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Abstract

Background

The double-blind OMEGA-REMODEL placebo-controlled randomized trial of high-dose
omega-3 fatty acids (O-3FA) post-acute myocardial infarction (AMI) reported improved car-
diac remodeling and attenuation of non-infarct myocardial fibrosis. Fatty acid desaturase 2
(FADS2) gene cluster encodes key enzymes in the conversion of essential omega-3 and
omega-6 fatty acids into active arachidonic (ArA) and eicosapentaenoic acids (EPA), which
influence cardiovascular outcomes.

Methods and results

We tested the hypothesis that the genotypic status of FADS2 (rs1535) modifies therapeutic
response of O-3FA in post-AMI cardiac remodeling in 312 patients. Consistent with known
genetic polymorphism of FADS2, patients in our cohort with the guanine-guanine (GG)
genotype had the lowest FADS2 activity assessed by arachidonic acid/linoleic acid (ArA/LA)
ratio, compared with patients with the adenine-adenine (AA) and adenine-guanine (AG)
genotypes (GG:1.62+0.35 vs. AA: 2.01+0.36, p<0.0001; vs. AG: 1.76+0.35, p = 0.03).
When randomized to 6-months of O-3FA treatment, GG patients demonstrated significant
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lowering of LV end-systolic volume index (LVESVi), N-terminal prohormone of brain natri-
uretic peptide (NT-proBNP), and galectin-3 levels compared to placebo (-4.4 vs. 1.2 mi/m?,
-733 vs. -181 pg/mL, and -2.0 vs. 0.5 ng/mL; p = 0.006, 0.006, and 0.03, respectively). In
contrast, patients with either AA or AG genotype did not demonstrate significant lowering of
LVESVi, NT-proBNP, or galectin-3 levels from O-3FA treatment, compared to placebo. The
odds ratios for improving LVESVi by 10% with O-3FA treatment was 7.2, 1.6, and 1.2 in
patients with GG, AG, and AA genotypes, respectively.

Conclusion

Genetic profiling using FADS2 genotype can predict the therapeutic benefits of O-3FA treat-
ment against adverse cardiac remodeling during the convalescent phase of AMI.

Clinical trial registration information
clinicaltrials.gov Identifier: NCT00729430.

Introduction

Despite significant advances in the treatment of acute myocardial infarction (AMI), adverse
left ventricular (LV) remodeling remains prevalent and is a key risk factor for cardiovascular
(CV) death, ventricular arrhythmias, and progression to heart failure [1]. In the randomized,
placebo-controlled Effect of Omega-3 Acid Ethyl Esters on Left Ventricular Remodeling After
Acute Myocardial Infarction (OMEGA-REMODEL) trial [2], our group observed significant
attenuation of adverse LV remodeling and non-infarct myocardial fibrosis following AMI with
6-months of high-dose omega-3 fatty acids (O-3FA, 4 grams/day), in addition to guideline-
based invasive and medical therapies.

Essential fatty acids, linoleic acid (LA, 18:2n-6) and alpha-linolenic acid (ALA, 18:3n-3), are
metabolized and elongated into long-chain polyunsaturated fatty acids through the actions of
a series of fatty acid desaturases. A key enzyme in this pathway, delta-6 desaturase encoded by
the fatty acid desaturase 2 gene (FADS2, rs1535), converts LA and ALA into arachidonic acid
(ArA, 20:4n-6) and eicosapentaenoic acids (EPA, 20:5n-3), respectively. Patients with the gua-
nine-guanine (GG) genotype of this single nucleotide polymorphism of FADS2 (rs1535) have
demonstrated increased risk of inflammatory conditions and therapeutic benefit from O-3FA
[3-5]. Maladaptive inflammation following AMI plays an important role in preventing ade-
quate tissue healing with consequent increased myocardial fibrosis and biomechanical strain,
which promotes adverse left ventricular remodeling and contributes to a state of persistent
inflammation that can result in a negative feedback loop [6, 7]. Recently discovered bioactive
mediators enzymatically produced from polyunsaturated fatty acids have been shown to
actively resolve inflammation and promote removal of dead cells involved in tissue repair [8].
Myocardial recovery post infarction may be determined by the active transition from initial
proinflammatory promoters to specialized proresolving lipid mediators (SPMs). O-3FAs are a
rich source of SPMs [9, 10] but are poorly consumed in western diets [11]. In this post-hoc
analysis of the OMEGA-REMODEL trial, we hypothesized that personalized profiling of
FADS?2 genetic polymorphisms would result in an improved selection of patients who would
respond favorably to O-3FA therapy by attenuating adverse left ventricular functional

PLOS ONE | https://doi.org/10.1371/journal.pone.0222061

September 18,2019 2/17


https://clinicaltrials.gov/ct2/show/NCT00729430
https://doi.org/10.1371/journal.pone.0222061

@ PLOS|ONE

Genotype selection for omega-3 treatment after Ml

deterioration and non-infarct myocardial fibrosis during the convalescent healing phase fol-
lowing AMI.

Materials and methods
The OMEGA-REMODEL randomized controlled trial

The main results of the OMEGA-REMODEL trial have been published [2]. OMEGA-REMO-
DEL was a prospective, double-blind, placebo-controlled trial of 358 patients randomized to 4
grams/day of O-3FA for 6-months following an acute MI (2-4 weeks). Patient subjects were
enrolled from 3 tertiary-care centers in Boston, Massachusetts. Inclusion criteria included all
adult patients with symptoms of an acute coronary syndrome, serum troponin elevation con-
sistent with acute myocardial injury, and angiographically significant obstructive coronary
artery disease. Exclusion criteria included non-cardiac comorbidities with <1-year life expec-
tancy, active pregnancy, and any absolute contraindications to contrast-enhanced cardiac
magnetic resonance imaging (CMR). Patients self-reported their racial and ethnic categories
as Caucasian, Black, Hispanic, Asian, Native Hawaiian or Pacific Islander, or other. The trial
protocol included baseline CMR, red blood cell omega fatty acids quantitation, and plasma
biomarker profile upon study entry and repeated after 6-month therapy with O-3FA or pla-
cebo. Primary study endpoint was adverse LV remodeling measured as change in left ventricu-
lar end-systolic volume indexed to body surface area (LVESVi, mL/m?) by CMR after 6
months. Secondary endpoints included changes in non-infarct myocardial fibrosis measured
as the myocardial extracellular volume fraction (ECV) remote from the acute infarction,
infarct size, and left ventricular ejection fraction (LVEF). The study protocol was approved by
the institutional review board of each enrolling site (Brigham and Women’s Hospital, Massa-
chusetts General Hospital, Beth Israel Deaconess Medical Center). All patients provided writ-
ten informed consent.

Omega fatty acids levels

Blood samples were collected at both baseline and 6-month follow-up study visits immediately
prior to CMR studies. Plasma and serum were isolated within 45 minutes of collection, frozen
at -80 degrees Celsius, and were batch shipped to Health Diagnostic Laboratory, Inc. (Rich-
mond, Virginia), for biomarker processing [2]. DNA isolation was obtained from the white
blood cell layer after centrifugation. Red blood cell (RBC) fatty acid levels were evaluated using
gas chromatography by flame ionization detection (OmegaQuant Analytics, LLC, Sioux Falls,
SD). The omega-3 index (O3I) was calculated from the sum of EPA and docosahexaenoic acid
(DHA, 20:6n-3) and expressed as a percentage of total RBC fatty acids. Serum biomarkers
relating to systemic inflammation (high sensitivity C-reactive protein, hsCRP), innate immu-
nology (myeloperoxidase), lipids, and myocardial stretch or strains (NT-proBNP and Galec-
tin-3) were collected at baseline and after 6 months of study treatment.

Assessment of rs1535 genetic variant and FADS2 activity

The FADS2 enzyme is a rate-limiting enzyme in the synthesis of long-chain-purified unsatu-
rated fatty acids. We investigated the genetic variant of the FADS2 gene cluster, rs1535 single-
nucleotide polymorphism. Isolated DNA underwent genotyping for single-nucleotide poly-
morphism (SNP) at rs1535 to evaluate genes encoding FADS2 enzymes using Infinium
Omni2.5 microarray (Illumina, San Diego, California). The minor guanine (G) allele of rs1535
is associated with reduced desaturation and resultant accumulation of the substrates LA and
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ALA, and decreased production of ArA, EPA and docosahexaenoic acid (DHA, 22:6n-3). We
evaluated FADS?2 activity by measured ArA/LA ratio [5].

Cardiac magnetic resonance

All CMR studies were performed with a 3.0 Tesla scanner (Tim Trio or Verio, Siemens,
Erlangen, Germany). The CMR protocol for all patients included assessment of ventricular
volumes and function, infarct size and location, and diffuse myocardial fibrosis of non-
infarcted myocardium. Infarct size was assessed using late gadolinium enhancement (LGE)
imaging, while non-infarct myocardial fibrosis was assessed by quantitation of the ECV using
both native and serial post-contrast myocardial T1 mapping (Fig 1). Myocardial T1 was mea-
sured using a look-locker gradient-echo sequence (3 short-axis locations centered mid-ventri-
cle) acquired prior to and 5, 15, and 25 minutes after administration of 0.1 mmol/kg of
intravenous gadolinium (Magnevist, Bracco). Commercial software (QMass®), Medis Inc.,
Raleigh, North Carolina) was used to analyze images by study personnel blinded to all clinical
and biomarker data, time order of the CMR relative to treatment period, and treatment assign-
ment. Total infarct size was measured as infarct mass (in grams) and as percentage of total LV
mass from LGE images using a threshold signal intensity >2 standard deviations beyond
mean of myocardium remote from the infarct [12]. Short-axis LGE and myocardial T1 images
were segmented as per the American Heart Association 16-segment model [13]. For each T1
Look-Locker acquisition, T'1 was determined by non-linear least squares fitting of a parameter-
ized representation of an inversion recovery (signal intensity = A—B-exp(-TT/T;*)) to the mea-
sured average signal intensity values in myocardial segments. T1 was then calculated from the
best-fit parameters with the correction formula T} = T,*-(B/A—1) [14]. ECV was derived by
plotting the reciprocal of T1 (R; = 1/T,) for myocardial segments against the simultaneously
measured R1 in the blood pool, using both pre- and post-contrast measurements where R1 in
the blood pool was below 3.5 s'. R1 data pairs with higher values of R1 in the blood pool were
excluded from a linear regression line fit to the R1 data to avoid an underestimation of ECV as
conditions of fast water-exchange may not be met [15]. ECV was calculated from the slope of

Short-Axis Function laite Gadolinium ECV Map
Enhancement

Fig 1. Quantitative assessment of cardiac remodeling and myocardial fibrosis by cardiac magnetic resonance imaging. From left to right, a short-axis cine image, a
late gadolinium enhancement (LGE) infarction image, and a myocardial extracellular volume (ECV) map in a matching short-axis location of the left ventricle are
shown, respectively. LGE characterizes areas of subendocardial infarct (white arrows). An ECV map was constructed by serial T1 maps before and after gadolinium
contrast injection. Non-infarct fibrosis was determined from the ECV maps with matching segments containing LGE removed.

https://doi.org/10.1371/journal.pone.0222061.9001
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the linear regression line, i.e. the partition coefficient (1), using the blood hematocrit (HCT):
ECV =A-(1-HCT) [16]. ECV segments without matching late enhancement were averaged to
yield the global ECV of non-infarcted myocardium (ECVyon_mfarct)-

Statistical analysis

Categorical variables were presented as counts with percentages, while continuous variables
were expressed as means + standard deviation. Serum biomarkers were log transformed,
where appropriate, to improve statistical power. OM3I was evaluated as a continuous variable,
in addition to being divided by median value. Chi-square and ANOVA were used to compare
baseline characteristics across FADS2 genotype (AA, AG, GG). Relationships between bio-
marker levels and CMR variables were evaluated with linear regression analyses. All statistical
analyses were performed with SAS (SAS Institutes, version 9.4, Cary, NC), and a p-

value < 0.05 was used to ascribe statistical significance.

Results
Clinical characteristics by FADS2 genotypes

FADS?2 genotyping was conducted in 312 patients and there was no indication of deviation in
genotype distribution from Hardy-Weinberg equilibrium (AA:156, 50%; AG:122, 39%; and
GG:34, 11%; p = 0.28). Mean age in the overall cohort was 59 + 10 years and 19% were female.
STEMI was the index event in 59% of cases, non-STEMI in the remaining. Baseline demo-
graphics stratified by genotype are presented in Table 1. Presence of cardiovascular risk fac-
tors, location of myocardial infarction, as well as size of infarct measured by peak cardiac-
enzyme biomarkers did not differ significantly between genotypes. There were no significant
differences in baseline demographics apart from a trend towards higher non-Caucasian race
and higher body mass index in the AA group (p = 0.09 and p = 0.008, respectively). Overall,
enrolled patients were well-treated, with 93% achieving TIMI 3 flow within the infarct related
artery. There was high adherence to post-MI guideline-recommended therapies across all
groups, with >90% of patients on all of dual antiplatelet agents, beta-blockers, and statins.
Baseline CMR characteristics stratified by FADS2 genotype are shown in Table 2. LVEF was
preserved at 54 + 9% overall, while median infarct size was 13 grams (12% of total LV mass).
Pre-treatment LVESVi, non-infarct myocardial fibrosis, infarct size by LGE, and RV size and
function were not significantly different between the 3 FADS2 genotypes.

Fatty acid desaturase activity stratified by FADS2 genotype

ArA/LA ratio, as a surrogate measure to estimate fatty acid desaturase activity, demonstrated
significant variation between the FADS2 genotypes (Fig 2). Patients with the AA genotype had
the highest ArA/LA ratio whereas those with the GG genotype had the lowest (AA vs GG, 2.01
+0.36 vs 1.62+0.35; p<0.0001). AG patients had an intermediate level of ArA/LA (AA vs AG
2.01+0.36 vs 1.76£0.35; p<0.0001 and AG vs GG 1.76+0.35 vs 1.62+0.35, P = 0.03). This pat-
tern of ArA/LA ratio across the 3 genotypes, was consistent in patients who were randomized
to receive O-3FA and placebo.

Effectiveness of O-3FA in improving post-MI cardiac remodeling across
the FADS2 genotypes
In the overall cohort, patients who received O-3FA experienced a mean reduction of LVESVi

by 3.1 ml/m?, compared to a mean 0.8 ml/m? reduction in the placebo group (P = 0.02). Fig 3
illustrates the primary endpoints of change in LVESV], stratified by genotype and treatment
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Table 1. Baseline clinical characteristics stratified by FADS2 genotype (N = 312) of the intention-to-treat study cohort.

Characteristic FADS2 Genotype
AA AG GG P Value

(n=156) (n=122) (n=34) trend
Demographics
Age—yr 59+ 11 59+ 10 5949 091
Female sex—no. (%) 33 (21) 23 (19) 3(9) 0.14
Caucasian race-no. (%) 121 (78) 99 (81) 31 (91) 0.09
Body mass index [kg/m’] 30+6 28+6 27+3 0.008
Heart rate [bpm] 66+ 12 66 + 13 67 +12 0.92
Systolic BP [mm Hg] 121+ 14 122 £ 17 120+ 14 091
Diastolic BP [mm Hg] 71 +10 70 £ 11 69+ 8 0.64
Index Event
STEMI-no. (%) 93 (60) 70 (57) 21 (62) 0.99
Anterior MI-no. (%) 40 (26) 39 (32) 10 (29) 0.43
TIMI 3 flow achieved-no. (%)$ 124 (91) 110 (95) 32(97) 0.11
Troponin-T (peak) [pmol/L]* 3.5(0.9, 16.4) 3.2(0.9,10.2) 2.9(0.7, 8.0) 0.30
Creatine kinase (peak) [U/L]* 736 (313, 1675) 721 (296, 1557) 680 (385, 1797) 0.96
Creatine kinase MB (peak) [U/L]* 77 (27, 161) 54 (21, 146) 61 (16, 138) 0.39
Hematocrit (%) 39+6 40+ 5 40+ 4 0.53
Cardiovascular Disease History
Angina-no. (%) 33 (21) 34 (28) 11 (32) 0.10
Prior Myocardial infarction-no. (%) 14 (9) 13 (11) 2 (5) 0.62
CABG-no. (%) 16 (10) 12 (10) 3(9) 0.78
Peripheral arterial disease-no. (%) 9 (6) 7 (6) 4(12) 0.35
NYHA class—no. (%) 0.42

1 145 (92) 112 (92) 33(97)

2 13 (8) 10 (8) 0(0)

3 0(0) 0(0) 1(3)
Hypercholesterolemia-no. (%) 108 (70) 83 (68) 27 (79) 0.53
Diabetes mellitus-no. (%) 45 (29) 30 (25) 5(15) 0.08
Hypertension-no. (%) 104 (68) 77 (63) 19 (56) 0.18
Smoker (current)-no. (%) 24 (32) 16 (26) 4 (24) 0.61
Medications
Dual antiplatelet-no. (%) 154 (97) 123 (100) 37 (100) 0.08
Beta-blocker-no. (%) 140 (91) 112 (92) 34 (100) 0.14
Statin-no. (%) 149 (97) 119 (98) 32 (94) 0.68
Calcium channel blocker-no. (%) 15 (10) 8(7) 1(3) 0.14
ACE inhibitor or ARB-no. (%) 112 (73) 90 (74) 28 (82) 0.34
Oral hypoglycemic agents—-no (%) 25 (16) 24 (20) 3(9) 0.66
Insulin-no. (%) 19 (12) 9(7) 1(3) 0.05
Nitroglycerin-no. (%) 21(14) 16 (13) 4(12) 0.78
Serum Lipid and Biomarker Levels (mg/dL)

Total Cholesterol* 129 (107, 149) 129 (109, 151) 126 (106, 142) 0.15

LDL-C* 68 (55, 83) 68 (54, 87) 66 (54, 78) 0.27

HDL-C* 41 (33, 48) 43 (37, 51) 43 (36, 47) 0.58

Triglycerides® 122 (89, 167) 119 (91, 161) 132 (87, 197) 0.13

Serum ST2* 33 (27,41) 36 (30, 44) 36 (30, 44) 0.58

High Sensitivity CRP* 3(1.4,10.6) 2.3(1.1,5.6) 1.8 (0.7, 8.3) 0.79
(Continued)
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Table 1. (Continued)

Characteristic FADS2 Genotype
AA AG GG P Value

(n=156) (n=122) (n=34) trend
Lipoprotein A* 30 (10, 66) 23 (11, 52) 27 (13, 40) 0.27
Myeloperoxidase® 341 (266, 408) 324 (255, 391) 329 (261, 421) 0.22
Lipoprotein Phospholipase A2* 171 (140, 200) 158 (133, 196) 172 (137, 196) 0.83
Galectin-3* 15 (12, 19) 15 (13, 18) 16 (12, 18) 0.45
NT-proBNP* 446 (236, 881) 479 (233, 934) 508 (136, 1272) 0.24

ACE denotes angiotensin converting enzyme, ARB angiotensin receptor blocker, BP blood pressure, CABG coronary artery bypass grafting, GFR glomerular filtration
rate, HDL-C high-density lipoprotein cholesterol, hsCRP high-sensitivity C-reactive protein, LDL-C low-density lipoprotein cholesterol, Lp-PLA2 lipoprotein-
associated phospholipase A2, MI myocardial infarction, NT-proBNP N-terminal of the prohormone brain natriuretic peptide, NYHA New York Heart Association,
RBC red blood cell, ST2 serum soluble ST2, and STEMI ST elevation myocardial infarction.

*Natural logarithm transformation was used to improve normality and homoscedasticity of residuals.

STIMI describes the thrombolysis in myocardial infarction academic working group.

"Dual antiplatelet therapy included aspirin plus either clopidogrel or prasugrel.

https://doi.org/10.1371/journal.pone.0222061.t001

assignment. When stratified by genotype, AA and AG patients treated with O-3FA did not
experience significant improvement in LVESVi compared to placebo, whereas those who had
a GG genotype demonstrated significant improvement of LVESVi when assigned to O-3FA
(change in LVESVi -4.4+5.6 vs 1.2+4.1 ml/m? O-3FA vs placebo, p = 0.006). Table 3 shows
changes in CMR parameters stratified by genotype and treatment assignment. The odds ratios
for improving LVESVi by 10% with O-3FA treatment were 7.2, 1.6, and 1.2 in patients with
GG, AG, and AA genotypes, respectively. Patients with the GG genotype achieved a trend
towards LVEDVi reduction when treated with O-3FA compared to placebo, whereas there

Table 2. Baseline CMR characteristics stratified by FADS genotype (N = 312) of the intention-to-treat study cohort.

Characteristic FADS2 Genotype
AA AG GG P Value
(n=156) (n=122) (n=34)

Cardiac Magnetic Resonance Imaging

LVESVI [mL/m?]* 35 (27, 45) 36 (29, 43) 38 (31, 50) 0.33
ECVNon-nfarct [%]9 345 345 355 0.28
Infarct size [grams using 2SD]* 14 (6, 24) 12 (6, 23) 18 (4, 25) 0.61
Infarct percent (% LV mass)* 12 (6, 22) 10 (5, 20) 16 (4, 24) 0.70
LVEF [%] 54+9 55+9 52 +10 0.36
LVEDVI [mL/m?] 8220 84+ 19 87 +22 0.51
RVEF [%] 54+7 53+7 5245 0.14
RVEDVI [mL/m?] 73+ 19 72 £ 20 70 + 16 0.69
RVESVI [mL/m?] 33+11 34+10 34+9 0.98
LV mass index [g/mz] 59 + 14 62+ 14 57 +13 0.12

LV was defined as left ventricular, LVEDVI left ventricular end-diastolic volume index, LVEF left ventricular ejection fraction, LVESVI left ventricular end-systolic
volume index, RVED VI right ventricular end-diastolic volume index, RVEF right ventricular ejection fraction, and RVESVI right ventricular end-systolic volume index.
Continuous variables are expressed as means + SD if normally distributed, otherwise median (25", 75 percentile).

IECVRemote Was the extracellular volume fraction of myocardium remote from the infarction, an estimate of non-infarct fibrosis.

“Natural logarithm transformation was used to improve normality and/or homoscedasticity of residuals, prior to performing Student’s t-tests.

https://doi.org/10.1371/journal.pone.0222061.t002
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30

2.9

18

1.0

o P <0.001
1

Arachidonic Acid to Linoleic Acid Ratio
2.0

AA AG GG

FADS2 Genotype

Fig 2. Markedly different fatty acid desaturase activity was seen in patients with various rs-1535 genotypes. Fatty acid desaturase activity was assessed by the ArA/
LA ratio in red blood cell membrane assay. Note that patients with GG alleles have diminished ArA/LA ratio consistent with reduced fatty acid desaturase activity.

https://doi.org/10.1371/journal.pone.0222061.9002

were no such changes amongst AA and AG patients. For non-infarct fibrosis, patients who
received O-3FA experienced a mean ECV regression of 1.7%, compared to 0.3% expansion in
those treated with placebo in the overall cohort (p = 0.02). When stratified by genotype, AA
and GG patients did not experience significant improvement in non-infarct fibrosis compared
with placebo, whereas improvement in non-infarct myocardial fibrosis was noted in AG
patients (change in non-infarct ECV -1.0245.6 vs 3.1+£7.8%, O-3FA vs placebo, p = 0.02).
Reduction of infarct size, which occurred in both patients treated with O-3FA and placebo,
was not statistically significant across the genotype groups (p = 0.32). There was a trend
towards improvement of LVEF in patients treated with O-3FA versus those on placebo

(p = 0.07), but the results were not statistically significant within each of the 3 genotype
subgroups.

O-3FA treatment and biomarkers of cardiac remodeling and inflammation

Fig 4 illustrates the key biomarkers of interest. In the overall cohort, patients who received O-

3FA achieved similar magnitude of reduction of NT-proBNP as patients who received placebo
(-582+975 vs -539+1312 pg/mL, p = 0.79). Reduction of NT-proBNP was also similar between
O-3FA compared with placebo in patients with either AA or AG genotypes. However, patients
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with GG genotype treated with O-3FAs experienced significantly greater reduction of NT-
proBNP levels as compared with placebo (-733+672 pg/mL vs -181+139 pg/mL, p = 0.006). A
similar pattern of reduction was seen for galectin-3, a novel biomarker of myocardial strain.
There was no significant difference in the magnitude of reduction of galectin-3 between O-
3FA patients compared to placebo patients in the overall cohort (-0.84+4.73 vs 0.003£3.58 ng/
mL, p = 0.14). Reduction of galectin-3 was also similar between the treatment groups in
patients with either AA or AG genotypes. However, patients with GG genotype treated with
O-3FA underwent significant reduction at 6 months compared to placebo (-1.96+4.16 vs 0.51
+3.97 ng/mL, p = 0.03). O-3FA also significantly reduced lipoprotein A levels within the GG
genotype patients (-8.4+7.62 vs 0.43+8.26 mg/dL, p = 0.003), with a trend towards reduction
in AG, but not AA genotypes. There were no significant differences for reduction in high-sen-
sitivity C-reactive protein for the entire cohort, as well as between different genotypes.

Table 3. Effectiveness of O-3FA in improving CMR markers of post-MI cardiac remodeling, stratified by FADS2 genotypes. All changes represent absolute changes
from baseline to 6-month CMR.

AA (N =156) AG (N=122) GG (N =34)

Drug Placebo p-value |Drug Placebo p-value |Drug Placebo p-value
Change in LVESVi (ml/m?) -2.5%6.7 -1.0£8.3 0.31 -3.6 £6.6 -1.2+£78 0.14 -44+56 |1.2+4.1 0.006
Odds of > 10% LVESVi Improvement 0.58 0.50 OR=12 |0.80 0.50 OR=1.6 | 0.60 0.083 OR=7.2
Change in LVEDVi (ml/m?) -1.2+124 |-02+13.2 | 0.69 -29+123 |-0.6+12.5 | 0.42 -42+95 |23+83 0.06
Change in Non-infarct Myocardial Fibrosis (%) | -2.0+ 5.2 -1.1+£42 043 -1.0£56 |31+£78 0.02 20+53 |-29+20 |0.64
Change in Infarct Size (g) -34+82 |-1.3+7.1 |0.13 0.03+54 |-1.6+64 |0.21 -1.8+9.7 |-35+102 |0.16
Change in LVEF (%) 23+58 1.1+£6.5 0.30 2.8+4.9 1.1+£7.1 0.24 24 +4.6 0.02 + 4.8 0.19

https://doi.org/10.1371/journal.pone.0222061.t003

PLOS ONE | https://doi.org/10.1371/journal.pone.0222061 September 18,2019 9/17


https://doi.org/10.1371/journal.pone.0222061.g003
https://doi.org/10.1371/journal.pone.0222061.t003
https://doi.org/10.1371/journal.pone.0222061

@ PLOS|ONE

Genotype selection for omega-3 treatment after Ml

Change in NT-proBNP

pg/mL

0
-200
-400 . .
-600

Change in Galectin-3
ng/mL

= |
=T

A W N B O RN
F

-800
-1000
1200 P=0.72 P=0.90 P=0.006 P=0.63 P=0.33 P=0.03
AA AG GG AA AG GG
M Placebo ®O-3FA M Placebo B O-3FA
mg/L Change in hsCRP _— Change in Lp(a)
5 5
0 & 1 I
I 0 s
=T 1
. W ¥ W L
-5
-10
A5 -10
20 P=0.35 P=0.58 P=0.71 15 P=0.93 P=0.06 P=0.003
AA AG GG AA AG GG

W Placebo mO-3FA

B Placebo W O-3FA
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Change in EPA, DHA, and O3I Level and LV remodeling across genotypes

Fig 5 illustrates the baseline and 6-month levels of EPA, DHA, and O3I stratified by assigned
treatment groups and rs1535 genotypes. Baseline levels of EPA, DHA, and O3I were not differ-
ent between subgroups. Patients assigned to O-3 FA treatment across all 3 genotypes raised
EPA, DHA, and O3I levels at 6 months, compared to placebo.

In the overall cohort, increases of EPA, DHA, and O31 from baseline to 6-months, demon-
strated significant inverse correlations to change in LVESVi (Spearman correlation coefficients
-0.17, -0.31, and -0.28; P-values 0.01, <0.0001, and <0.0001, respectively). S1 Table illustrates
these correlations in the genotype subgroups. In patients with GG genotype, increases in EPA,
DHA, and O3I were associated with reductions in LVESVi.

Effects of race

Racial categories of the cohort included Caucasian (N = 251, 81%), Hispanic (N = 22, 7%),
Black (N = 21, 7%), and other (N = 18, 5%). There was a trend towards higher proportion of
Caucasian race with increasing number of G alleles. Therefore, additional analyses were per-
formed to assess if the key study observations persisted in the Caucasian subgroup. The
FADS?2 activities by ArA/LA ratio of the Caucasian subgroup (N = 251, 81%) are shown in S1
Fig. Similar to the overall cohort, Caucasian patients with AA genotype had the highest ArA/
LA ratio whereas those with GG genotype had the lowest (p<0.001), and AG patients had an
intermediate level (AA vs AG, p<0.001).

Caucasian patients who received O-3FA experienced a trend towards improvement of
LVESVi compared to those who received placebo (-1.02+7.49 vs -3.03+6.84 ml/m?, p = 0.06).
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Fig 5. Effects on EPA, DHA, and O3I levels from treatment assignment, stratified by rs-1535 genotypes. P-values
were adjusted by the Bonferroni method. The p-values came from paired Wilcoxon tests that compare for each sub-
group the baseline against 6-month values.

https://doi.org/10.1371/journal.pone.0222061.9005

Therapeutic effects of O-3FA treatment in Caucasian patients on cardiac remodeling and
serum NT-proBNP, stratified by genotypes, are shown in S2 Fig. Caucasian patients with
either AA or AG genotypes did not experience significant improvement of LVESVi from O-
3FA treatment compared to placebo. However, Caucasian patients with GG genotype experi-
enced a significant reduction of LVESVi when treated with O-3FA, compared with placebo
(p =0.01). A similar pattern was also seen in magnitude of reduction of NT-proBNP levels
during the 6 months post-MI period, suggesting significant reduction of myocardial stretch
when treating Caucasian GG-genotype patients with O-3FA (p = 0.006).

Discussion

In this post-hoc analysis of the OMEGA-REMODEL trial, we evaluated for differential thera-
peutic responses from high-dose O-3FAs on post-AMI cardiac remodeling across polymor-
phisms of the FADS2 genotype. We observed that polymorphisms of the rs1535 gene directly
correlated with FADS2 activity demonstrating an inverse linear trend for product to precursor
ArA/LA ratios for those heterozygous and homozygous for G alleles. While there was a modest
improvement in LVESVi in the overall study cohort, this therapeutic response was seen to be
more robust in patients with the GG genotype. Interestingly, the improvement in cardiac
remodeling for the GG genotype patients was paralleled by reduction in circulating biomark-
ers of myocardial strain (galectin-3) and stretch (NT-proBNP). These findings suggest that
similar to observations in other inflammatory disease states[3], genetic profiling using rs1535
may differentiate patients’ response to O-3FA treatment and may lead to improved patient
selection for O-3FA treatment in post-AMI remodeling.

Despite the decline in post-MI mortality owing to the successes of rapid emergent revascu-
larization strategies and improved goal-directed medical therapies, the incidence of post-MI
heart failure remains unacceptably high [17, 18]. Adverse cardiac remodeling, the key mecha-
nistic link to post-AMI heart failure and mortality, is poorly predicted by baseline LVEF and
infarct size measurements [7]. It has long been recognized that excessive and persistent activa-
tion of inflammatory pathways during infarct healing directly contributes to progressive
adverse cardiac remodeling and is an important therapeutic target for prevention [7]. While
myocardial inflammation is clearly implicated in adverse cardiac remodeling post-MI, all
large-scale clinical trials to date that have focused on single-target anti-inflammatory therapies
have been disappointing. These studies included evaluation of glucocorticoids, NSAIDs, in
addition to specific antibodies against neutrophil adhesion molecules, complement cascade
activation, and inflammatory cytokines [19]. Although speculative, one possible explanation
may be that due to the inherent redundancy in inflammatory pathways activated post-MI, a
single agent may be less efficacious than a strategy which regulates multiple pathways [7].

The anti-inflammatory effects of O-3FA are well established in both cardiovascular and
non-cardiovascular systems. O-3FAs lower levels of key inflammatory eicosanoids, such as leu-
kotriene-B4, thromboxane-A2, tumor necrosis factor (TNF), IL-1p, and IL-6 [20-23]. More
recently, O-3FA has been demonstrated to serve as precursors to specialized pro-resolving
lipid mediators (SPMs), that mediate resolution of the acute inflammatory response to myo-
cardial infarction [24]. SPMs have shown to actively switch off leukocyte trafficking to
inflamed sites, promote clearance of cellular debris and inflammatory mediators, and suppress
cytokine production [25]. The ability of SPMs to modulate damage and subsequent fibroblast
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proliferation may be particularly important in models of ischemia and reperfusion, such as the
convalescent phase following AMI [25]. Keyes et al, reported that resolvin E1 (RvE1) derived
from EPA had direct protective effects on cardiomyocytes in a mouse model of ischemia/
reperfusion. RvE1 reduced infarct size and apoptosis in a dose-dependent fashion [26].
Another SPM biosynthesized in vivo from EPA, resolvin D1 (RvD1), was evaluated in a similar
mouse model of ischemia/reperfusion by Kain and colleagues [27]. They reported that the
RvD1 injected group had early exit of neutrophils from both the LV and the spleen and switch-
ing to anti-inflammatory M2 macrophages with resultant decreased cardiac collagen deposi-
tion and improved LV function [27]. Furthermore, O-3FAs are oxidized by CYP450
monooxygenase to epoxides, which are potent lipid mediators of the cardiovascular system
[28]. Epoxides have been show to induce vasodilation, stimulate angiogenesis and further pro-
tect the myocardial from ischemic/reperfusion injury [29, 30]. Most recently, Endo and col-
leagues reported that 18-HEPE, an anti-fibrotic and anti-inflammatory EPA metabolite,
prevented cardiac dysfunction, macrophage infiltration, and cardiac fibrosis in a mouse model
of cardiac pressure overload [31]. In the OMEGA-REMODEL trial, treatment with O-3FA
treatment was associated with significant reduction of circulating biomarkers of inflammation,
such as myeloperoxidase, and lipoprotein-associated phospholipase A2, which paralleled the
improvement in cardiac remodeling [2]. In this post-hoc analysis, the GG genotype patients
did not demonstrate a significant reduction in hs-CRP. There are several possible reasons
serum hs-CRP may not capture the full spectrum of anti-inflammatory and remodeling effects
from O-3FA across the genotypes. Local anti-inflammatory and proresolving effects of the
SPMs in the healing infarct are not reflected by systemic hs-CRP. Given the small average
infarct size and preserved LVEF within our study cohort, patients likely underwent a mild sys-
temic inflammatory response post-MI and therefore our study is inadequately powered to
detect a significant change in peripheral hs-CRP amongst the genotypes. Furthermore, by our
study protocol, the study drug (O-3FA or placebo) was administered to patient subjects at 24
weeks after acute MI when the systemic inflammatory response measured by hs-CRP may
have diminished.

In the past decade, genome-wide association studies have identified SNP variants associated
with elevated or low blood levels of omega-3 fatty acids. For instance, variants in the fatty acid
desaturase genes FADSI and FADS2, involved in the production of EPA and DHA from o-lin-
olenic acid, represent a source of genetic variation in circulating levels of O-3FA, especially in
individuals who consume very little to no dietary O-3FAs [32, 33]. Currently, at least a dozen
genetic loci have been shown to affect circulating levels of O-3FA, many with still unclear
mechanisms of action [34]. A few studies have directly examined the effects of FADS genotype
on desaturase activity and coronary artery disease. In the Verona Heart Study, 610 patients
with and 266 patients without CAD underwent genotyping for FADS polymorphisms. Four
variants associated with elevated ArA/LA ratio were also associated with higher hs-CRP and
greater risk of CAD [5].

SNP variation at rs1535 is of particular interest for two reasons: 1) it has minor allele fre-
quency of sufficient prevalence (0.32) to be of relevance in standard clinical practice, and 2)
prior studies have demonstrated effect modification of rs1535 genotype on impact of increas-
ing O-3FA dietary intake [3, 4]. Studies on the impact of breastfeeding on child IQ, for
instance, have suggested that the effect may be most pronounced in those who carry one copy
of the A allele [4]. Bisgaard and colleagues examined the effect of maternal omega-3 fatty acid
supplementation on the risk of asthma and wheezing in the offspring, which may result from a
proinflammatory state due to imbalance between O-3FA and O-6FA levels in the infants [3].
They conducted a randomized, placebo-controlled trial of moderate-dose O-3FAs (2.4g/day)
in 736 pregnant women initiated at week 24 of pregnancy. In the offsprings, risk of persistent
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wheeze or asthma was 30.7% lower in those with maternal O-3FA therapy. Notably, post hoc
analyses showed that the G allele was associated with higher levels of upstream substrates (lino-
leic acid and alpha-linolenic acid) and predicted those most likely to benefit from therapy (GG
genotype). We found similar results for high-dose O-3FA therapy in this post-hoc analysis of
the OMEGA-REMODEL study.

There are several limitations to this study. First, we were not able to genotype 46 of the orig-
inal 358 patients (13%, 20 assigned to O3-FA) in our cohort due to either patient or technical
issues. Although this 13% was evenly distributed in both treatment arms, biases could poten-
tially have been introduced. Second, our sample size was comparatively small and may have
limited our power to fully evaluate the relationship of fatty acid increases with changes in
LVESVi in the genotype groups, particularly in homozygote GG patients. Third, our study did
not assess all available biomarkers that examines the inflammatory and proresolving effects of
O-3FA and was inadequately powered to assess systemic inflammatory response by hs-CRP
across the genotypes. Finally, our population was predominantly Caucasian, which limited the
evaluation for any modifying effects due to race/ethnicity in response to O-3FA therapy/
FADS?2 genotypic polymorphisms. Nevertheless, our results support the concept that polymor-
phisms affecting FADS2 enzyme activity may modify the effect of O-3FA supplementation in
Caucasian populations.

Conclusions

In conclusion, our study demonstrated that the therapeutic effects of high dose O-3FA treat-
ment in patients with acute MI was modified by polymorphisms of FADS2 gene at rs1535.
Measures of improved LV remodeling, namely lower LVESVi and reduced non-infarct myo-
cardial fibrosis, were greatest in patients with the homozygous GG genotype. Our findings
support the concept of ‘precision medicine’ and that genotypic patient selection for O-3FA
therapy post-AMI may yield improved clinical outcomes.

Supporting information

S1 Fig. Fatty acid desaturase activity in caucasian patients. Fatty acid desaturase activity as
assessed by ArA/LA ratio in red blood cell membrane assay. Caucasian patients with GG alleles
have diminished ArA/LA ratio consistent with reduced fatty acid desaturase activity.

(TIF)

S2 Fig. Treatment assignment and reduction of adverse LV remodeling and NTpro-BNP
amongst caucasian patients.
(TIF)

S1 Table. Correlations of changes in LVESVi with changes in EPA, DHA, and O3I strati-
fied by genotype subgroups.
(DOCX)

S1 Dataset. Source dataset of all data analyses.
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