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What is already known about this subject:
· Single nucleotide polymorphisms in disposition genes partly contributes to variability in nevirapine pharmacokinetics, with CYP2B6 c.516G>T and c.983T>C reported to increase its exposure.
· Whereas impact of nevirapine on artemether-lumefantrine is well studied, limited studies have investigated influence of artemether-lumefantrine on nevirapine pharmacokinetics and there are no data on the influence of CYP2B6 c.516G>T and c.983T>C on this interaction.
What this study adds:
· This study introduces a novel approach that involved stratifying patients based on their metabolic status for clinical drug-drug interaction studies. 
· Irrespective of patient’s CYP2B6 metabolic status, co-administration with artemether-lumefantrine is unlikely to result in any clinically significant changes in key nevirapine pharmacokinetics. However, the proportion of patients with trough plasma nevirapine concentration below the putative minimum effective concentration threshold doubled in the presence of artemether-lumefantrine, mainly in extensive metabolisers.

Abstract
Aims 
In this study the influence of first-line antimalarial drug artemether-lumefantrine on the pharmacokinetics of the antiretroviral drug nevirapine was investigated in the context of selected single nucleotide polymorphisms (SNPs) in a cohort of adult HIV-infected Nigerian patients.
Methods
This was a two-period, single sequence crossover study conducted in two stages. In stage 1, 150 HIV-infected patients receiving nevirapine-based antiretroviral regimens were enrolled and genotyped for 7 SNPs. Sparse pharmacokinetic sampling was conducted to identify SNPs independently associated with nevirapine plasma concentration. Patients were categorised as poor, intermediate and extensive metabolisers based on the numbers of alleles of significantly associated SNPs. Intensive sampling was conducted in selected patients from each group. In stage 2, patients received standard artemether-lumefantrine treatment with nevirapine and intensive pharmacokinetic sampling was conducted on day 3.
Results
[bookmark: _Hlk514645317]No clinically significant changes were observed in key nevirapine pharmacokinetic parameters, the 90% confidence interval for the measured changes falling completely within the 0.80-1.25 no-effect boundaries.  However, the number of patients with trough plasma nevirapine concentration below the 3,400 ng ml-1 minimum effective concentration increased from 10% without artemether-lumefantrine (all extensive metabolisers) to 21% with artemether-lumefantrine (14% extensive, 4% intermediate, and 3% poor metabolisers).
[bookmark: _Hlk490324645]Conclusions
This approach highlights additional increase in the already existing risk of suboptimal trough plasma concentration, especially in extensive metabolisers when nevirapine is co-administered with artemether-lumefantrine.

Introduction
HIV-infection and malaria are major global public health problems together, constituting 10% of global disease burden and responsible for ≥ 2.5 million deaths per year [1,2]. Sub-Saharan Africa has the highest burdens of both diseases [3]. Nigeria is the leading country for malaria deaths worldwide accounting for 29% out of the 78% of the global total of estimated malaria deaths from 15 countries [1]. It also accounts for nearly 50% of all new HIV-infections in sub-Saharan Africa every year and has the second largest HIV epidemic in the world [2,4]. Artemether-lumefantrine is an artemisinin-based combination therapy (ACT) recommended by the World Health Organization (WHO) as a first-line option for the treatment of malaria [5]. Nevirapine on the other hand is a non-nucleoside reverse transcriptase inhibitor (NNRTI) recommended as one of the alternative components of first-line antiretroviral regimens where the preferred first-line options (efavirenz-containing regimens) are contraindicated or not available [6]. Therefore, there are possibilities of co-administering both drugs when HIV-infected patients on nevirapine-based regimens require treatment for malaria. 
Hepatic metabolisms of nevirapine and the artemisinins are mainly through cytochrome P450 (CYP) enzymes 3A4 and 2B6 [7-12]. Nevirapine is metabolised to 2- and 12-hydroxynevirapine primarily by CYP3A4 while CYP2B6 is responsible for the formation of 3- and 8-hydroxynevirapine [7,8]. Artemether is demethylated to dihydroartemisinin by CYP3A4 and 2B6 [9-12]. Both nevirapine and the artemether component of artemether-lumefantrine induce CYP3A4 and 2B6 [13,14]. In addition, artemisinins are known to induce CYP2C9, and to both induce and inhibit CYP2B6 in vitro thereby making it difficult to accurately predict the net in vivo effect [15-17]. Lumefantrine is metabolised by CYP3A4 and inhibits CYP2D6 in vitro [18,19]. These create the potential for drug-drug interactions during co-administration of nevirapine with artemether-lumefantrine. 
Nevirapine disposition is characterised with wide interindividual variability and more than 80% of this has been attributed to genetic factors, and concomitant medications introduce further variability [20-22]. Sequence variations in nevirapine-disposition genes can alter the pharmacokinetics of nevirapine [23-25]. Single nucleotide polymorphisms (SNPs) in CYP2B6 have been associated with nevirapine pharmacokinetics and efficacy [26-29]. Additionally, polymorphisms in CYP3A4, cytochrome P450 oxidoreductase (POR) and peroxisome proliferator-activated receptor alpha (PPARA) genes may influence nevirapine disposition [30-33]. 
Whereas the impact of nevirapine on artemether-lumefantrine pharmacokinetics are well-studied [34-36], data on the influence of artemether-lumefantrine on nevirapine disposition in HIV-infected patients are limited, especially in the context of known pharmacogenetic factors [35,36]. Moreover, while any impact of artemether-lumefantrine on nevirapine exposure may seem unlikely to matter in the context of a single course of artemether-lumefantrine, recrudescence often necessitates taking repeated courses of the antimalarial within short time intervals.                                                                                                                                        
Therefore, the association of selected SNPs in nevirapine disposition genes with its pharmacokinetics, and their influence on changes in its pharmacokinetics when co-administered with artemether-lumefantrine was investigated.
Methods
Patients and Study Design
Unrelated HIV-infected adult patients were recruited from the Virology Research Clinic, Nigeria (IHVN) Research Clinic, Obafemi Awolowo University Teaching Hospitals Complex (OAUTHC), Ile-Ife. Patients were eligible for the study if they were at least 18 years old, receiving regimens containing 200 mg nevirapine twice daily as part of antiretroviral therapy (ART) for at least 2 months and able to understand the study information. Patients were excluded from the study for any of the following reasons: pregnancy, breastfeeding, concomitant drugs with known or uncertain interaction with nevirapine except the study drugs, severe hepatic or renal dysfunction and hypersensitivity to study drugs. Patients with recent history of poor compliance according to pharmacy ART refill record were also excluded. Participants were enrolled into the study after obtaining written informed consent. Demographic information of each patient was obtained and recorded anonymously to maintain confidentiality. Approval of the study protocol was obtained from OAUTHC Health Research Ethics Committee (HREC) and the study was conducted in accordance with the principles of Declaration of the Helsinki [37]. 
This was a two-period, single sequence crossover study conducted in two stages. In stage 1, consenting eligible patients were enrolled and genotyped for selected SNPs. Sparse pharmacokinetic sampling was conducted to identify SNPs independently associated with plasma nevirapine concentration. Patients were categorised as poor, intermediate and extensive metabolisers based on the number of alleles of significantly associated SNPs and intensive sampling was conducted in selected patients from each group. In stage 2, patients received standard artemether-lumefantrine treatment with nevirapine and intensive pharmacokinetic sampling was conducted on day 3.
Drug Administration and Pharmacokinetic Sampling
In both stages of the study, dried blood spots (DBS) were collected on Whatman® 903 protein saver cards (GE Healthcare, Little Chalfont, Buckinghamshire, UK) from each patient after finger prick with safety lancet. Sparse pharmacokinetic sampling for stage 1 was collected at steady state and at the end of a dosing interval, at 0.5, 1, 2, 3, 4, 6, 8 and 12 h after dose for the intensive pharmacokinetic sampling to obtain baseline nevirapine pharmacokinetic parameters. Patients selected for stage 2 were given a 3-day course of artemether-lumefantrine treatment comprising of 80/480 mg tablets twice daily. Drugs were self-administered at home after meal along with nevirapine-containing ART; only the last dose of artemether-lumefantrine was directly observed at the clinic on the intensive pharmacokinetic sampling day. Samples were collected on up to 5 pre-marked areas on - Whatman® 903 protein saver cards, allowed to air dry for at least 2 h, packed in ziplock bags with desiccants, and stored at room temperature. Samples were transferred to the Department of Molecular and Clinical Pharmacology, University of Liverpool, Liverpool, United Kingdom for SNP genotyping and drug quantification.
DNA Extraction and SNP Genotyping
Genomic DNA was extracted from the DBS samples using E.Z.N.A.® Blood DNA Mini Kit (Omega Bio-Tek, Inc., Norcross, GA, USA), according to manufacturer’s protocol. Extracted DNA was quantified using NanoDrop® (Thermo Fisher Scientific Inc., Wilmington, DE, USA) and stored at -20oC until analysis. TaqMan® Genotyping Master Mix and assays for CYP2B6 c.516G>T (rs3745274; ID: C_7817765_60), CYP2B6 c.785A>G (rs2279343; ID: C_26823974_30), CYP2B6 c.983T>C (rs28399499; ID: C_60732328_20), CYP3A4 c.522-191C>T (rs35599367; ID: C_59013445_10), CYP3A5 c.6986A>G (rs776746; ID: C_26201809_30), POR c.1508C>T (rs1057868; ID: C_8890131_30) and PPARA c.208+3819A>G (rs4823613; ID: C_2985275_10) SNPs were obtained from Life Technologies Ltd (Paisley, Renfrewshire, UK). Genotyping for the presence of the seven SNPs was performed using previously described and validated real -time PCR assay on a DNA Engine Chromo4 system (Bio-Rad Laboratories, Inc., Hercules, CA, USA) [38]. The PCR protocol involved an initial denaturation step at 95°C for 15 min, followed by 50 cycles of amplification at 95°C for 15 s and final annealing at 60°C for 1 min. Opticon Monitor® version 3.1 (Bio-Rad Laboratories, Inc., Hercules, CA, USA) was used to obtain allelic discrimination plots and make allele calls. 
Quantification of Nevirapine in DBS and Pharmacokinetic Analysis
Blood volume was assumed from uniform distribution. In addition, a section of each DBS sample was punched into a 7 ml screw cap tube using a 6 mm hole punch before being extracted with 1 ml of 0.1% formic acid in acetonitrile:water (80:20, v/v). A previously described validated liquid chromatography-tandem mass spectrometry (LC-MS/MS) method was used to quantify nevirapine in DBS [39]. Briefly, the assay was validated over the concentration range 50–10000 ng ml-1 with accuracy within 93.3 – 103.5 % and precision within 3.2 – 12.0 %. Plasma concentrations were calculated from DBS concentrations using the formula: Plasma (nevirapine) = [{DBS (nevirapine) / (1 - HT)} × fbpp] where HT represents patient specific haematocrit value and fbpp is the fraction of nevirapine bound to plasma proteins [40]. 
Pharmacokinetic analysis of intensive pharmacokinetic data was performed with Kinetica® (version 4.1 InnaPhase Corporation, Philadelphia, PA, USA) using standard non-compartmental approach. Pharmacokinetic parameters, including maximum plasma concentration (Cmax), trough plasma concentration (Ctrough), area under the concentration-time curve (AUC0-12), apparent clearance (CL) and the half-life (t1/2) were obtained from the DBS-derived plasma data.
Statistical Analysis
Genotype distributions were tested for compliance with Hardy-Weinberg Equilibrium (HWE) by calculating expected frequencies of genotypes and comparing them to the observed values using Chi Square (χ2) test. Analysis of variance, with post hoc testing using the Tukey test, was used to assess differences in plasma nevirapine concentrations among the genotypes. Statistical significance was defined as P < 0.05.
Linear regression analysis was used to evaluate associations of genetic and non-genetic factors with plasma nevirapine concentrations. Variables with P ≤ 0.10 in univariate analysis were included in multivariate analysis and patients were stratified into three groups for intensive pharmacokinetic sampling using SNPs found to be independently associated. The geometric mean ratio (GMR) with the associated 90% confidence interval (CI) of nevirapine pharmacokinetic parameters in the presence of artemether-lumefantrine (nevirapine + artemether-lumefantrine) to nevirapine alone was computed. Clinically significant interaction was ruled out if the entire 90% CI falls within the no effect boundary of 0.80 to 1.25 [41]. Additionally, the proportion of patients with plasma trough concentrations below 3,400 ng ml-1, a threshold previously associated with virological failure [42,43] is presented to further aid clinical interpretation of the drug-drug interaction data. These analyses were performed using IBM® SPSS Statistics version 20.0 (IBM, Armonk, NY, USA).  All figures were produced in GraphPad Prism® version 6.01 (GraphPad Software Inc., San Diego, CA). 
Results
Patients’ Demographics
One hundred and fifty (150) HIV-infected patients on nevirapine-containing regimens were enrolled in the first stage of the study. Patients’ baseline characteristics are summarised in Table 1. The mean (standard deviation) age of the patients was 39.79 (9.66) years, weight was 62.38 (14.32) kg, body mass index (BMI) was 23.57 (4.86) kg/m2 and haematocrit was 0.36 (0.004). Most of the patients were female (72%), Yoruba by tribe (83%) and taking zidovudine and lamivudine (85%) in combination with nevirapine. The average duration on therapy was 3.04 (2.41) years. 
Allele and Genotype Frequencies
The allele and genotype frequencies of the seven SNPs in the study population are shown in Supplementary Table 1. Comparison of observed vs. expected genotype frequencies showed that all SNPs were in Hardy-Weinberg Equilibrium (P > 0.05). There were no homozygote carriers of the rare CYP2B6 c.983C and CYP3A4 c.522-191T alleles. CYP2B6 c.516G>T was strongly correlated with CYP2B6 c.785A>G (P = 1 x 10-7); no apparent associations between other SNPs were observed.
Association of SNPs in Nevirapine Disposition Genes with its Plasma Concentrations
Seven patients with DBS nevirapine concentration below the 50 ng ml-1 assay quantification limit were deemed non-adherent and excluded from subsequent analysis. There was considerable inter-individual variability in the DBS-derived plasma nevirapine concentrations ranging from 1,100 ng ml-1 to 13,455 ng ml-1 with geometric mean of 4,884 ng ml-1. The linear regression analysis of the sparse pharmacokinetic data using unstandardized beta regression coefficients (β) as a measure of magnitude of effect size, showed that CYP2B6 c.983T>C, c.516G>T, and gender were independently associated after correction for multiple testing with β (90% CI) of 1,459 ng ml-1 (675, 2243); 805 ng ml-1 (414, 1197), and -1,298 ng ml-1 (-1923, -673), respectively (Table 2). No significant association was observed with the other SNPs.
Tukey HSD Post Hoc multiple comparisons, indicated significant differences in plasma nevirapine concentrations between CYP2B6 c.516G>T and c.983T>C genotypes (Figure 1A and C). Also, males had significantly higher nevirapine concentrations than females (P = 0.002) at 5,820 (2,359) vs. 4,563 (2,051) ng ml-1, respectively (Figure 1D). 
[bookmark: _Hlk484185101][bookmark: _Hlk484185019]Therefore, composite CYP2B6 c.516G>T and c.983T>C were used to stratify patients into three groups based on the total number of variant alleles carried: - extensive metabolisers (EMs, no variant allele), intermediate metabolisers (IMs, a one variant allele) and poor metabolisers (PMs, two or more variant alleles).
Pharmacokinetics of Nevirapine Alone and with Artemether-Lumefantrine in Extensive Versus Poor Metabolisers
A total of 30 patients (12 extensive metabolisers, 3 intermediate and 15 poor metabolisers) were included in the intensive pharmacokinetic sampling and they contributed 480 nevirapine concentrations. A poor metaboliser patient was excluded due to non-adherence to the sample collection time points. The plasma concentration-time profiles of nevirapine alone vs. when co-administered with artemether-lumefantrine in all 29 patients, and when stratified based on their metabolic status are presented in Figure 2. The associated pharmacokinetic parameters are presented in Table 3. When the influence of artemether-lumefantrine on nevirapine pharmacokinetics was considered in all the patients, 9% and 7% statistically significant decreases in Cmax and AUC0-12 (P < 0.05) were observed although the changes did not reach the previously established, clinically significant threshold as the 90% CI of GMRs fell within the no effect boundary of 0.80 – 1.25 for both the Cmax  [0.91 (0.87 - 0.95)] and AUC0-12 [0.93 (0.90 - 0.96)] when values obtained in the presence of artemether-lumefantrine were compared with the values obtained at baseline (Table 3). Similar comparison, when stratified based on composite CYP2B6 c.516/983 genotypes, showed that artemether-lumefantrine only resulted in 12% statistically, but not clinically, significant decreases in nevirapine Cmax [0.88 (0.84 - 0.92)] and AUC0-12 [0.88 (0.84 - 0.91)] of EMs. In contrast, nevirapine Cmax [0.94 (0.88, 1.01)] and AUC0-12 [0.97 (0.93, 1.02)] of PMs were unaffected by artemether-lumefantrine. 
In the absence of artemether-lumefantrine, Ctrough was below the putative minimum effective concentration (MEC) of 3400 ng ml-1 in 10% of patients, all extensive metabolisers. When co-administered with artemether-lumefantrine, 21% of patients have Ctrough below the MEC. Of these, 14% were extensive metabolisers while 4% and 3% were intermediate and poor metabolisers respectively (Table 3).  
Discussion
[bookmark: _Hlk484862656][bookmark: _Hlk484863683]The present study investigated the influence of host genetic polymorphisms on the dynamics of pharmacokinetic interaction between nevirapine and artemether-lumefantrine. The results showed lack of clinically significant interaction in all patients and when stratified according to composite CYP2B6 c.516/983 genotype. The 90% CI of the GMR of key pharmacokinetic parameters (with the exception of Tmax and t1/2) fell within the no-effect boundaries of 0.80 - 1.25 [41]. Despite evidence that nevirapine disposition is associated with CYP2B6 SNPs [26-29], and previous reports of > 80% relative genetic contribution to variability in nevirapine exposure [20,21], pharmacogenetic influence of these SNPs on the interaction of artemether-lumefantrine with nevirapine are yet to be reported. The 9% and 7% decreased Cmax and AUC0-12 respectively obtained in pooled analysis, are in agreement with a similar parallel design study in Nigerian patients which reported no significant difference in nevirapine exposure [36]. It however differs in magnitude from the 42% and 46% decreased Cmax and AUC0-12  respectively reported in a previous Ugandan study [35], possibly due to differences in study design (parallel vs. crossover) or sample collection techniques (DBS vs. plasma) and differences in genotype distribution.
Veldkamp et al have shown that the proposed plasma nevirapine MEC is ≥ 3,400 ng ml-1 (as depicted in Figure 2) [42,43]. Approximately 14% of EMs had trough plasma nevirapine concentrations below the target concentration in the presence of artemether-lumefantrine compared to 3% of PMs as indicated in Table 3. The small sample size of IMs (n = 3) may be responsible for the nevirapine exposure and other pharmacokinetic parameters of IMs that were outside the no effect range.  Inclusion of pharmacogenetics in a drug-drug interaction study is recommended when genetic factor is expected to significantly influence the pharmacokinetics of any of the drugs [44,45]. Composite CYP2B6 c.516/983 genotype is known to significantly influence nevirapine pharmacokinetics [26-29] as demonstrated in the present study (Supplementary Table 2). Thus, it was anticipated to contribute to the extent of artemether-lumefantrine interaction with nevirapine. Although study results indicated that the decreased nevirapine exposures due to influence of artemether-lumefantrine were mitigated in IMs and PMs, metabolic status was not significantly correlated with the proportion of patients with trough plasma nevirapine concentration below the MEC. The clinical implications of this is that while nevirapine may be considered safe and not requiring dosage adjustment when co-administered with artemether-lumefantrine in the treatment of malaria-HIV co-infected patients irrespective of their metabolic status, caution is warranted most especially in malaria endemic regions. Studies in highly endemic areas have shown repeated episodes of symptomatic malaria within short interval of a prior attack particularly when short acting ACTs like artemether-lumefantrine are used in treatment compared to long acting ACTs [46,47]. This has the potential to decrease efficacy and increase resistance development to nevirapine, considering its low genetic barrier to resistance [48].
Although in vitro inhibition and induction of CYP2B6 by artemether have been reported, in vivo inhibition is unknown and induction is usually the net effect reported [15-17]. Induction of CYP enzymes by artemether seems to be due to activation of the nuclear receptors: constitutive androstane receptor (CAR) and/or pregnane X receptor (PXR) [14,49]. Artemisinin derivatives and their metabolites are reported to differentially affect the activities of CAR isoforms which may be responsible for differences in the inductive capacity between the artemisinin drugs [15,50]. Whereas artemether demonstrated agonist binding to the major isoforms CAR1 and CAR3, dihydroartemisinin acted as weak inverse agonist of CAR1 [50].  Due to the weaker induction capacity of artemether compared to nevirapine, in the presence of nevirapine, artemether is rapidly metabolised by the more potent nevirapine to dihydroartemisinin. Thus, the induction capacity of artemether is largely dependent on dihydroartemisinin, a weaker activator of CAR/PXR dependent gene expression in humans compared to artemether [14,16,50]. Hence, the inability of artemether to consistently induce CYP3A4 and 2B6, coupled with the inverse agonist effect of the dihydroartemisinin metabolite are possible explanations for the small magnitude of decreased nevirapine exposure observed in the present study. 
[bookmark: _Hlk484864713]In addition, the extent of CYP induction has been reported to depend upon the baseline levels of CYP enzymes [51]. Because artemether is a substrate and metabolised by CYP2B6, induction of CYP2B6 and 3A4 may be altered in PMs given the likelihood of higher exposure to artemether as a result of decreased clearance compared to EMs. However, low constitutive expression of CYP2B6 in PMs owing to the carriage of variant CYP2B6 c.516T and/ c.983C alleles implies less enzymes available for induction by the increased amount of artemether, resulting in a small decrease in nevirapine  exposure which was almost offset by the increase in exposure due to genetic influence. Hence, the lack of change in nevirapine exposure due to effect of artemether-lumefantrine observed in PMs. On the other hand, the EMs with more CYP2B6 owing to higher expression compared to PMs had greater artemether induction capacity inspite of the probable decreased exposure to artemether to the extent that an appreciable decrease in nevirapine exposure was observed. 
Similar non-significant clinical changes in dolutegravir exposures were also reported in a recent study involving ACTs vs. dolutegravir (a second generation integrase strand transfer inhibitor) on healthy Ugandan volunteers [52]. No changes in dolutegravir Cmax and AUC0-24 were reported when co-administered with artemether-lumefantrine, although  42% and 24% significant changes in dolutegravir trough plasma concentration and AUC0-24 respectively were observed with artesunate-amodiaquine [52]. However, genetic influence was not factored into the study. Dolutegravir is primarily metabolised via UGT1A1 [53,54], and functional polymorphisms in the UGT1A1, particularly *28 and *37 alleles are known to decrease enzyme activity [55]. Thus, possibility of UGT1A1 polymorphisms influencing dolutegravir exposure due to its intearaction with ACTs can not be ruled out. Hence, the need to incorporate pharmacogenetics in drug interaction studies involving drug(s) with high relative genetic contribution to the pharmacokinetic variation of the drug(s).
Pharmacogenetics is crucial to a better understanding and evaluation of pharmacokinetics as well as magnitude of drug-drug interactions for both new and existing drugs most especially when polymorphic enzymes/proteins are responsible for metabolism or transport of the drugs [44,45]. A major limitation to the clinical implementation of pharmacogenetics is lack of adequate scientific evidence of the clinical relevance of genetics in drug-drug interaction studies of both new and existing drugs. While pharmaceutical industries are expected to provide data for new drugs, the onus is on the academic and research institute to fill the gap for already existing drugs [56]. Furthermore, most pharmacogenetic studies have pharmacokinetic end points with no efficacy or toxicity data integrated. Therefore, better designed-studies incorporating pharmacodynamic data are necessary for the clinical implementation of pharmacogenetics [56]. A major limitation of the present study was the lack of pharmacodynamic end points. In addition, there was lack of certainty on the time since last dose for sparse pharmacokinetic sampling as the last dose was self-administered by patients at home and time of last dose was based on patients’ reports. Furthermore, the study recruited more female than male patients. However, these limitations did not hinder the detection of the influence of composite CYP2B6 c.516G/983 genotypes as biomarkers to predict the CYP2B6-mediated metabolism of nevirapine, alone and in the presence of artemether-lumefantrine.
[bookmark: _Hlk498174946]In summary, study results demonstrate lack of clinical significance, in the influence of artemether-lumefantrine on nevirapine exposures of both CYP2B6 c.516/983 EMs and PMs although EMs had greater proportion of patients with trough plasma nevirapine concentration below the putative minimum effective concentration compared to PMs. It also supports efficacy and safety of nevirapine when co-administered with artemether-lumefantrine, irrespective of patients’ metabolic status but caution is warranted in malaria endemic areas.
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Figure Legends
[bookmark: _Hlk515323387]Figure 1. Scatter plots showing significant differences in plasma nevirapine concentrations between patients based onCYP2B6 c.516G>T genotypes (A), CYP2B6 c.785A>G genotypes (B), CYP2B6 c.983T>C genotypes (C) and Gender (D). 
Figure 2. Plasma concentration-time profiles of nevirapine baseline (NVP) and in the presence of artemether-lumefantrine (NVP + AL) in all the patients and when stratified based on composite CYP2B6 c.516/983 (A), extensive metabolisers (EMs) (B), intermediate metabolisers (IMs) (C) and poor metabolisers (PMs) (D). Abbreviations: AUC0-12 during a 12-hour dosing interval, area under the concentration-time curve; Cmax, maximum plasma concentration; MEC, minimum effective concentration (3,400 ng ml-1); NVP, nevirapine.
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	Table 1. Demographics of HIV-infected patients at the time of sampling

	Characteristics
	Statistics

	Age (years)
	39.79 ± 9.66

	Weight (kg)
	62.38 ± 14.32

	BMI (kg/m2)
	23.57 ± 4.86

	Haematocrit value
	0.36 ± 0.04

	Gender, n (%)
	

	Female
	108 (72)

	Male
	42 (28)

	Ethnicity, n (%)
	

	Hausa
	9 (6)

	Igbo
	16 (11)

	Yoruba
	125 (83)

	NRTI backbone, n (%)
	

	ABC/3TC
	3 (2)

	AZT/3TC
	128 (85)

	TDZ/3TC
	19 (13)

	Cotrimoxazole prophylaxis, n (%)
	

	Yes
	33 (22)

	No
	117 (78)

	Duration on ART (years)
	3.04 ± 2.41

	Data presented as mean ± standard deviation, unless otherwise indicated. Abbreviations: n, sample size; NRTI, nucleoside reverse transcriptase inhibitors; ABC, abacavir; AZT, zidovudine; TDF, tenofovir disoproxil fumarate; CTX, cotrimoxazole.
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	Table 2. Linear regression analysis of factors influencing plasma nevirapine concentration

	Predictors
	Univariate
	Multivariate

	
	β (ng ml-1) (90 % CI)
	P-value
	β (ng ml-1) (90 % CI)
	P-value

	Age (years)
	16 (-15, 470)
	0.402
	
	
	

	BMI (kg/m2)
	6 (-57, 68)
	0.880
	
	
	

	SNPs
	
	
	
	
	

	CYP2B6 c.516G>T
	711 (298, 1124)
	0.005
	805 (414, 1197)
	0.001
	0.014*

	CYP2B6 c.785A>G
	656 (237, 1076)
	0.011
	
	
	

	CYP2B6 c.983T>C
	1179 (346, 2012)
	0.020
	1459 (675, 2243)
	0.002
	0.028*

	CYP3A4 c.522-191C>T
	-237 (-2094, 1621)
	0.833
	
	
	

	CYP3A5 c.6986A>G
	57 (-586, 700)
	0.883
	
	
	

	POR c.1508C>T
	-213 (-866, 440)
	0.589
	
	
	

	PPARA c.208+3819A>G
	-151 (-585, 284)
	0.566
	
	
	

	Gender
	-1234 (-1894, -574)
	0.002
	-1298 (-1923, -673)
	0.001
	0.014*

	Ethnicity
	-616 (-1186, -45)
	0.076
	
	
	

	NRTI backbone
	104 (-727, 935)
	0.837
	
	
	

	CTX prophylaxis
	55 (-645, 754)
	0.897
	
	
	

	Duration on ART
	51 (-79, 181)
	0.517
	
	
	

	*Bonferroni corrected P-value for multiple comparison; Abbreviations:  ART, antiretroviral therapy; β, unstandardised beta coefficient; CI, confidence interval; CTX, cotrimoxazole; CYP, cytochrome P450 enzyme; NRTI, nucleoside reverse transcriptase inhibitors; PPARA, peroxisome proliferator-activated receptor alpha; POR, cytochrome P450 oxidoreductase; SNP, single nucleotide polymorphism.





	Table 3. Influence of artemether-lumefantrine (AL) on nevirapine (NVP) pharmacokinetics in all patients and when stratified as extensive and poor metabolisers

	PK parameters
	NVP alone
	NVP + AL
	GMR (90% CI)*

	
	All Patients (n = 29)
	

	Ctrough (ng ml-1)
	5 071 (2 468)
	4 832 (2 494)
	0.95 (0.91 - 0.99)

	Cmax (ng ml-1)
	7 770 (2 992)
	7 064 (2 973)
	0.91 (0.87 - 0.95)

	Tmax (h)
	1.83 (1.16)
	1.71 (1.06)
	0.94 (0.74 - 1.13)

	AUC0-12 (ng·h ml-1)
	72 312 (29 022)
	67 025 (31 115)
	0.93 (0.90 - 0.96)

	t1/2 (h)
	18 (8)
	21 (8)
	1.17 (1.02 - 1.31)

	CL/F (l h-1)
	1.96 (1.23)
	1.89 (1.51)
	0.97 (0.85 - 1.10)

	Ctrough < MEC (%)
	10%
	21
	

	
	Extensive Metabolisers (n = 12)
	

	Ctrough (ng ml-1)
	3 813 (1 222)
	3 580 (1 219)
	0.94 (0.88 - 1.02)

	Cmax (ng ml-1)
	6 323 (1 644)
	5 558 (1 439)
	0.88 (0.84 - 0.92)

	Tmax (h)
	1.97 (1.14)
	1.66 (1.11)
	0.84 (0.52 - 1.35)

	AUC0-12 (ng·h ml-1)
	57 729 (16 525)
	50 630(14 567)
	0.88 (0.84 - 0.91)

	t1/2 (h)
	14 (4)
	18 (8)
	1.29 (1.04 - 1.66)

	CL/F (l h-1)
	3.01 (1.18)
	2.82 (1.65)
	0.94 (0.78 - 1.12)

	Ctrough < MEC (%)
	10%
	14
	

	
	Intermediate Metabolisers (n = 3)
	

	Ctrough (ng ml-1)
	5 032 (950)
	4 664 (1 514)
	0.93 (0.71 - 1.20)

	Cmax (ng ml-1)
	7 307 (1902)
	6 483 (1 052)
	0.89 (0.73 - 1.08)

	Tmax (h)
	2.08 (1.15)
	2.52 (1.15)
	1.21 (0.47 - 3.10)

	AUC0-12 (ng·h ml-1)
	71 139 (16 029)
	65 539 (13 477)
	0.92 (0.75 - 1.13)

	t1/2 (h)
	20 (1)
	18 (8)
	0.90 (0.40 - 2.17)

	CL/F (l h-1)
	1.87 (0.38)
	2.07 (1.32)
	1.11 (0.55 - 2.24)

	Ctrough < MEC (%)
	-
	4
	

	
	Poor Metabolisers (n = 14)
	

	Ctrough (ng ml-1)
	6 486 (2 722)
	6 297 (2 700)
	0.97 (0.92 - 1.03)

	Cmax (ng ml-1)
	9 394 (3 297)
	8 838 (3 247)
	0.94 (0.88 - 1.01)

	Tmax (h)
	1.67 (1.26)
	1.62 (1.03)
	0.97 (0.67 - 1.42)

	AUC0-12 (ng·h ml-1)
	88 018 (31 868)
	85 655 (33 820)
	0.97 (0.93 - 1.02)

	t1/2 (h)
	22 (9)
	24 (8)
	1.10 (0.95 - 1.28)

	CL/F (l h-1)
	1.37 (0.83)
	1.32 (1.03)
	0.97 (0.83 - 1.12)

	Ctrough < MEC (%)
	-
	3
	

	All data presented as geometric mean (standard deviation). Abbreviations: AL, artemether-lumefantrine; AUC0-12, area under the plasma concentration-time curve during a 12-hour dosing interval; CI, confidence interval; CL/F, apparent clearance; Cmax, maximum plasma concentration; Ctrough, minimum plasma concentration; GMR, geometric mean ratio [i.e. (NVP + AL)/NVP (baseline)]; MEC, minimum effective concentration; n, sample size; NVP, nevirapine; t1/2, half-life; Tmax, time to reach maximum plasma concentration.






Figure 1: Scatter dot plots indicating significant differences between plasma nevirapine concentrations of A) CYP2B6 c.516G>T genotypes, B) CYP2B6 c.785A>G genotypes, C) CYP2B6 c.983T>C genotypes and D) Gender. 



Figure 2: Plasma concentration-time profiles of nevirapine baseline (NVP) and in the presence of artemether-lumefantrine (NVP + AL) in A) all the patients and when stratified based on composite CYP2B6 c.516/983 B) extensive (EMs), C) intermediate (IMs) and D) poor metabolisers (PMs). MEC: - minimum effective concentration (3,400 ng ml-1). 
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B) (NVP + AL) vs NVP in EMs (n = 12)

Time after last dose (h)

N

e

v

i

r

a

p

i

n

e

 

c

o

n

c

e

n

t

r

a

t

i

o

n

 

(

n

g

 

m

l

-

1

)

0 4 8 12

3000

6000

9000

12000

15000

NVP (Baseline) NVP + AL

% change AUC

0-12

: - 12 %;P = 2.80 x 10

-4

%change C

max

: - 12 %;P = 1.31 x 10

-4

MEC

C) (NVP + AL) vs NVP in IMs (n = 3)
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