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Summary

Background—Gene-based warfarin dosing algorithms have largely been developed in
homogeneous populations, and their generalizability has not been established.

Objectives—We sought to assess the performance of published algorithms in a racially diverse
and multiethnic sample, and determine if additional clinical variables or genetic variants
associated with dose could enhance algorithm performance.

Patients and methods—In 145 compliant patients on warfarin with a goal international
normalized ratio (INR) of 2-3, stable, therapeutic doses were compared with predicted doses using
12 reported algorithms that incorporated CYP2C9 and VKORCL1 variants. Additional covariates
tested with each model included race, concurrent medications, medications known to interact with
warfarin and previously described CYP4F2, CALU and GGCX variants.

Results—The mean patient age was 67 + 14 years; 90 (62%) were male. Eighty-two (57%) were
Caucasian, 28 (19%) African-American, 20 (14%) Hispanic and 15 (10%) Asian. The median
warfarin dose was 35 mg per week (interquartile range 23-53 mg per week). Gene-based dosing
algorithms explained 37-55% of the variation in warfarin dose requirements. Neither the addition
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of race, number of concurrent medications nor the number of concurrent medications interacting
with warfarin enhanced algorithm performance. Similarly, consideration of CYP4F2, CALU or
GGCX variant genotypes did not improve algorithms.

Conclusions—EXxisting gene-based dosing algorithms explained between approximately one-
third and one-half of the variability in warfarin dose requirements in this racially and ethnically
diverse cohort. Additional clinical and recently described genetic variants associated with warfarin
dose did not enhance prediction in our patient population.
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Methods

Warfarin is a highly effective oral anticoagulant that is increasingly prescribed in the United
States [1]. Its narrow therapeutic window is a significant drawback limiting its use [2].
Indeed, a substantial proportion of adverse drug reactions are attributed to warfarin [3].
Therapeutic warfarin dose requirements are affected by numerous factors, including age,
weight, height, comorbid medical conditions, concurrent medications, diet and compliance

[4].

Common polymorphic variants and rare coding region mutations in two genes have been
shown to significantly alter warfarin dose requirements. One of these, CYP2C9, encodes a
cytochrome P450 enzyme responsible for the majority of warfarin clearance [5]. The other,
VKORC1, encodes a vitamin K epoxide reductase subunit, the direct target of warfarin that
is essential for the regeneration of reduced vitamin K during synthesis of several coagulation
factors [6].

These discoveries have prompted calls for testing individuals for variants in these genes
prior to initiating warfarin therapy [7], leading to several gene-based dosing algorithms
aimed at improving efficacy and reducing adverse effects that occur during traditional
anticoagulant therapy guided by clinical variables. Warfarin dose requirements often vary
between races [8-10], yet published algorithms were developed largely in racially
homogenous populations and their generalizability has not been established.

We therefore sought to assess the performance of published gene-based algorithms in a
racially diverse, multiethnic population. Furthermore, we sought to determine if the
consideration of race or ethnicity, or genotypes for several additional nucleotide variants
previously associated with altered warfarin dose requirements [11-17], affect the
performance of these algorithms.

Study sample

Between July 2007 and June 2009, adult patients taking warfarin and managed at an
institutional anticoagulation clinic either at The Mount Sinai Hospital or EImhurst Hospital
in New York City, or referred to the study investigators, were assessed for enrollment.
Subjects were included in the analysis if the target international normalized ratio (INR) was
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between 2.0 and 3.0 and at least two consecutive laboratory measurements with INR
measurements separated by at least 1 week were within the therapeutic range. Thus, the
study sample was comprised of patients with established warfarin dose requirements. Prior
to participation, all subjects provided written informed consent approved by the institutional
review board governing research involving human subjects.

Study protocol

Genotyping

Subjects underwent standardized interviews for collection of relevant demographic and
clinical characteristics and history of adverse events during anticoagulant therapy. A four-
item binary compliance questionnaire validated for the use of antihypertensive therapy was
adapted for this study and administered to all subjects (Table S1) [18]. Doses of warfarin
were abstracted from a computerized database or medical records. The average therapeutic
dose was calculated as the mean weekly dose of warfarin during the past 2 weeks in which
two INR values at least a week apart were within the goal range. When the average
therapeutic dose was not available, the patient’s reported weekly dose was substituted.

Race or ethnicity was assessed by self-report and classified as Caucasian, African-American,
non-African-American Hispanic, Asian or other. Concurrent medications were classified as
inhibitors or potentiators of warfarin if they were listed as having established or probable,
and major or moderate interactions with warfarin according to Micromedex® [19].

In total, we genotyped 23 variant alleles in genes previously associated with warfarin
dosing. The CYP2C9 allele designations refer to those defined by the Cytochrome P450
Allele Nomenclature Committee (http://www.cypalleles.ki.se). Genotyping of six CYP2C9
alleles (*1, *2, *3, *4, *5, *6) and seven VKORC1 nucleotide variants (g.-1639G > A, g.85G
> T [p.V29L], 9.121G > T [p.A41S], 9.134T > C [p.V45A], g.172A > G [p.R58G], g.1331G
> A [p.V66M], g.3487T > G [p.L128R]) was performed using the Tag-1t™ Mutation
Detection Kit (Luminex Molecular Diagnostics, Toronto, ON, Canada) according to the
manufacturer’s instructions. The CYP2C9 and VKORC1 genotypes were determined using
Tag-It™ Data Analysis Software (Luminex Molecular Diagnostics) and the wild-type
CYP2C9*1 allele was assigned in the absence of other detectable variant alleles.
CYP2C9*11 and the VKORC1 (Accession Number AY587020) g.-4931T > C (381T > C), g.
1173C > T (6484C >T), g.2255C > T (7566C > T) and g.3730G > A (9041G > A) alleles
were genotyped as previously described [15,20]. Additionally, the VKORC1 g.106G > T
(p.D36Y) and g.698C > T (6009C > T), CYP4F2*3 (c.1297G > A; p.V433M) and g.
7222002G > A (rs2189784), CALU (c.11G > A; p.R4Q) and GGCX (g.64593573C > G;
rs11676382) variants were analyzed [11-14,17,21,22]. VKORC1 p.D36Y and g.698C > T
were genotyped as previously described [15] and CYP4F2 (*3 and rs2189784), CALU and
GGCX by polymerase chain reaction-restriction fragment length polymorphism (PCR-
RFLP) using the primers listed in Table S2 and Pvull, BssSl, HpyCH4V and Hindlll (New
England Biolabs, Ipswich, MA, USA), respectively. All digested PCR products were
visualized by agarose gel electrophoresis and respective control samples were confirmed by
bidirectional sequencing using amplification primers and subsequently used as rotating
positive controls.
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Statistical analysis

Results

Concordance between calculated average therapeutic warfarin dose and self-reported weekly
dose was tested using Spearman’s rank-sum correlation coefficient. Average therapeutic
warfarin doses were compared with predicted dose requirements using 12 previously
reported multiple linear regression algorithms accounting for clinical variables and variants
in CYP2C9 and VKORC1 [23-34]. Identified CYP2C9 variants that were not included in
respective algorithms (e.g. CYP2C9*5) were designated as *1, in keeping with the original
genotype classification utilized during derivation of these algorithms. Predicted weekly
doses were generated from each algorithm.

All analyses were performed with R v2.9.2 [35]. Associations between average therapeutic
dose and CYP2C9 and VKORC1 genotypes, race and concurrent medications were assessed
using the Kruskal-Wallis, Wilcoxon rank-sum or Spearman’s rank-sum methods as
appropriate for continuous variables. The associations between categorical variables were
evaluated using Fisher’s exact test. Algorithm-derived gene-based warfarin doses were
evaluated for association with average therapeutic warfarin dose using the global F-test. The
proportion of variance explained by each algorithm (R?) was calculated. As the R2 increases
with an increasing number of variables in a given linear regression model irrespective of
whether additional variables significantly explain variance in the outcome, we compared
different algorithms with one another using the adjusted R? statistic, which adjusts for the
number of variables in the model, allowing comparison of models with different numbers of
terms.

(n—1)(1 - R?)

Adjusted R*=1 —
uste n—k—1)

where n = number of subjects and k = number of predictors. Race and concurrent
medications were added as covariates to regression models that did not already include these
variables to determine their incremental contribution to algorithm performance. Other added
covariates included treatment with any concomitant warfarin inhibitors or potentiators, or
the additive genetic effects of genotyped VKORC1 variants not included in the respective
algorithm, CYP4F2, CALU or GGCX variant genotypes. Covariates were added separately
and assessed for their additive contribution to algorithm performance by calculating the
change in the adjusted R? statistic, where increases indicated enhanced predictive ability,
null values indicated no enhancement and negative values indicated worse prediction. The
associations between added covariates and warfarin dose requirements, adjusted for other
variables in the algorithms, were assessed by partial F-tests. All P-values are two-sided,
with significance thresholds set at 0.05. The study has 80% statistical power to detect the
partial R? of 0.08.

Of the 156 subjects enrolled, compliance information for one subject was unavailable, and
10 subjects answered affirmatively to at least two questions on the compliance assessment;
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these subjects were therefore not included in the primary analysis. Of the remaining 145
subjects, the mean age was 67 * 14 years; 90 (62%) were male (Table 1). Eighty-two
subjects (57%) were Caucasian, 28 (19%) African-American, 20 (14%) Hispanic and 15
(10%) Asian. The most frequent indications for anticoagulation were atrial fibrillation in 106
patients (73%) and venous thromboembolism in 21 patients (15%).

The median therapeutic warfarin dose was 35 mg per week (interquartile range 23-53 mg
per week) and was highly correlated with the self-reported weekly warfarin dose
(Spearman’s r = 0.91, P < 0.0001). On average, subjects were taking 5.7 + 2.9 concurrent
medications. Fifty-six subjects (39%) were taking one and 43 (30%) at least two
medications that potentially interact with warfarin. The five most frequent medications
potentially interacting with warfarin were simvastatin (n = 25), levothyroxine (n = 18),
acetaminophen (n = 17), amiodarone (n = 7) and esomeprazole (n = 10). Five subjects
reported clinically significant bleeding events during warfarin treatment, two requiring
transfusions of blood products. One of these bleeding events occurred within the first year of
therapy.

Genotype frequencies for the remaining subjects are displayed in Table 2. Warfarin doses
differed significantly across genotypes for identified CYP2C9 (P = 0.03) and VKORC1 (P <
0.001) variants (Fig. 1), with the exception of VKORC1 ¢.106G > T (p.D36Y, P = 0.27) and
g.698C > T (P = 0.27). However, the small number of subjects with the g.106G > T (n = 5)
and g.698C > T (n = 22) variants may limit meaningful comparisons between genotype
groups. Notably, warfarin doses did not significantly vary according to CYP4F2*3 (P =
0.15), CYP4F2-rs2189784 (P = 0.49), CALU (P = 0.16) or GGCX (P = 0.80) genotype (Fig.
1). Although differences in warfarin dose requirements according to CYP4F2*3, CYP4F2-
rs2189784, CALU and GGCX genotype have been described primarily in Caucasians, we did
not identify differences when restricting analyses to this racial group (P = 0.25, 0.29, 0.23
and 0.65, respectively). Similarly, warfarin dose did not differ significantly according to
race/ethnicity (P = 0.17) (Fig. 2). Genotype frequencies differed according to race/ethnicity
for VKORCL1 g.-4931T > C (P = 0.04), VKORC1 g.-1639G > A (P < 0.001), VKORC1 g.
1173C > T (P < 0.001), VKORC1 ¢.2255C > T (P < 0.001) and CYP4F2*3 (P < 0.04)
(Table S3). Thirty-nine subjects (27%) classified themselves as Ashkenazi Jewish, all of
whom were Caucasian. Two of these individuals carried the VKORC1 g.106G > T
(p.D36Y) variant.

The number of concurrent medications was inversely associated with the average therapeutic
warfarin dose (Spearman’s r = —0.25, P = 0.002). Subjects taking at least one potentiator of
the anticoagulant effect (n = 88) had lower warfarin dose requirements than those taking no
potentiators, although the association was not significant [(median, inter-quartile range) 33,
23-44 mg per week for those on at least one warfarin potentiator vs. 40, 23-55 mg per week
for those receiving no potentiator, P = 0.19]. Only five subjects were receiving warfarin
inhibitors, too few to permit meaningful comparisons.

Performance of gene-based warfarin dosing algorithms

Characteristics of the selected warfarin dosing algorithms are displayed in Tables S4 and S5.
The performance of the 12 tested gene-based warfarin dosing algorithms is displayed in
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Tables 3 and 4. All the tested algorithms explained variation in warfarin dose requirements
better than chance (P < 0.001 for each). Overall, they accounted for 37-55% of the observed
variance in warfarin dose requirements.

Contribution of additional covariates to performance of gene-based warfarin dosing

algorithms

To determine if race or the number of concurrent medications improved performance, these
covariates were added separately to each algorithm that lacked these variables. Adjustment
for race increased the proportion of variance in observed therapeutic warfarin doses
explained by each algorithm by up to 3%, although the resulting change in the adjusted R?
statistic ranged only from -0.01 to 0.01, demonstrating that the inclusion of race resulted in
essentially no enhancement in the predictive value for each algorithm achieved (Table 3).
Furthermore, race was not significantly associated with warfarin dose after controlling for
the other variables in each algorithm.

The incorporation of the number of concurrent medications did not improve the performance
of the algorithms, with changes in the adjusted R statistic ranging from -0.01 to 0.01 (Table
3). The association between the number of concurrent medications and warfarin dose was
not significant after controlling for the other variables in each of the algorithms.
Furthermore, stratification of concurrent medications as warfarin potentiators or inhibitors
did not improve the performance of the models.

The addition of VKORC1 ¢.698C > T, g.2255C > T or g.3730G > A genotypes to algorithms
that did not already include these covariates did not enhance their performance, nor did
inclusion of CYP4F2 or CALU genotype (Table 4). The inclusion of VKORC1 p.D36Y or
GGCX genotype also did not alter algorithm performance, although data are not displayed
owing to the small number of subjects with these variants (n = 5 and n = 10, respectively).

The results of the analyses were essentially unaffected by the inclusion of the 11 individuals
excluded from the primary analysis owing to non-compliance or missing compliance
information (total n = 156).

Discussion

Published gene-based warfarin dosing algorithms explained between approximately one-
third and one-half of the observed variance in warfarin dose requirements in this group of
145 highly compliant patients on stable anticoagulant therapy. Our independent validation of
12 dosing algorithms demonstrates that, while heterogeneity in algorithm performance
exists, published algorithms explain a large proportion of variance in warfarin dose
requirements. In the present study, neither the addition of race nor concurrent medications to
algorithms that did not already include these variables significantly enhanced performance.
Similarly, neither the addition of nucleotide variants previously reported to be associated
with warfarin dose that were not included in the original algorithms (i.e. VKORCL1 p.D36Y,
VKORC1 ¢.698C > T, CYP4F2*3, CYP4F2-rs2189784, CALU p.R4Q, and GGCX-
rs11676382), nor the inclusion of variants included in some but not all algorithms (i.e.
VKORC1 ¢.2255C > T and g.3730G > A) enhanced algorithm performance.
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The performance of algorithms observed in the present study is reinforced by three other
studies that examined fewer algorithms [31,36,37]. Few published pharmacogenetic
algorithms that include CYP2C9 and VKORCY1 variants have been evaluated in multiracial
and multiethnic patient populations. Additional variants within the vitamin K and warfarin
metabolic pathways have been identified that may influence interindividual variation in
warfarin dosing, yet these associations have not been widely examined in non-Caucasian
patients. Thus, we sought to assess the performance of 12 published algorithms in a racially
diverse and multiethnic patient cohort from the New York metropolitan area. To our
knowledge, this is the first study to thoroughly evaluate this collection of dosing algorithms
and to determine if their performance was enhanced by the addition of other clinical
variables or recently described pharmacogenetic variants.

While it has long been recognized that race influences warfarin dose requirements [8-10]
and therefore potentially affects dose prediction, race has only recently been incorporated as
a variable into algorithms proposed for clinical use [38]. The fact that the addition of race/
ethnicity did not improve performance implies that its influence on warfarin dose
requirements is already captured by clinical or genetic variables included in the algorithms.
Alternatively, our analysis may have been underpowered to detect such an effect. Further
studies will be needed to validate our findings, although a sample size of 1084 individuals
would be required to achieve statistical significance based on the observed effect size. In
addition, neither the number of concurrent medications nor whether these specifically
interact with warfarin contributed significantly to algorithm performance, suggesting that
their influence on warfarin dose requirements is also captured by existing algorithms.

Interestingly, the addition of the VKORC1 p.D36Y genotype, recently associated with
warfarin doses greater than 10 mg per day among Ashkenazi Jewish individuals [12], did not
enhance the performance of established algorithms, although a trend towards higher dose
requirements was observed among carriers. This is probably because of the small number of
carriers in our sample. Similarly, while CYP4F2*3 and CYP4F2-rs2189784 have recently
been associated with warfarin dosing [13,14,21,39], the modest effect of these alleles and
their lower frequency among the diverse racial and ethnic groups in our study sample may
explain why they were not associated with warfarin dose. Similar factors may underlie the
lack of association between warfarin dose and variants in CALU (p.R4Q) and GGCX
(rs11676382), which were previously associated with higher and lower doses, respectively
[16,17]. The present findings suggest that these alleles have limited ability to facilitate
prediction of stable warfarin doses in a diverse patient population, after consideration of
clinical variables and common variants in CYP2C9 and VKORC1 known to predict dose.

Given that variants associated with warfarin dose differ according to race, it may be most
efficient in clinical practice to prioritize genotyping of variants with substantial effects if
they have a high prevalence in the patient population being treated. For example,
consideration of the VKORC1 p.D36Y genotype may be warranted when treating individuals
of Ashkenazi Jewish descent. Whether consideration of this variant would substantially
improve performance of published algorithms in a population with a high prevalence of the
p.D36Y allele merits further investigation.
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In addition, one African-American patient was identified in our cohort who carried the
VKORC1 p.V66M (g.1331G > A) variant which is consistently associated with warfarin
‘resistance’ [40-42] and has a carrier frequency of ~1 in 100 in this racial group [20]. Our
patient had a mean therapeutic dose of 165 mg per week, suggesting that although the allele
is rare, its inclusion into genotyping panels, if cost-effective, may be clinically useful.
Moreover, CYP2C9*5 (p.D360E) causes impaired warfarin hydroxylation [43,44] and is
more prevalent among African-American and Hispanic individuals than Caucasians and
Asians [20,45]. Given the fact that it is not currently included in any published warfarin
dosing algorithm, the two individuals in our cohort identified as CYP2C9*1/*5
heterozygotes were treated as *1/*1 in the algorithm analysis, which probably influenced the
accuracy of dose prediction. Thus, for African-American and Hispanic patients, this allele
might be a candidate for inclusion in pharmacogenetic warfarin dosing algorithms.

Our findings are generalizable only to individuals with characteristics similar to those in the
present study sample. We had limited power to detect differences in warfarin dose
requirements among Hispanics and Asians, and we did not adjust for dietary vitamin K
intake, which may alter warfarin dose requirements [4] and may theoretically differ across
racial groups. Other variants that may be associated with variability in warfarin dose were
not genotyped [46]. In addition, while we ruled out large effects of additionally tested
factors on dose prediction, we cannot rule out smaller effects. Future studies with larger
sample sizes will be needed to support or refute our findings.

In conclusion, independent validation demonstrates that published gene-based warfarin
dosing algorithms account for between approximately one-third and one-half of the observed
variance in warfarin dose requirements in a racially and ethnically diverse patient
population. Ongoing studies, such as the Clarification of Optimal Warfarin Dosing through
Genetics (COAGQG) trial (clinicaltrials.gov identifier NCT00839657), may help establish
whether genotype-guided warfarin dosing improves control during the initiation of
anticoagulation in clinical practice. Whether the inclusion of other variables that affect
warfarin dose requirements can improve the performance of pharmacogenetic dosing
algorithms is fertile ground for further study.
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Fig. 1.

Therapeutic warfarin dose according to CYP2C9, VKORC1, CYP4F2, CALU and GGCX
genotype. Weekly therapeutic warfarin doses were compared across genotypes. The boxes

display the interquartile range of warfarin doses. Whiskers represent observed doses beyond
this range with values less than or equal to 1.5 times the interquartile range. The median

dose is indicated by the solid black bar. The number of individuals with each genotype is

displayed in parenthesis.
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Fig. 2.

Tr?erapeutic warfarin dose according to race. Weekly therapeutic warfarin doses were
compared across races. The boxes display the inter-quartile range of warfarin doses.
Whiskers represent observed doses beyond this range with values less than or equal to 1.5
times the interquartile range. The median dose is indicated by the solid black bar.
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Subject characteristics

Variable
Age (years) 67+14
Male 90 (62)
Race
Caucasian 82 (57)
African-American 28 (19)
Hispanic 20 (14)
Asian 15 (10)
Body mass index (kg m™2) 29+7
Smoker 6 (4)
Primary indication for anticoagulation
Atrial fibrillation 106 (73)
DVT or PE 21 (15)
Other 18 (12)
Number of concurrent medications 57+29

Number of concurrent medications that interact with warfarin

0
1
22

Mean therapeutic warfarin dose (mg per week)

Median therapeutic warfarin dose (mg per week) 35 (23, 53)

Non-compliance score
0
1

46 (32)
56 (39)
43 (30)
40 + 26

132 (91)
13(9)

DVT, deep vein thrombosis; PE, pulmonary embolism.

Total number of subjects = 145. Data presented as mean + SD, median (interquartile range), or n (%).
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Genotype frequencies

Nucleotide variant

Genotype

Frequency (n, %)

CYP2C9

VKORC1 g.-4931T > C

VKORC1 g.-1639G > A

*1/*1
*1/*2
*1/*3
*1/*%5
*2/*2
TT
CT
cc
GG
GA
AA

VKORC1g.106G > T (p.D36Y) GG

VKORC1 g.698C > T

VKORC19.1173C>T

VKORC1 ¢.1331G > A (p.

VKORC1 g.2255C > T

VKORC1 g.3730G > A

CYP4F2*3 (p.V433M)

CYP4F2-rs2189784

CALU ¢.11G > A (p.R4Q)

GGCX-rs11676382

GT
T
cc
cT
T
cc
cT
T

VE6M) GG
GA
AA
cc
cT
T
GG
GA
AA
GG
GA
AA
GG
GA
AA
GG
GA
AA
cc

J Thromb Haemost. Author manuscript; available in PMC 2015 May 22.

105 (72)
21 (15)
16 (11)
2(1)
1(1)
44 (30)
73 (50)
28 (19)
68 (47)
56 (39)
21 (15)
140 (97)
5(@3)
0(0)
114 (78)
30 (21)
1(1)
68 (47)
54 (37)
23 (16)
144 (99)
1(1)
0(0)
57 (39)
63 (43)
25 (17)
48 (33)
75 (52)
22 (15)
80 (55)
53 (37)
12 (8)
57 (39)
67 (46)
21 (15)
95 (65)
43 (30)
7(5)
135 (93)

Page 16



1duosnue Joyiny 1duosnuen Joyiny 1duasnuen Joyiny

1duasnue|n Joyiny

LUBITZ et al. Page 17

Nucleotide variant Genotype  Frequency (n, %)
GC 9 (6)
GG 1(1)

Genotypes for compliant subjects are displayed (n = 145). No CYP2C9*4, *6, *11 or VKORC1 ¢.85G > T, 9.121G > T, g.134T > C, g.172A > G,
or g.3487T > G variants were identified.
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