table S4: Frequencies of PGx haplotypes and predicted phenotypes. Table S5: Alphabetical list
of abbreviations.
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Abstract: Multiple groups have described strategies for clinical implementation of pharmacogenetics
(PGx) that often include internal laboratory tests that are specifically developed for their
implementation needs. However, many institutions are not able to follow this practice and instead
must utilize external laboratories to obtain PGx testing results. As each external laboratory might
have different ordering and reporting workflows, consistent reporting and storing of PGx results
within the medical record can be a challenge. This might result in patient safety concerns as
important PGx information might not be easily identifiable at the point of current or future prescribing.
Herein, we describe initial PGx clinical implementation efforts at a large academic medical center,
focusing on optimizing three different test ordering workflows and two distinct result reporting
strategies. From this, we identified common issues such as variable reporting location and structure
of PGx results, as well as duplicate PGx testing. We identified several opportunities to optimize
our current processes, including—(1) PGx laboratory stewardship, (2) increasing visibility of PGx
tests, and (3) clinician and patient education. Key to the success was the importance of engaging
clinician, informatics, and pathology stakeholders, as we developed interventions to improve our
PGX implementation processes.

Keywords: pharmacogenetics; pharmacogenomics; implementation; pharmacogenetics service

1. Introduction

Pharmacogenetics (PGXx) is a pillar of precision medicine that aims to improve healthcare by using
genetics to guide prescribing towards safer, more effective medication outcomes. Examples of PGx
include testing for genetic variants in human leukocyte antigen (HLA) presenting genes, to decrease
the risk of serious adverse drug reactions associated with drugs like abacavir and carbamazepine,
and testing for genetic variability in drug metabolizing enzymes, to guide antidepressant dosing.
Despite clinical guidelines and Food and Drug Administration-approved package labeling that provides
recommendations for select medications based on genotype, pharmacogenetic implementation efforts
across the United States are varied in depth and scope [1,2]. Pharmacogenetic implementation pioneers
frequently developed research-based programs where patients consent to broad panel-based testing
that is integrated into electronic systems, to guide drug prescribing [3-6]. Others developed inpatient
clinical programs where single drug-gene pairs were selected and implemented within a specific practice
setting, such as CYP2C19 testing for percutaneous coronary intervention [7-9]. Some organizations
also developed ambulatory pharmacogenetics services where patients are referred to pharmacogenetics
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clinics to help guide and interpret pharmacogenetic testing [10,11]. In the majority of cases of these
early adopters, the institutions identified a single source for PGx testing, such as internal PGx testing
panels, which were customized to the needs of their project, institution, and population.

However, it is unlikely that all health systems will have the capability to establish an
internal pharmacogenetics laboratory, and therefore the majority of clinicians will likely utilize
commercial laboratories, where pharmacogenetic test offerings are increasing [12]. Without dedicated
pharmacogenetics oversight, each clinical specialty within the institution might select a different
laboratory and develop their own test, ordering and reporting the workflow for pharmacogenetic
results in the electronic medical record (EMR). Multiple independent processes confound the integration
of pharmacogenetics into prescribing decisions, and these independent processes might cause decreased
visibility of relevant test results to all clinicians providing care to the patient, especially when the
results are returned as unstructured text documents, such as Portable Document Format (PDF) files.
Multiple groups are creating resources to enable uniform discrete reporting of genetic results in the
EMR, however, widespread adoption is not yet achieved [13-15]. Consistent result visibility is critical
to ensuring appropriate and safe medication use.

Our institution began a pharmacogenetics service in 2018, with the hiring of two clinical pharmacist
specialists focused in PGx implementation. However, prior to the initiation of this service several
clinical service lines already utilized pharmacogenetic testing. We chose to use an evidence-based
approach to determine initial PGx interventions. Therefore, our service focused on developing
standardized strategies for incorporating existing PGx results into the EMR, for all relevant patient care
decisions for gene-drug pairs, with established recommendations for dosing or use, based on Clinical
Pharmacogenetics Implementation Consortium (CPIC) guidelines or Food and Drug Administration
(FDA) package insert information. The description of these implementation efforts are unique
because the strategies for evaluating and integrating existing PGx results are less well described than
implementation of a new PGx-service that sets the testing criteria [16]. We believe that describing our
PGx implementation strategy will be informative for clinicians at institutions that are encountering
external PGx testing. Our processes might help guide opportunities for PGx result integration when
their institution might not have the infrastructure to develop their own pharmacogenetic testing
platforms or large-scale informatics efforts. Herein, we describe our initial processes to identify and
execute PGx-focused interventions, through the optimization of existing pharmacogenetic testing
strategies, implemented at a large academic medical center.

2. Materials and Methods

A retrospective review of pharmacogenetics utilization across the health system was designed
to assist the team with identifying areas where interventions could be made to optimize or expand
existing workflows, improve patient safety, or identify areas for increased education to clinicians.
Our goals were to—(1) identify what PGx tests were being ordered within the institution, (2) determine
the ordering and return the location of the PGx results, and (3) identify what clinical specialties utilized
PGx tests.

After obtaining approval from the institution’s internal review board (HUM00143486), the EMR
was queried for PGx test results from 1 June 2014-31 December 2018. Discrete variables were identified
through DataDirect, an internal, electronic data repository that extracts discrete information from
the institutional EMR [17]. The Electronic Medical Record Search Engine (EMERSE), a free-text
search engine of the EMR, was used to extract additional data of interest that could not be captured
as a discrete variable (e.g., clinical note documentation or text reported lab results) [18]. In both
systems, preliminary searches of laboratory tests, problem list entries, and clinical notes began by
using names of germline pharmacogenes, with guidelines from CPIC or germline genes included
in the FDA Pharmacogenomic Biomarkers table. Searches were then expanded to include names
of pharmacogenetic testing panels, such as Genesight®, to further identify cases of commercial
pharmacogenetic tests, ordered as a panel.
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Once a PGx result was identified in the medical record, additional data were gathered for each
result, such as, ordering workflow, testing laboratory (internal vs. external), location of result storage
in EMR, and format of result in EMR (i.e., discrete vs. text).

In addition to the retrospective chart review, the pharmacogenetics team began informally
surveying providers about their use and perceptions of pharmacogenetics, to determine what services
would be beneficial to clinicians and identify opportunities for education. A pharmacogenetic consult
service was also established and advertised to providers at our institution. This service is available for
any questions related to pharmacogenetics from providers and their patients. Direct consults with
patients can be requested by the provider for either pre- or post-PGx testing and are complete via
telephone. Clinicians can also request post-result interpretations of pharmacogenetics tests ordered
for patients. These interpretations are completed by a clinical pharmacy specialist and returned via a
standard pharmacogenetic note template that includes genotype and CPIC phenotype interpretation,
in addition to patient-specific considerations for prescribing.

3. Results

3.1. Retrospective Chart Review

Between 1 June 2014 and 31 December 2018, 6302 pharmacogenetic test results were identified
for 5663 patients. Thirteen unique pharmacogenes and 16 unique pharmacogenetic test orders were
identified in the EMR (Table 1). Thiopurine methyltransferase (TPMT) was the most commonly
tested pharmacogene, accounting for 50.6% of all PGx tests ordered. TPMT also had the most test
order options, with three distinct tests orderable in the EMR, two enzyme activity assays and one
genotype test.

Table 1. Pharmacogenetic tests identified in electronic medical record from 1 June 2014-31 December 2018.

Test N (%) Laboratory = Order Process  Result Location = Result Format
TPMT enzyme assay 2694 (42.7) External Discrete EMR Results Text
G6PD activity 2122 (33.7) Internal Discrete EMR Results Discrete
HLA-B*57:01 579 (9.2) Internal Discrete EMR Results Text
TPMT Genotype 496 (7.9) External Discrete EMR Results Text
Genesight® 200 (3.2) External External Noctlei/rll\i/lceacllia NA
UGT1A1 Genotype 178 (2.8) Internal Discrete EMR Results Text
IL28B Genotype 15(0.2) External Discrete EMR Results Discrete
HLA-B*15:02 5(0.08) Internal Discrete EMR Results Text
DPYD Genotype 5(0.08) External Non-discrete EMR Results Text
CYP2D6 Genotype 4 (0.06) External Non-discrete EMR Results Text
CYP2C9/VKORCI1 genotype 2(0.03) External Non-discrete EMR Results Text
HLA-B*58:01 1(0.02) External Non-discrete EMR Results Text
Drug metabolizing enzyme panel 1(0.02) External Non-discrete EMR Results Text

EMR—electronic medical record, discrete—reportable and measurable data in EMR, and non-discrete—non-measurable
data in EMR.

Three unique test ordering processes were identified—(1) discrete order in EMR, meaning the
test order could be searched in the EMR, (2) non-discrete order in EMR, meaning the test result was
within the EMR but the test was placed as a “miscellaneous” order, and (3) external-to-EMR orders,
where the test order was placed directly through the commercial laboratory. Ten of the 16 PGx tests
were available as discrete orders in the EMR, 5 were available as non-discrete orders in the EMR,
and one was ordered external to the EMR.
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Of the 15 PGx tests that could be ordered in the EMR, four were performed by an internal laboratory
and all were discrete orders. The remaining EMR-orderable PGx tests, whether discrete or non-discrete,
were sent to external laboratories. All tests that were ordered within the EMR had the test results
displayed within the results section of the EMR. Two of the PGx test results were reported as a
discrete genotype or phenotype (IL28B and G6PD), while all other PGx test results were reported in the
laboratory results, as text comments based on the original laboratory report.

The only way to identify that an external-to-EMR PGx test was completed for a patient was to
search for clinician documentation in an encounter note. Allidentified cases were for a pharmacogenetic
panel test that was focused on psychotropic prescribing, and searching for the name of the test panel
was the most efficient way to identify cases. In 58% of the identified cases, the genotype result for
the patient was identifiable, most commonly through a scanned PDF of the laboratory report that
was uploaded into the EMR. Although clinicians mentioned testing was performed in clinical notes,
they rarely reported the genotype results for the patient in the associated documentation.

The overall volume of PGx tests did not vary from year to year, although the proportion of IL28B
tests decreased over the study period, while the proportion of Genesight® panel tests increased over
the study period, likely reflecting practice changes over the study period.

3.1.1. Duplicate Test Results

Although the median number of pharmacogenetic tests per subject was 1, the range of tests per
subject was 1-8. Therefore, we evaluated the prevalence of duplicate pharmacogenetic tests.

Overall, 12% of patients (n = 680) had >1 result for the same pharmacogenetic test in the EMR,
during our study time frame. This was most common for patients with TPMT testing (15%), followed by
those with G6PD testing (6.8%), then HLA-B*57:01 (3%), and UGT1A1 genotype testing (2.2%).
The median number of duplicate tests per patient was 2 (range 2-8). For HLA-B*57:01, and UGT1A1
genotypes, 100% of the duplicate orders occurred during unique patient appointments. For TPMT,
73% of duplicate test orders occurred in unique appointments, while the remainder of duplicate tests
were ordered at the same appointment. Sixty percent (n = 319) of patients with > 1 TPMT test had
multiple TPMT enzyme assay tests, 33% had an enzyme assay and genotype test, and the remainder had
multiple TPMT enzyme assays and a genotype test. The large proportion of testing repeated at separate
patient appointments suggests the first test result might have been missed by the ordering clinician.

3.1.2. Pharmacogenetic Problem List Entries

Seventy-seven subjects had pharmacogenetic problem list entries for 13 different pharmacogenes
(Table 2). A corresponding pharmacogenetic test result was identified in the EMR for 54 (70%) of these
PGx problem list entries. The majority of the problem list entries provided information about the gene
that was tested, but limited the information about the identified genetic variant or phenotype to allow
for clinical application.

130



J. Pers. Med. 2020, 10, 154

Table 2. Pharmacogenetic problem listing the entries identified in electronic medical record (EMR).

Gene Problem List Entry N
Intermediate TPMT activity 33

TPMT TPMT intermediate metabolizer 1
Poor metabolizer of azathioprine 1

Thiopurine methytransferase deficiency 1

RYRI Monoallelic mutation of RYR1 14
Biallelic mutation of RYR1 2

CYP2D6 deficiency 2

CYP2Dé6 Cytochrome p450 2D6 enzyme deficiency 2
Poor drug metabolizer due to cytochrome p450 CYP2D6 variant 2

DPD DPD Deficiency 6
Monoallelic mutation of CYP2C9 gene 1

CYpP2c9 CYP2C9 deficiency 2
CYP3A4 Ultra-rapid metabolizer associated with CYP3A4 2
Cytochrome p450 3A4 enzyme deficiency 1

CACNI1S Monoallelic mutation in CACN1S 2
CYP1A2 CYP1A2 gene mutation 2
CYP2C19 intermediate metabolizer 1

CYpP2c19 Cytochrome p450 2C19 enzyme deficiency 1
. CYP gene mutation — unknown type 1

CYP mutation Mutation of liver cytochrome that can lead to impaired drug metabolism 1
MTHEFR Biallelic mutation of MTHFR gene 1
CYP2B6 CYP2B6 intermediate metabolizer 1
CYP3A5 CYP3A5 gene mutation 1

3.2. Clinical Services

Based on the findings of the retrospective evaluation, we developed additional pharmacogenetic
services in the form of clinical decision support to improve PGx-associated workflows. To improve
result visibility, we added the relevant pharmacogenetic test result to the medication order screens for
abacavir and thiopurines. To address the high rates of duplicate testing, we began the development
of clinical decision support, which was implemented for HLA-B*57:01 and TPMT. Both passive and
active clinical decision support (CDS) strategies were used to notify clinicians that a pharmacogenetic
test result was either missing for a relevant medication order, or was already available for a duplicate
laboratory order (Figure 1). CDS was also developed to notify clinicians of a high-risk result for the
HLA-B*57:01 genotype, which was reported as an unstructured text comment in the EMR. Using custom
structured query language, test results were extracted and were subsequently stored in the EMR
as discrete data elements. We compared the rate of patients with a duplicate TPMT test order for
6 months pre- and post-CDS implementation. In the pre-CDS period (1 April 2019-1 October 2019),
for 17.6% of patients, the TPMT test order placed in this time period was a duplicate test; in the
post-CDS period only 9.6% of patients had a duplicate TPMT order placed. No duplicate test alerts
fired for HLA-B*57:01 in the post-CDS time period.
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A. Passive BPA for abcavir and HLA-B*57:01

abacavir (ZIAGEN) 300 mg tablet + Accept | X Cancel
her
Abacair Hypersensitivity (HLA-B*57:01 Positive)

Reference 1. Micromedex 2. Lexi-Comp (Pediatric Dosing) 3. Black Box Warning
Links:
Order Inst.: | Positive HLA-B 57:01 Result Date: 08/06/2018 |
Product: ABACAVIR 300 MG TABLET
Sig Method: SN e  Use Free Text  Taper/Ramp  Combination Dosage
Dose: 300 mg 600 mg

Aemeacibad Aman. AAA aa

B. Active BPA for duplicate HLA-B*57:01 test

BestPractice Advisory -

(@ Duplicate HLA-B*57:01 Test

This patient has
a positive HLA-B 57:01 result from: 08/06/2018

Repeat testing is not recommended. See CPIC clinical guidelines for
more information.

Click HERE to provide feedback on this BPA

Remove the following orders?

1) Disease Assoc - ABACAVIR HYPERSENSITIVITY (HLA-B*5701)
emove Keep

Expires: 5/9/2020, Routine, Lab Collect

Acknowledge Reason

See comments

 Accept

Figure 1. Sample screenshots of pharmacogenetic best practice advisory (BPA) alerts. © 2020 Epic
Systems Corporation.

While evaluating the discrete test orders, we also identified there was a cost difference between
the two available TPMT enzyme assays, with no strong clinical indication to prefer one test from the
other. We therefore worked with the laboratory formulary committee and clinicians who utilized this
testing to decrease the number of TPMT enzyme assay orders in the EMR, to decrease the overall costs
of testing. The overall estimated cost savings for the institution based on these interventions was
approximately $47,000 annually.

In addition to clinical decision support, the pharmacogenetics service provided both education
and clinical consultation, based on the findings of our initial inquiries. In terms of educational efforts,
a grand rounds presentation was provided to the department of pharmacy, as well as small group
education with pharmacists on the CDS interventions discussed above. Education and outreach efforts
with non-pharmacists were primarily focused on services that utilized the external-to-EMR test orders.
The education sessions varied, but frequently covered a review of pharmacogenetics, introduction to
pharmacogenetics resources such as the Clinical Pharmacogenetics Implementation Consortium,
discussion on how to interpret PGx test results, and potential limitations of pharmacogenetics.
Approximately 200 clinical pharmacogenetic consults were completed to date via the consult service,
primarily in ambulatory psychiatry, for assistance with the interpretation of commercial laboratory
psychotropic pharmacogenetic panels.
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4. Discussion

Through this investigation, our team identified multiple opportunities for pharmacogenetic
interventions to optimize pharmacogenetic testing strategies that already existed within our institution,
and to increase the integration of these results into prescribing decisions. There was substantial
heterogeneity in terms of both the test ordering and test resulting procedures within our institution.
Additionally, we unexpectedly discovered that many patients had duplicate pharmacogenetic testing
performed. These findings were not previously described in the pharmacogenetics implementation
literature, but are likely true at many institutions where the clinical service lines developed independent
strategies for using PGx testing. All of these discoveries present opportunities for pharmacist-led,
PGx-focused interventions that have the potential to decrease costs and improve patient safety.

Laboratory stewardship is the process of improving patient safety by ensuring that appropriate
tests are ordered, returned, and interpreted correctly for patients, while maintaining and developing
testing protocols that are fiscally responsible [19]. Pharmacists, and other PGx-trained clinicians,
can play a significant role in PGx laboratory stewardship within their institutions, by helping to
identify inappropriate testing, as well as comparing different testing strategies. This could present
opportunities to improve test ordering and resulting workflows, as well as identify cost-saving
opportunities, such as our intervention to remove a more expensive, but clinically comparable,
TPMT enzyme assay. Although this process does not directly impact the daily pharmacist workflows,
it helped to develop and establish mutually beneficial projects for pharmacy, pathology, and clinicians.

Ideally, all PGx results would be available in a discrete format in one location in the EMR,
however, there are substantial barriers to deploying this strategy that might not make it feasible
at all institutions. Use of pharmacogenetics is likely to increase and so pharmacists should work
to develop strategies to document pharmacogenetic results into the EMR, regardless of the testing
source, to improve result visibility and ease communication of test implications. Our initial strategy
for improving documentation is a standardized note template that includes the genotype result and
uses standardized CPIC phenotype terminology. One primary goal of the result interpretation was to
specifically address issues related to psychotropic panel testing. First, the products currently used by
our providers only describe pharmacogenetic guided recommendations for psychotropic medications,
when the PGx result might be applicable to other drug classes. An example is CYP2C19 testing,
where clinical recommendations currently exist for psychotropic, cardiovascular, and antifungal
agents [20-23]. Providers might not be aware of the non-psychotropic implications of the PGx result
and these potentially significant drug—gene interactions might be missed. Secondly, the laboratory
interpretations do not consider other patient-specific factors that might impact result interpretation of
pharmacogenetics, such as renal and hepatic function and drug-drug interactions. Finally, many of
the genetic results are not consistently interpreted into pharmacogenetic phenotypes by different
labs [24]. This results in variable interpretations that are sometimes at odds with recommendations
from pharmacogenetic guidelines. As our consultation translates the genotype result into a phenotype,
based on the CPIC standardized phenotype definitions, results for all patients with consultations
show a consistent interpretation. Although this process has limitations, it overcomes many barriers
to the traditional storage of PDF lab reports, in that, it is searchable in the EMR, improves the
visibility of the genetic results, and overcomes the barrier of variable phenotype interpretations
by commercial laboratories that could be inconsistent with interpretations from pharmacogenetic
guideline organizations [24].

As described by others, when implementing new clinical services, each of these interventions
required the engagement and buy-in of relevant stakeholders. The first step of clinician engagement was
educating them on the current state of testing in their practices and presenting potential interventions
to optimize the existing process. Once clinician buy-in was achieved, we then engaged pathology
and health informatics to further evaluate and approve these interventions. Many PGx programs
described establishing pharmacogenetics oversight committees that include stakeholders and provide
approvals for all PGx-related testing and interventions [3,25]. The development of this type of
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oversight committee might represent a barrier to PGx implementation for some institutions, as it
might not fit in the existing committee structure or might have too much overlap with other existing
committees. We demonstrated that pharmacogenetic interventions can be successfully deployed
without establishing a PGx-focused oversight committee, as long as all relevant stakeholders are
involved in the development of the interventions.

There are some limitations to the approach we took to conduct our retrospective review of
pharmacogenetics at our institution. Although the queries were completed with extensive terminology
in multiple data tracking systems, cases of PGx testing might still have been missed. The EMERSE
system helps to minimize this risk, by allowing for “synonym” searches for common alternative or
misspellings of the query word, however, some terms might still have been missed in the clinician
documentation [18]. Additionally, external results are frequently stored as scanned PDFs in the EMR
and there is currently no query method to evaluate this PDF data at our institution. This complication
implies that it is likely that additional cases of both single-gene and panel-pgx tests could have been
missed in this preliminary search, if they were not also reported in the clinical note format. As thisis a
challenge many institutions likely face, it highlights how clinicians need to be proactive in identifying
what PGx testing is occurring within their practice areas and across their institution to ensure they can
be incorporated into relevant patient-care decisions.

Until pharmacogenetic tests are reported as discrete results from all laboratories into all EMRs,
interim strategies for capturing pharmacogenetic results will be needed. Clinicians have, and likely will
continue, to independently integrate relevant PGx tests into their practices as new PGx associations are
discovered. Pharmacists and other PGx-focused clinicians can have a significant impact in optimizing
the use of pharmacogenetic tests within their institutions, by contributing to laboratory stewardship,
providing education, and providing support for patients and providers on PGx result interpretation.

5. Conclusions

Herein, we described the initial processes we developed to establish a PGx-service focused on
optimizing the workflows and visibility of existing PGx test orders within our institution. We were
able to establish a consult service, with a standard documentation strategy to improve result visibility
and develop CDS tools within the EMR, to identify patients who might require PGx testing and
prevent duplicate PGx test orders. Successful implementation of services required an assessment of
PGx utilization, engagement, and support of relevant stakeholders, and collaboration with informatics.
Ideally further integration of test results into the EMR as discrete data would allow for additional CDS
development, particularly for results from external laboratories.
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Abstract: As pharmacogenomic (PGx) use in healthcare increases, a better understanding of patient
needs will be necessary to guide PGx result delivery. The Coriell Personalized Medicine Collaborative
(CPMC) is a prospective study investigating the utility of personalized medicine. Participants received
online genetic risk reports for 27 potentially actionable complex diseases and 7 drug—gene pairs and
could request free, telephone-based genetic counseling (GC). To explore the needs of individuals
receiving PGx results, we conducted a retrospective qualitative review of inquiries from CPMC
participants who requested counseling from March 2009 to February 2017. Eighty out of 690 (12%)
total GC inquiries were focused on the discussion of PGx results, and six salient themes emerged:
“general help”, “issues with drugs”, “relevant disease experience”, “what do I do now?”, “sharing
results”, and “other drugs”. The number of reported medications with a corresponding PGx result
and participant engagement were significantly associated with PGx GC requests (p < 0.01 and p < 0.02,
respectively). Our work illustrates a range of questions raised by study participants receiving PGx
test results, most of which were addressed by a genetic counselor with few requiring referrals to
prescribing providers or pharmacists. These results further support a role for genetic counselors in
the team-based approach to optimal PGx result delivery.

Keywords: pharmacogenomics; return of results; genetic counseling; qualitative

1. Introduction

Pharmacogenomics (PGxs) is a rapidly growing segment of precision medicine projected to
reach a market size of USD 9.9 billion globally by 2025 (https://www.researchandmarkets.com/rep
orts/4801556/global-pharmacogenomics-market-2019-2025). There are over 250 drugs approved by
the United States Food and Drug Administration (FDA), with labels containing pharmacogenetic
information (https://www.fda.gov/drugs/science-and-research-drugs/table-pharmacogenomic-bioma
rkers-drug-labeling; accessed on 22 January 2020). In October 2018, the FDA granted 23andMe
the first and only authorization to sell a PGx test that reports on 33 pharmacogenetic variants
directly to consumers [1]. Aside from 23andMe, a growing number of clinical laboratories currently
offer PGx testing, with many allowing consumers to initiate testing via an independent ordering
provider rather than their personal physician. Outside of the consumer-driven genetic testing
marketplace, there are large research initiatives like the National Institutes of Health’s All of Us
Research Program that is planning to return pharmacogenomic test results to as many as one million
participants (https://news.nnlm.gov/psr-latitudes/nih-all-of-us-research-program-plans-genome-se
quencing-and-genetic-counseling-for-participants/; posted on 21 August 2019). As the availability
and use of pharmacogenomic (PGx) information in healthcare increases, a better understanding of
the informational needs of individuals receiving this information will be necessary to help guide PGx
result delivery.
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There is relatively little information published on the extent to which patients understand PGx
test results. Lemke and colleagues [2] surveyed 57 patients from NorthShore University Health System
in suburban Chicago, Illinois, USA, who had undergone a 19-gene panel PGx test through either a PGx
clinic or by direct access in-home testing. Participants were mostly female (72%), Caucasian (98%), and
educated (93% with some college or more). Clinic patients received a discussion of benefits, risks, and
limitations of PGx testing from a PGx specialist prior to sample collection in the clinic. Direct access
patients watched a 4 min video covering the same topics prior to sample collection in their home.
Results were returned to patients and placed in the electronic health record with the PGx clinic team
available to answer questions. When surveyed 4 to 8 weeks after result receipt, the majority (63%) of
these patients reported that they strongly agreed or somewhat agreed with the statement “I have a
clear understanding of my test results from PGx testing”. About 25% markedly disagree or strongly
disagreed in response to this statement. Forty percent reported feeling confused by their PGx test
results “often” or “sometimes”. Forty percent indicated that they “looked up additional information”
about their PGx results after discussing them with a provider, and 36% said that they wanted more
follow-up discussion on their PGx results with their healthcare provider. The only difference in findings
between the clinic and direct access was that clinic patients had a higher self-perceived understanding
of their PGx test results than direct access patients (77.3 vs. 51.5%; p = 0.06). A third of patients
commented in the open text at the end of the survey, and the need for additional education in results
explanation was a key issue raised.

Haga and Liu [3] conducted an online survey of 99 individuals who had subscribed to a newsletter
offered by Genelex, a United States-based commercial PGx laboratory. Respondents were mostly
female (76%), Caucasian (93%), educated (60% with Bachelor’s degree or higher), and older (majority
50-59 years, range 18-80+). Most (91%) had PGx testing through Genelex, and 48% had tested more
than one year from survey completion. Most (87%) had received their results in-person with the
remainder by phone or by email. Approximately half of the respondents reported viewing one or more
of four Genelex educational web pages. Forty-three percent felt that they understood their PGx test
results very well, 39% indicated that they “somewhat” understood their PGx results, and 11% reported
that they did not really understand their PGx results. No significant association between education
level or educational web page viewing and understanding of PGx test results was observed.

The Mayo Clinic Right Drug, Right Dose, Right Time Protocol (RIGHT Protocol) is a preemptive
PGx study of 1013 individuals selected from the Mayo Clinic Biobank based on age, sex, and race.
Olson et al. [4] surveyed 869 participants who had received CYP2D6 metabolizer statuses via the
RIGHT Protocol. Respondents were mostly Caucasian (98%), female (55%), educated (57%—4 or
more years post-secondary), and aged 58.9 + 5.5 years on average. Study participants received a
result summary letter via mail along with an educational brochure with one page of information on
how to sign in to the Mayo Clinic Patient Portal to access results, two pages of education on PGx
testing and CYP2D6, a 9-page survey and a postage-paid envelope to return the survey. The majority
(67%) of study participants responded that they either completely or mostly understood their CYP2D6
result when asked, “How well do you feel you understand or don’t understand your CYP2D6 test
result?” About a third (33%) responded that they either only somewhat understood (26%) or did not
understand their result at all (7%). Education was the only relevant predictor, with those reporting
high school or less or some college being 1.6 times as likely to report understanding somewhat or not
at all compared with those who had a four-year college degree or greater education level. Over half
(53%) of the 499 participants who logged in to view their result on the patient portal agreed with the
statement, “It was easy to understand my pharmacogenomic result in the Patient Portal”, while 33%
disagreed. When asked to comment on confidence level in their ability to explain their CYP2D6 result
to a friend or family member, 38% responded “somewhat confident”. Responses varied by education
level with 13% of high school or less and 23% graduate/professional degree holders reporting that they
were “extremely confident”, while 30% of high school or less and 18% of graduate/professional degree
holders reported being “not at all confident” in their ability to explain results to others.
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Limited studies to date have commented on patient understanding of PGx test results. Several
have found that even among well-educated patients, there remain significant gaps, and, therefore,
opportunities for improvement upon PGx result return approaches. Here we describe the informational
needs of individuals receiving PGx test results through an online web portal as part of their
participation in the Coriell Personalized Medicine Collaborative (CPMC), a large prospective precision
medicine study.

2. Materials and Methods

We conducted a retrospective qualitative review of genetic counseling session summaries from
participants who requested counseling to discuss their CPMC PGx results. The Coriell Institute for
Medical Research Institutional Review Board reviewed and approved this study. As a retrospective
review of existing CPMC participant records, no additional participant consent was required.

The CPMC, described in detail in Keller et al. [5], is a prospective research study that assesses
the impact of personalized genetic information on disease risk and medication management [6] on
health behaviors and outcomes. CPMC participants must be at least 18 years of age, have a valid,
personal email address, and attend or view a 45 min long informed consent PowerPoint presentation.
The informed consent presentation provides an explanation of personalized medicine, study design
and participation requirements, risks and benefits, examples of potentially actionable health conditions
and drug-gene pairs reported to participants (e.g., coronary artery disease; CYP2C19, and Plavix), and
examples of excluded health conditions (rare, single-gene Mendelian diseases and conditions with no
available medical or behavioral risk reduction). The CPMC defines a “potentially actionable” condition
as a condition for which the risk is likely to be mitigated by either behavior or lifestyle modifications
(diet and exercise, smoking cessation) or by medical actions such as changing a drug or drug dose,
increased screening, preventative treatment, or early intervention [5,6].

Participants provide a saliva sample for genomic analysis (Affymetrix™ Genome-Wide Human
SNP Array 6.0 and DMET Plus Array genotyping chips). The DMET Plus Array assays over 1900 genetic
markers located in genes involved in drug absorption, distribution, metabolism, and elimination
(ADME) [7]. Participants also complete mandatory online questionnaires about their medical history,
family history, medication use, demographics, and lifestyle. Those who complete all required
questionnaires are invited to view their results through a secure web-based portal. During the 6-year
time frame captured by this study, participants received the following PGx results: warfarin (CYP2C9,
VKORC1, CYP4F2), clopidogrel (CYP2C19), proton pump inhibitors (CYP2C19), thiopurines (TPMT),
simvastatin (SLCO1B1), metformin (ATM), and celecoxib (CYP2C9). Example reports for clopidogrel
and simvastatin are displayed in Figure 1.

2.1. Participants

The CPMC is comprised of several cohorts [5,8-13]: a CPMC community cohort recruited from the
general population, a cancer (breast and prostate) cohort recruited through oncologists at Fox Chase
Cancer Center, a chronic disease (congestive heart failure and hypertension) cohort recruited through
primary care physicians or cardiologists at Ohio State University Medical Center, a community cohort
recruited through Ohio State University, and a cohort recruited through the United States Air Force. All
participants are at least 18 years of age and have given written, informed consent to enroll in the study.
No participants were excluded based on comorbidities. In total, information from 690 participant
requests for genetic counseling support was included in the current analysis.
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About Results What Do | Do Now? Result Limitations Methods Print

Your Result Intepretation Your Genetic Result

Clopidogrel (Plavix®)
A medication used to treat acute coronary syndrome and peripheral artery disease, to prevent the formation of blood clots after stent placement,
and to prevent heart attack and stroke.
Interpretation of Your Results

Clopidogrel Poor Metabolizer
also called CYP2C19*4/*4

Poor metabolizers have significantly decreased CYP2C19 activity.

Poor metabolizers are not likely to benefit from taking clopidogrel and may be at increased risk for blood

clots, heart attack or stroke.

Talk to your doctor about alternative medications.

This result may also affect your response to other medications. For more information on other

medications that are affected by the CYP2C19 gene, click here.

Share this information with your healthcare providers.
Do not make any changes to any medication without talking to your healthcare provider.

()

About Results What Do | Do Now? Result Limitations Methods Print

Your Result Intepretation Your Genetic Result How Common

Simvastatin (Zocor®)
Simvastatin (Zocor®) is a statin drug.
This medication is used to lower cholesterol and triglycerides in the blood.
Interpretation of Your Results

Intermediate liver uptake activity
SLCO1B1 Result: SLCO1B1*1/*3

Your combination of genetic variants indicates that you have intermediate SLCO1B1 liver uptake activity.

People with intermediate SLCO1B1 liver uptake activity have a moderately increased risk of myopathy

(muscle weakness) when taking a 40 mg/day or higher dose of simvastatin.

If you are currently taking simvastatin, talk to your doctor about appropriate dosing, monitoring, or

options for treatment with another type of statin drug.

Share this information with your healthcare providers.
Do not make any changes to any medication without talking to your healthcare provider.

(b)

Figure 1. Example Coriell Personalized Medicine Collaborative (CPMC) pharmacogenomic (PGx)
reports. Figure 1 displays example PGx reports for (a) clopidogrel and (b) simvastatin.

2.2. Procedures

Participants included in the current analysis received email invitations to view online genetic risk
reports for up to 27 actionable complex diseases and 7 drug-gene pairs. Participants could elect to view
or not view each report and were encouraged, but not required, to share and discuss their results with a
healthcare provider. Participants had the option to request a telephone genetic counseling session paid
for by the study via email, by phone, or through a secure web portal. All written requests for counseling
(email or web portal requests) and subsequent written communications were stored verbatim, while
the content of telephone genetic counseling sessions was captured in the form of detailed session
summaries which identified participant questions, issues, and information provided. Counseling
notes for 30 telephone genetic counseling sessions and email transcripts for 50 email inquiries made by
CPMC participants between April 2009 and February 2017 were included in this analysis. All genetic
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counseling sessions included in this study were conducted by two licensed board-certified genetic
counselors employed by the Coriell Institute for Medical Research.

2.3. Data Analysis

Genetic counseling session summaries were coded and analyzed via a general inductive approach
to identify themes related to the research questions and study aims. Study investigators compared
coded genetic counseling session summaries, modified codes as needed, and developed rules and
definitions to ensure coding consistency. Codes from this finalized codebook were then applied to each
of the 80 genetic counseling session summaries by two study investigators (TS, AS) with an inter-coder
reliability of 91%. Line-by-line codes were compared for all session summaries, and all instances of
disagreement were resolved by consensus.

We used logistic regression to model whether a participant was more likely to request PGx genetic
counseling as the outcome, with recruitment cohort, gender, education, income, occupation, and age as
demographic covariates, and number of medications, number of medications with CPMC risk reports,
and number of viewed CPMC risk reports as independent variables. We used the step function in R to
choose the demographic model with the lowest AIC: request_PGx_GC~ age + cohort, and then tested
each independent variable with this model.

3. Results

We conducted a retrospective qualitative review of genetic counseling session summaries from
participants who requested counseling to discuss their CPMC PGx results. As of 30 September 2015,
5021 had completed the required baseline surveys, had their sample genotyped, and were provided
with at least 1 PGx result report. Of those 5021 participants with available PGx results, 4779 participants
(95%) chose to view at least one risk report, and 3247 participants (65%) chose to view at least one PGx
result. Of those 4779 who chose to view at least one report, 569 (12%) participants submitted at least
1 request for genetic counseling to a CPMC genetic counselor. Of those 3247 who chose to view at
least one PGx result, 70 participants (2%; also see Figure 2) submitted at least 1 request for genetic
counseling to a CPMC genetic counselor (62 participants submitted 1 request, 7 participants submitted
2 requests and 1 participant submitted 4 requests).

3247 viewed => 70 PGx

5021 received => 1 PGx result 1 PGx result GC

Figure 2. Participation in PGx genetic counseling.

Overall, 73% of the 5021 participants with available PGx results were taking at least 1 medication.
On average, these participants were taking 3 medications. A smaller subset, 22% of participants, were
taking at least 1 of the 7 drugs reported on in the study. A comparable proportion of the participants
requesting genetic counseling for a PGx result were taking at least 1 medication (52/70; 74%). Compared
to the 5021 participant pool, a higher proportion of participants requesting genetic counseling for a
PGx result were taking at least 1 of the 7 drugs reported on in the study (30%; 21/70).

The 5021 participants who received at least one PGx result were primarily Caucasian (88%),
middle-aged (mean: 47, range: 18-94), females (57%) with a Bachelor’s degree or higher (69%); 35%
were employed in a health or science occupation, and 18% reported a household income greater than
USD 100,000 per year. Additional demographic characteristics of the 5021 CPMC participants and the
subset of participants that requested genetic counseling are provided in Tables 1 and 2, respectively.
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Table 1. Participant demographics.

n (5021) % | Range (SD)

Male 2142 43%
Female 2879 57%
Some high school 10 0%
High school graduate 255 5%
Vocational/trade school 28 1%
Some college 678 14%
Associate’s degree 557 11%
Bachelor’s degree 1335 27%
Graduate degree 2152 43%
Do not want to answer 6 0%
<USD 25,000 77 2%
USD 25,000-49,999 267 5%
USD 50,000-74,999 357 7%
USD 80,000-99,999 339 7%
equal or >USD 100,000 913 18%
Do not want to answer 3068 61%
Mean Age 47 18-94 (15)
Caucasian 4395 88%
African American 235 5%
Native American 9 0%
Asian 154 3%
Hawaiian/Pacific Islander 9 0%
Mixed Race 160 3%
Do not want to answer 59 1%

Table 2. Genetic counseling (GC) participant demographics.

All Participants Participants Requesting Participants Requesting
Requesting GC PGx GC Non-PGx GC

1 (569) % | Range (SD) n (70) % | Range (SD) n (499) % | Range (SD)
Male 201 35% 22 31% 179 36%
Female 368 65% 48 69% 320 64%
Some high school 3 1% 0 0% 3 1%
High school graduate 27 5% 9 13% 18 4%
Vocational/trade school 1 0% 0 0% 1 0%
Some college 67 12% 6 9% 61 12%
Associate’s degree 54 9% 7 10% 47 9%
Bachelor’s degree 147 26% 18 26% 129 26%
Graduate degree 268 47% 30 43% 238 48%
Do not want to answer 2 0% 0 0% 2 0%
<USD 25,000 25 4% 2 3% 23 5%
USD 25,000-49,999 72 13% 10 14% 62 12%
USD 50,000-74,999 92 16% 7 10% 85 17%
USD 80,000-99,999 111 20% 17 24% 94 19%
equal or > USD 100,000 262 46% 34 49% 228 46%
Do not want to answer 7 1% 0 0% 7 1%

Mean age 56 23-91 (13) 58 27-86 (12) 55 23-91 (13)

Caucasian 517 91% 64 91% 453 91%
African American 22 4% 1 1% 21 4%
Native American 3 1% 0 0% 3 1%
Asian 6 1% 3 4% 3 1%
Hawaiian/Pacific Islander 0 0% 0 0% 0 0%
Mixed Race 16 3% 2 3% 14 3%
Do not want to answer 5 1% 0 0% 5 1%
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Eighty out of 690 (12%) total GC inquiries were focused on the discussion of PGx results.
Qualitative analysis of these 80 GC session summaries revealed six main themes: (1) general help
(2) issues with drugs (3) relevant disease experience (4) what do I do now? (5) sharing results, and
(6) other drugs. Forty-three (54%) participants had general questions about their PGx results, while
only 7 (9%) were looking for specific guidance on dosing or drug selection. Past issues with drug side
effects (n = 14, 18%), dosing (n = 2, 3%), and efficacy (n = 3, 4%) were also mentioned; some alluded
to a personal (1 = 12, 15%) or family history (1 = 6, 8%) of diseases treated by drugs reported on in
the CPMC study. Seventeen participants (21%) were interested in the availability of PGx results for
other non-study related drugs, while 28 (35%) asked about the impact of currently available PGx study
results on other drugs. Some indicated sharing their PGx results with a doctor (n = 5, 6%), and some
questioned the impact of their PGx results on family members (1 = 5, 6%) (Figure 3).
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Figure 3. Broad PGx GC topical categories.

For the 569 unique participants that requested genetic counseling, recruitment cohort and age
were the only demographic factors retained for the regression modeling (see Methods). The total
number of CPMC risk reports viewed by a participant was marginally associated (p = 0.02) with a PGx
counseling request, and the number of reported medications with a corresponding CPMC PGx risk
report was significantly associated with PGx GC requests (p = 0.007) (Table 3). The following quotes
illustrate key concepts and summaries of participant remarks representing each theme.

Table 3. Logistic regression results.

Eta Standard Error  z-Value  p-Value

Intercept —4.504 0.824 -5.467 0.000

Number of Viewed Reports 0.047 0.020 2.341 0.019
Intercept —6.296 1.980 -3.179 0.001

Number of PGx Report Medications 1.150 0.425 2.706 0.007
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3.1. General Help

The majority of participants requesting genetic counseling for a PGx result (54%) were seeking
general assistance with understanding their CPMC PGx result reports. Participants often alluded to
uncertainty regarding whether they should or should not be taking a given medication based on their
study result.

“I'm a little confused about the warfarin medication results. Currently I do not take warfarin. So,
under (Your Result Interpretation) it states “Intermediate Dose of Warfarin MAY be Needed Based on
Your Combined Genetic Result: CYP2C9*1/*1, VKORC1-AG, CYP4F2-GG”. Is this advising me to
start taking warfarin and seek a prescription...or simply like the other reports keep this in mind if the
need arises that I need to start this drug?”

Some were confused by an “uncertain metabolizer” result, which was issued in instances
of rare alleles, uncertain phase, or missing single nucleotide polymorphism (SNP) data on
research-grade testing.

“In this test my result was referred to as “CYP2C19 *Uncertain (Clopidogrel Metabolizer Status
Uncertain)” While I understand that my genetic combination is not known, that was stated directly
in the results, I am just curious as to what about it is unknown. Does it not have a common singular
response, or is this combination (7 out of 100 according to the “How Common” part of the result) not
studied enough?”

Others were interested in gaining a better understanding of the details or terminology provided
within their report:

“Tt is unclear what AA, GG, TT, etc. mean.”

“You use the term -Clopidogrel Extensive Metabolizer- which offhand is meaningless to me, but after
looking up the term on the web, it apparently means that if I took it, my body would use it well.”

3.2. Issues with Drugs

A quarter of participants requesting genetic counseling for a PGx result did so because of a
personal history of experiencing side effects of a drug (n = 14, 18%), dosing issues with a prescribed
medication (n = 2, 3%), or of lack of efficacy of a prescribed medication (1 = 3, 4%).

“I have high cholesterol and have had adverse effects with other statins. I have not used Simvastatin
and would like to discuss if my results recommend trying this drug.”

“I've been taking Nexium for weeks and it doesn’t seem to be helping my GERD.”

3.3. Relevant Disease Experience

About a quarter of participants (23%) referenced either a personal or family history of a disease
being managed by one of the study drugs within their PGx genetic counseling inquiry.

“I am interested in more information regarding my warfarin results. I'm a physician and I'm fascinated
by the results. During my residency, I suffered a significant supetficial thrombosis is some large
varicose veins. Due to the amount of venous dilation, I was treated with warfarin. If my memory
serves me correctly, I required 10 days of lovenox therapy because of the difficulty getting my INR to a
therapeutic level; I believe my final dose was 20 mg daily.”

“I have a family history of stroke (mother) and she is currently on this medication. In the future, if
this drug is offered, should I decline as it does not look effective in my case?”

144



J. Pers. Med. 2020, 10, 29

3.4. What Do I Do Now?

Nine percent of PGx genetic counseling requests were seeking guidance on more concrete next
steps that should be taken in light of the results. These included determining whether a dose change
may be needed for a currently prescribed medication or whether a change in treatment approach
to a different drug may be indicated by the results. These individuals were referred back to their
prescribing healthcare provider or pharmacist for medication management guidance.

“I am taking Warfarin and would like to know what is a safe dosage for me and what range I should be
in for protection against blood clots.”

“My husband had a stroke and has been told to take Plavix. He is a ultra-rapid metabolizer. What
should we do?”

3.5. Sharing Results

A few participants (n = 10, 12%) referenced a plan to share their PGx results, either with family
members (n = 5, 6%) or with their doctor (n =5, 6%). In some cases, participants were seeking guidance
on which PGx results were worth sharing with family members or physicians. A few participants
mentioned having already shared a PGx result with a physician who also did not know what to do
with the information.

“I need info on my CYP2C9 results and how they are genetically carried to my children. I have a child
in a critical care that may need this info.”

“As an intermediate metabolizer of Plavix, I understand the implications of this finding if my medical
care called for treatment in the future and I will inform my physician about this finding. I am less
certain if the CPMC thinks it wise that I also talk to my physician about my current use of omeprazole
for mild GERD for which, If I understand the findings correctly, I may currently be under-dosed.”

“I took this result (Simuvastatin) to my PCP and he did not know what to do with all this info, and |
did not know either.”

3.6. Other Drugs

Greater than half of all PGx result inquiries alluded to an interest in receiving additional PGx
information. This included requests for future results on drugs not currently included in the CPMC
study (n = 17, 21%) or interest in whether their PGx results impacted the metabolism of drugs that
were not specifically referenced on their study result report (n = 28, 35%). CPMC genetic counselors
responded to requests for additional PGx information by indicating whether the drug had been
considered or approved by the study advisory board for eventual return to participants. CPMC
genetic counselors did not attempt to independently interpret PGx results for drugs not included in the
report interpretation but rather reminded participants of the report disclaimer stating that their result
interpretation applied only to the drug(s) listed on the study report. Among the most common requests
for future results were psychiatric medications (5/17, 29%). Additional medication types requested
included antibiotics, bone health medications (Prolia, Xgeva), benzodiazepines (diazepam, valium),
blood pressure medications (lisinopril), chemotherapeutic agents (Fulvestrant), pain medications
(NSAIDs, Vioxx, codeine), insulin, other cholesterol lowering drugs (Lipitor, Zetia), prednisone, and
tamoxifen. The impact of CPMC PGx results on other drugs was most commonly related to whether
their SLCO1B1-simvastatin results also applied to other statin drugs. Others were interested in whether
their CYP2C19-clopidogrel results also influenced the metabolism of other blood-thinning medications
like aspirin.

“I was wondering if you are doing any work in the area of brain chemistry. I have been diagnosed with
severe depression and we are searching for the optimal medication.”
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“I was wondering if the study will be doing tests for which antibiotics might not work with my genes?”

“Based on my reports I should not take Zocor (Simvastatin). Any information about Lipitor before I
start taking it?”

4. Discussion

Through a qualitative exploration of genetic counseling interactions with participants in a large
precision medicine biobank study, this study identified common questions that individuals have when
receiving preemptive PGx test results. Most participants (54%) had general questions about how
to interpret their PGx results, while only 9% were looking for specific guidance on dosing or drug
selection that required referral to a healthcare provider or pharmacist. Other inquiries were related to
past issues with drug side effects, dosing and efficacy, personal or family history of diseases treated by
drugs reported on in the study, impact of study results on family members, and sharing results with
healthcare providers. Several participants expressed interest in receiving additional PGx results for
other drugs not included in the study. These results highlight for genetic counselors and other health
care providers gaps in understanding of PGx test results, participant reaction to PGx results, as well
as the desire that many expressed for additional PGx result information beyond what was offered
through this study.

Consistent with existing literature on patient understanding of PGx test results, this study
identified gaps in understanding of PGx test results even among a mostly highly educated study
population [2—4,14]. Most participants requesting genetic counseling (54%) were seeking general
assistance with understanding their PGx result reports, often alluding to uncertainty regarding whether
they should or should not take a given medication in the future based on their results. The expectation
for PGx test results to have the potential to inform physician prescribing decisions in a way that
maximizes drug efficacy while limiting adverse reactions has been captured in several other studies,
including studies of participants who have received PGx results [2,3,14-17].

Uncertain results, which were issued in instances of rare alleles, uncertain phase, or missing
genetic data, were a source of confusion as was some of the terminology used on reports to describe
metabolizer status. Others have also documented confusion with PGx test results and the metabolizer
status terminology present in the interpretation of those PGx test results. Lee et al. [16] asked
focus group participants with either prior PGx exposure or none to review educational handouts for
clopidogrel and simvastatin PGx results. Participants expressed concern that only four categories
were examined (poor metabolizer, intermediate metabolizer, extensive/normal metabolizer, ultra-rapid
metabolizer) and wondered if that meant that the testing was either incomplete or too limited in
scope to be useful. The Mayo Clinic Right Drug, Right Dose, Right Time (RIGHT) Protocol study
surveyed 869 participants on their understanding of their CYP2D6 PGx test results and accompanying
educational materials [4]. They asked participants what would have made their results more helpful,
and the most common suggestion was to use layperson’s terms (e.g., extensive metabolizer is not as
clear as “normal” metabolizer), followed by personalizing the result report (e.g., list the drugs that are
impacted by the result) and simplifying the layout and content of the results report (e.g., add a graph
showing where the result is in relation to a “normal” result). Current nomenclature that has replaced
“extensive metabolizer” with “normal metabolizer” may reduce confusion.

As was expected, participants with either a personal or family history of a disease managed by
one of the study drugs were among those placing a PGx genetic counseling request. Many participants
requesting genetic counseling for a PGx result had a personal history of drug side effects, dosing
issues, or lack of response to a medication and were curious if their PGx results validated or explained
that experience.

About 70% of participants in a study that surveyed patients who had PGx testing in either a PGx
clinic or via a direct access in-home test reported feeling validated about their history of previous
drug side effects or lack of efficacy following receipt of PGx test results [2]. Participants in a focus
group study on patient, physician, and pharmacist opinions on PGx conducted by Frigon et al. [15]
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commented on the potential for PGx test results to limit the experience of having a physician discount
a patient’s report of a drug side-effect as a “psychosomatic” event rather than a real drug side effect.
The notion of PGx results potentially leading people to conclude that any and all adverse events
from a drug was due to their genetic make-up was noted by Lee et al. [16] in their focus group study
comparing the attitudes and perceptions of individuals exposed to PGx-guided care versus those
of individuals with traditional care. On the other hand, some studies have found that individuals
receiving PGx test results may be more medication compliant and willing to tolerate some side effects
if PGx testing was utilized to assist with drug and dose selection [2,16,18,19]. Results from a study by
Haga et al. [14] lend further support to the hypothesis that PGx testing may improve patient adherence
to medications. They studied participants who had pharmacist-assisted PGx testing and completed pre-
and post-test surveys on their experiences and beliefs about prescription medicines and perceived risk
and benefits of PGx testing. More than half of these participants post-test reported feeling confident
that medications they were prescribed going forward would be safe and would improve their health
condition compared with past prescriptions issued prior to their PGx testing. Similarly, Lemke et al. [2]
found 73% of patients reporting greater confidence in medication efficacy and safety following PGx
testing compared with prescriptions issued prior to testing.

Personal history of a drug side effect has been noted as a driver of PGx interest among individuals
without prior PGx test exposure as well. In a 2012 telephone survey study looking at attitudes toward
PGx testing in the United States [17], those who had experienced a side effect from a prescribed drug
were more likely to have a strong interest in PGx testing, even after potential risks of PGx testing
(e.g., privacy, confidentiality, blood draw) were reviewed.

More than half of all PGx genetic counseling inquiries mentioned an interest in receiving additional
PGx information. These included requests for future results on drugs not yet included in the study
(psychiatric medications), as well as interest in whether their PGx results impacted other drugs
that were not specifically referenced on their result report (other statins, or other blood thinners).
Other studies have also demonstrated that participants with exposure to PGx results have a strong
receptiveness toward the use of pharmacogenomics and desire to see it used more routinely [3,14-16].

A few participants seeking genetic counseling were requesting guidance on which PGx results
were worth sharing with family members or physicians. Awareness that PGx test results may have
implications for family members has been noted by others [2,20], but participants without prior PGx
exposure may confuse PGx testing for disease risk testing [16]. Haga et al. [14] also reported that about
two-thirds of participants reported sharing their PGx test results with family members.

Among those who chose to share their PGx results with a physician, a few mentioned that their
doctor did not know what to do with the information. In a survey study of patients who had had
prior PGx testing conducted by Haga et al. [3], outcomes of PGx result sharing with either pharmacists
(25% of participants) or physicians (61% of participants) were captured. About half who shared
with a pharmacist felt the pharmacist responded positively and was helpful, while the other half
reported either a negative response (no time to review) or no understanding of the result. For those
who shared with doctors, 32% reported a positive or helpful response, 29% reported the doctor did
not understand the result, and 14% were unsure of the doctor’s response to their PGx result. Other
studies capturing participant sharing of PGx test results with healthcare providers have also found
that participants report that they are more likely to share results with their prescribing physician rather
than a pharmacist [14-16]. The expectation among patients for prescribing physicians to be able to
respond to PGx test results will have important implications for the broader implementation of PGx
testing. A 2016 survey of pharmacy and medical students conducted by Yau and Haque [21] found
that over 90% of pharmacy students had a course on PGx, while only 57% of medical students reported
the same experience.

A small minority of PGx genetic counseling requests were from participants seeking guidance
outside of the scope of genetic counseling practice (7 inquiries, 9%). These requests were regarding
whether a dose change may be needed for a currently prescribed medication or whether a change
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to a different drug may be indicated by their PGx results. Study genetic counselors referred these
participants to their prescribing physician or pharmacist to discuss any potential management changes
related to their PGx results. As others have observed patients reporting discontinuing or changing
medications following PGx testing without the advice of a physician [2], study participants were
reminded both in the report text and by genetic counselors to not make any changes to medications
without first discussing their results with their physician.

4.1. Study Limitations

This study has several limitations. The CPMC cohort is predominantly Caucasian, with relatively
high education and income, and therefore not representative of the general public, but likely more
representative of current consumers of PGx tests. This study included two methods of delivering
genetic counseling—by telephone and e-mail—which could have influenced the type and number
of questions asked. The analysis was conducted on written email exchanges between participants
and genetic counselors when possible but, in part, relied on session notes taken by genetic counselors.
While every effort was made to accurately capture participant questions expressed in telephone genetic
counseling sessions, these notes do not capture the interactions verbatim. Ideally, transcripts of
phone sessions would have been collected. This study only examines the informational needs of
individuals who received preemptive PGx testing via participation in a research study; the needs of
patients receiving clinically indicated PGx testing may be different. This study also only captured the
questions of the participants who contacted us for genetic counseling and did not capture questions that
participants asked other healthcare providers. Report design and content may have also influenced
participant understanding of PGx test results. The PGx reports were designed by the CPMC study
team, which consisted of several PhD-level genomic scientists and two genetic counselors. Iterative
edits were made prior to releasing results to study participants based on feedback received from
non-scientific administrative staff who viewed draft reports.

4.2. Practice Implications

Most participant questions in this study were able to be addressed by the study genetic counselors
with only 7 inquiries (9%) seeking guidance on dosing or drug selection and therefore falling outside
of genetic counselor scope of practice. These results lend further support for the partnership between
genetic counselors and pharmacists proposed by Mills and Haga [22] to help clinicians in the
multi-disciplinary team-based delivery of pharmacogenomics. Pharmacists can utilize their expertise
in pharmacokinetics and pharmacodynamics to facilitate the appropriate application of PGx test
results to medication selection and dosing, while genetic counselors who are well trained in genetics,
risk communication, and patient education can facilitate pre-test discussion of risks, benefits and
limitations of testing and post-test discussion of any familial implications, or incidental genomic
findings impacting health. Both pharmacists and genetic counselors can lend their unique expertise to
assist clinicians with the appropriate use and interpretation of PGx testing.

The data gathered in this study may also provide genetic counselors and other healthcare providers
with insight into how to design test result reports and educational materials to better facilitate patient
understanding of PGx test results. Use of lay terminology whenever possible, explicitly stating
what medications the results apply to and what medications the results do not apply to, and clearly
communicating the limitations of PGx testing for predicting drug dosing and response would likely
reduce confusion. PGx reports and educational materials should also include more direction on which
types of questions physicians, pharmacists, and genetic counselors can each address.
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4.3. Research Recommendations

Further research should be performed to better understand the PGx informational needs of
patients of more diverse racial, ethnic, educational, and socioeconomic status. More investigation is
also needed to determine the informational needs of patients undergoing clinically-indicated PGx
genetic testing.

Given that an estimated 97% of the population is expected to have an actionable PGx test
result [23], further multi-disciplinary work to create scalable tools like online portals or chatbots to
deliver PGx results and targeted education will help facilitate the broader clinical implementation
of pharmacogenomics.

5. Conclusions

Our work illustrates a range of questions raised by study participants receiving PGx test results,
most of which were addressed by a genetic counselor with few requiring input from prescribing
providers or pharmacists. Genetic counselors may have a role to play in educating physicians and
pharmacists on how to effectively communicate with patients about PGx as these are the providers
that patients will seek out to manage and explain PGx test results. These results may also lend further
support to a role for genetic counselors in a team-based approach to optimal PGx result delivery.
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