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Abstract: Pregnancy and lactation can change the maternal nutrient reserve. Non-invasive, quan-
titative markers of maternal nutrient intake could enable personalized dietary recommendations
that improve health outcomes in mothers and infants. Macular pigment optical density (MPOD) is a
candidate marker, as MPOD values generally reflect carotenoid intake. We evaluated the association
of MPOD with dietary and breastmilk carotenoids in postpartum women. MPOD measurements and
dietary intake of five carotenoids were obtained from 80 mothers in the first three months postpartum.
Breastmilk samples from a subset of mothers were analyzed to determine their nutrient composition.
The association between MPOD and dietary or breastmilk carotenoids was quantitatively assessed to
better understand the availability and mobilization of carotenoids. Our results showed that dietary
α-carotene was positively correlated with MPOD. Of the breastmilk carotenoids, 13-cis-lutein and
trans-lutein were correlated with MPOD when controlled for the total lutein in breastmilk. Other
carotenoids in breastmilk were not associated with MPOD. Maternal MPOD is positively correlated
with dietary intake of α-carotene in the early postpartum period, as well as with the breastmilk
content of lutein. MPOD may serve as a potential marker for the intake of carotenoids, especially
α-carotene, in mothers in the early postpartum period.

Keywords: macular pigment optical density (MPOD); nutrition; postpartum; carotenoids; breastmilk;
lactation

1. Introduction

Breastmilk is the recommended diet for infants, and the maternal nutrient status dur-
ing lactation can affect the nutrient content of breastmilk [1,2]. As nutrient intake during
this critical period of brain development can impact neurodevelopmental outcomes, identi-
fying modifiable factors that optimize the nutrient content of breastmilk could improve
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health outcomes for infants [3–8]. Carotenoids function as antioxidants, and three of them
(β-carotene, lycopene, and β-cryptoxanthin) can serve as precursors of vitamin A and
influence retinoid signaling levels [9]. They have been shown to play a role in early visual
and cognitive development and are primarily obtained from the mother during pregnancy
or later from breastmilk [10]. Dietary lutein intake correlates with lutein concentrations
in breastmilk [11], and maternal supplementation with lutein can increase the amount in
breastmilk [12]. However, the individualized assessment of maternal nutrition remains
a challenge. Non-invasive quantitative markers for maternal intake of nutrients such as
carotenoids would be useful to identify dietary factors that affect maternal nutrient sta-
tus during pregnancy and lactation, and in the future could provide an opportunity for
individualized nutritional recommendations.

Postpartum intake of carotenoids can be highly variable between mothers [13]. The
food frequency questionnaire (FFQ) is a widely used assessment tool for nutrient intake.
FFQs survey the frequency and amount of consumed food items [14]. An FFQ is a non-
invasive quantitative measurement, but it requires specialized analysis to convert food
data to nutrient intake values. Another tool, macular pigment optical density (MPOD),
uses a tabletop instrument to quantify macular pigment in the retina. Macular pigment is
composed of lutein, zeaxanthin, and meso-zeaxanthin. While meso-zeaxanthin is believed
to be generated enzymatically from lutein in the retina, lutein and zeaxanthin cannot
be synthesized by humans and therefore must be obtained from the diet [15–17]. For
this reason, MPOD has been used to assess the status of carotenoids, such as lutein and
zeaxanthin, in the general population [18–22]. Similar to FFQs, MPOD can be measured
non-invasively; however, the measurement takes less than 5 minutes and generates a single
objective value. In addition, MPOD reflects the absorption and utilization of carotenoids
and therefore could reflect nutritional status similar to FFQs. Finally, as carotenoids are
widely distributed in foods such as fruits and vegetables, measuring carotenoids could
provide a useful insight into the intake of these healthy foods.

These features motivated us to evaluate whether MPOD could represent FFQ-derived
maternal carotenoid intake. Specifically, we measured food intake and MPOD in the first
3 months postpartum from 80 mothers and collected breastmilk samples from a subset
of mothers. The main objective of this cross-sectional study is to determine if MPOD is
associated with dietary intake of carotenoids in lactating mothers. Secondly, we assessed
whether the MPOD measurement was indicative of the mother’s carotenoid delivery to her
infant via breastmilk.

2. Materials and Methods
2.1. Study Population

Data were obtained during a prospective observational study investigating the impact
of nutrition on infant brain development (clinicaltrials.gov registration #NCT02058225,
accessed on 24 October 2018). The research protocol was approved by the Institutional
Review Boards at Boston Children’s Hospital, Brigham and Women’s Hospital, and Beth
Israel Deaconess Medical Center. A total of 161 mother–infant dyads were recruited to
the trial from 2013 to 2016. Written informed consent was obtained from each participant
at the bedside after delivery. Inclusion criteria included: (a) mothers who delivered full-
term infants at Brigham and Women’s or Beth Israel; (b) mothers with no known medical
problems or pregnancy complications. Eighty mothers with both MPOD and FFQ data
available were included in this study. Demographic information including age, race, ethnic
groups, and education levels were obtained through questionnaires and are described in
Table 1.
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Table 1. Demographics of participants (N = 80).

Maternal Characteristics, median (inter-quartile range, IQR)

Age (years) 33 (30–36)
Body mass index (BMI) (kg/m2) 27 (25–30)
Time of MPOD measurements postpartum (days) 30 (22–59)
Time of FFQ collection postpartum (days) 35 (23–60)
Time of breastmilk sample collection (days) 108 (99–119)

Ethnicity, number (%)

Hispanic or Latino 6 (7.5%)
Not Hispanic or Latino 65 (87.5%)
Not reported 4 (5.0%)

Race, number (%)

White 56 (70.0%)
Black or African American 11 (13.8%)
Asian 6 (7.5%)
More than one race 2 (2.5%)
Not reported 5 (6.2%)

Highest Degree Earned, number (%)

High school diploma or equivalency (GED) 7 (8.7%)
Associate degree (junior college) 7 (8.7%)
Bachelor’s degree 31 (38.7%)
Master’s degree 21 (26.3%)
Doctorate professional 11 (13.8%)
Other 3 (3.8%)

MPOD: macular pigment optical density; FFQ: food frequency questionnaire; GED: general educational development.

2.2. Study Measurements
2.2.1. Macular Pigment Optical Density (MPOD) Measurement

MPOD was measured from 90 mothers in the early postpartum period (median
(IQR) = 30 (22–59) days) using heterochromatic flicker photometry [23] (Supplemental
Methods). The measurements were taken with the macular densitometer (Macular Metrics
II, LLC, Rehoboth, MA, USA). To detect the flicker sensation (i.e., amount of light absorbed
by the macular pigment), blue and green light were temporally modulated, based on a
null adjustment procedure, where a good starting blue-to-green ratio for the individual
participant was determined, and the participants were asked to confirm when a flicker was
perceived. This flicker detection was measured in the right eye both at the center of the fovea
and at the perifovea (7 degrees from the fovea). By comparing the foveal and parafoveal
measurements, the densitometer generated the MPOD values, thus giving an estimation
of amount of macular pigment in a participant. MPOD values typically range from 0 to
1 and are linearly related to the amount of macular pigment [18,24]. Measurements with
values < 0.1 (n = 7) or if obtained from the left eye (n = 3) were excluded from the analysis
for accuracy and consistency. MPOD measurements from 80 mothers (mean ± standard
deviation (SD) = 0.38 ± 0.18) were included in the final analysis.

2.2.2. Maternal Dietary Intake

An FFQ (Block 2005 FFQ) administered by NutritionQuest was completed by each
participant in the early postpartum period (median (IQR) = 35 (23–60) days) to assess
their dietary intake over the past three months (nutritionquest.com/assessment/list-of-
questionnaires-and-screeners, accessed on 24 October 2018). The questionnaire included
139 questions, which were converted to the average daily intake of 73 nutrients. Of these,
5 nutrients in the vitamins and antioxidants category were carotenoids: α-carotene, β-
carotene, lycopene, β-cryptoxanthin, and combined lutein-zeaxanthin. The others were
non-carotenoids and not included in this analysis. Body mass index (BMI), defined as body



Nutrients 2022, 14, 182 4 of 10

weight (kilogram) divided by height (meter) squared, was also collected as part of FFQ. All
FFQs were collected within 2 (1–6) days (median (IQR)) of the MPOD measurements.

2.2.3. Breastmilk

Mothers were asked to collect 50–100 mL of breastmilk using a breast pump at least
2 h after the last milk expression, excluding the first morning milk. Milk was frozen
and brought to the research visit. The breastmilk samples were collected approximately
3 months postpartum (median (IQR) = 108 (99–119) days). The milk samples were then
stored at −80 ◦C and were shipped to Abbott Inc. for analysis. The carotenoid concentra-
tions in the breastmilk were obtained (Supplemental Table S1) using the analysis procedures
as described by Xu et al. [25]. In brief, milk samples were mixed with water and tetrahy-
drafuran, then saponified for 30 min at room temperature with 5% methanolic potassium
hydroxide. Target analytes were extracted using butylated hydroxytoluene in a mixture of
dichloromethane, petro ether, and hexane. Extracts were dried, reconstituted in ethanol,
and run on an YMC C30 column at a temperature of 23 ◦C using an Agilent 1290 Infinity
high-performance liquid chromatography system. The linear assay range was 10–250µg/L
with a linear coefficient value of >0.9990 for both lutein and zeaxanthin. Of the 80 mothers
who were included in the study, 38 mothers had all three research measurements: MPOD,
dietary intake, and breastmilk samples.

2.3. Statistical Analysis

Associations between MPOD measurements and maternal intake of each of the
5 carotenoids in the postpartum period were calculated in SAS Studio (version 3.8, SAS
Institute Inc., Cary, NC, USA) using a linear regression model. Of the 80 participants,
12 participants had both MPOD measurements and dietary intake information obtained
at 2 timepoints in the early postpartum period, in which case average values were used.
The significance of association was computed with and without considering maternal age,
BMI, and number of days postpartum (daysPP) at the time of measurement as covari-
ates to quantify whether these maternal factors mediate the associations. Additionally, a
correlation matrix of the dietary carotenoids was calculated to characterize their degree
of independence. Benjamini–Hochberg (BH) method was used to correct for multiple
comparisons, and the level of significance was set to be q < 0.05.

Furthermore, the association between the MPOD measurements and the carotenoids in
breastmilk was calculated using a linear regression model, both with and without adjusting
for maternal age, BMI, and number of days postpartum (daysPP) at the time of breastmilk
collection as covariates. For the carotenoids, lutein and β-carotene, where both cis and
trans-isomers were measured, the association between the sub-components and MPOD was
adjusted for the total concentration of the carotenoids to account for the complementary
effect of the isomers. Correction of multiple comparisons was carried out using BH method
with 0.05 level of significance.

3. Results
3.1. Cohort Description

Of the 161 mother–infant dyads originally recruited, 80 had MPOD values that passed
quality control filtering (Supplemental Figure S1). Thirty-eight mothers with MPOD values
also provided a breastmilk sample. Comparing the intake of carotenoids between mothers
who did and did not provide a breastmilk sample, there was no difference in carotenoid
intake (Supplemental Table S2).

3.2. Serial MPOD Measures

Twenty-one mothers had MPOD values measured at both 1 and 3 months postpartum.
MPOD values were lower at 3 months (average 0.3755 vs. 0.3175, Wilcoxon signed-rank
test p-value 0.0075; Supplemental Figure S2).
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3.3. MPOD-Carotenoid Association

Dietary α-carotene had a positive association with MPOD (R2 = 0.10, q = 0.04, Figure 1A,
Supplemental Table S3) in the unadjusted comparison, but it was only nominally associated
when adjusted for maternal age, BMI, and daysPP at the time of measurement (R2 = 0.17,
q = 0.05). The other dietary carotenoids, β-carotene, lutein-zeaxanthin, β-cryptoxanthin,
and lycopene, did not show an association with maternal MPOD (Figure 1B–E) either in
the unadjusted or the adjusted model. Dietary α-carotene was positively associated with
the intake of each of the other carotenoids, especially β-carotene and lutein-zeaxanthin
(Figure 1F). Dietary β-carotene and lutein-zeaxanthin were also positively correlated
(Supplemental Figure S3).
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Figure 1. MPOD and dietary carotenoids. (A–E) Association between MPOD and all five dietary
carotenoids (slope of the linear association and q-values are displayed in each box). (F) Correlation of
dietary α-carotene with other dietary carotenoids (correlation coefficients and p-values are displayed
in each cell). “ns” in the figure represents “not significant”. “*” indicates a significant correlation with
q < 0.05, Solid lines indicate the slope of the association, with 95% confidence intervals indicated with
dashed lines.

Given the association between MPOD and α-carotene, the intake of carotenoid-rich
foods such as fruits and vegetables, obtained from the FFQs, were assessed for association
with dietary α-carotene using a linear regression model. The overall intake of vegetables,
particularly dark green leafy and deep yellow, orange-colored vegetables, and the intake of
solid fruits showed a strong positive relation with α-carotene (Figure 2). However, MPOD
was not directly correlated with the intake of vegetables (Supplemental Table S4).

3.4. Material Diet-Breastmilk Association

The maternal intake of carotenoids was not correlated with breastmilk carotenoid
contents, in either an unadjusted model or when accounting for maternal age, BMI, and
days postpartum (Supplemental Table S5).

3.5. MPOD-Breastmilk Association

The fraction of 13-cis-lutein in breastmilk was nominally positively associated with
MPOD (R2 = 0.82, q = 0.04, Figure 3, Supplemental Table S6), while the fraction of trans-
lutein in breastmilk was negatively associated with MPOD (R2 = −0.96, q = 0.04) when
accounted for the total lutein in breastmilk. This association remained nominal even when
maternal age, maternal BMI, and daysPP were used as covariates (R2 = −0.83, q = 0.05;
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R2 = −0.96, q = 0.04). None of the other breastmilk carotenoids showed any association
with the MPOD measurements.
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4. Discussion

This study aimed to identify whether maternal MPOD reflects maternal dietary
carotenoid intake and carotenoid concentrations in breastmilk during the postpartum
period, which has rarely been studied. Clinical documentation of MPOD as a quantitative,
non-invasive marker for maternal dietary carotenoids and levels in breastmilk could help
establish recommendations for carotenoids, which are important for health and neurodevel-
opmental outcomes in infants [4,6,10,26–29]. Significant associations between MPOD and
carotenoid intake, especially lutein and zeaxanthin, have been previously found in general
adult populations [16,22,30–34]. Most of these studies have not investigated the associa-
tion of MPOD with other dietary carotenoids such as α-carotene, β-carotene, or lycopene.
Surprisingly, the current data indicate that dietary intake of the macular carotenoids was
not correlated with MPOD in the postpartum period. Moreover, in contrast to previous
studies that demonstrated an increase in breastmilk lutein content after maternal dietary
supplementation, we found no association with dietary intake of lutein and breastmilk
lutein contents. Instead, our results reveal a significant association between MPOD and
α-carotene intake, as well as the breastmilk contents of lutein isoforms.

4.1. MPOD and α-Carotene Intake: Marker of Healthy Diet?

MPOD was most strongly correlated with a maternal intake of α-carotene, despite
α-carotene not being a macular pigment. In our cohort, α-carotene was correlated with
the intake of dark green leafy and deep yellow, orange-colored vegetables and solid fruits,
and therefore may have been a proxy marker for a healthy diet rich in carotenoid-dense
foods. Therefore, this leads us to consider whether MPOD might serve as a useful indicator
of the intake of non-macular carotenoids and/or healthy vegetables and fruits in women
postpartum. However, MPOD was not directly correlated with the intake of carotenoid-rich
vegetables, nor with the intake of non-macular carotenoids. Instead, the correlation of
MPOD with dietary α-carotene may be due to secondary effects of α-carotene on macular
health during the postpartum period or due to difficulties in accurately ascertaining intake
of lutein-zeaxanthin from FFQ. This could be due to a small sample size, confounders
in the measurement of macular carotenoids, or an unreliable FFQ assessment of macular
carotenoids. The strong association of dietary α-carotene with dietary lutein-zeaxanthin
and β-carotene suggests associations with α-carotene may also be true for lutein-zeaxanthin
if replicated in a larger cohort. Together, these results suggest that maternal MPOD warrants
further study as a marker of carotenoid status in the early postpartum phase.

4.2. Lutein Isoforms

Though MPOD is well known to be correlated with lutein-zeaxanthin intake, the
relationship of MPOD with breastmilk carotenoids has not been previously determined.
We hypothesized that MPOD would be positively correlated with lutein concentrations in
breastmilk [11], as those have also been shown to be positively correlated with dietary lutein
intake [12]. Interestingly, breastmilk cis and trans-lutein were positively and negatively
correlated with MPOD, respectively. This could be due to differences in the foods containing
the two isoforms, differences in isoform bioavailability, or differences in lutein metabolism
and storage during lactation. Cis-lutein is generated from naturally occurring trans-lutein
during the processing and/or cooking of vegetables, fruits, and eggs [35]. Thus, higher
breastmilk cis-lutein likely reflects a higher maternal intake of cooked and/or processed
foods that contained trans-lutein in their pre-processed forms. On the other hand, trans-
lutein is the naturally occurring isomer, and the infant brain is strongly selective for trans-
lutein as compared to cis-lutein, displaying a higher trans-lutein-to-cis-lutein ratio [36].
This suggests that trans-lutein might be more concentrated in human tissues. Mobilization
of trans-lutein from the macular carotenoids, or preferential transport of trans-lutein into
breastmilk from dietary intake or adipose tissue mobilization, could explain the negative
correlation of MPOD with breastmilk trans-lutein concentrations.
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Limitations of our current study include the use of a single MPOD measurement and
small sample size, though this is similar to other MPOD studies in other life stages. Small
sample sizes both limit power to detect true correlations and can increase the likelihood of
detecting an incorrect correlation due to bias within the cohort. In addition, MPOD was
measured only in the postpartum period, but not in other periods. Future studies are needed
to determine how diet affects MPOD during pregnancy [4,7,10,27,28,37]. Our methods
were unable to separate dietary lutein and zeaxanthin due to the configurations in the
FFQ analysis. Moreover, α-carotene and cis-lycopene in breastmilk could not be measured
accurately and thus could not be included in the analysis. Including measurements of
plasma concentrations of carotenoids in women pre and postpartum may also be beneficial.
Finally, a multivariate approach looking at other nutrients from the maternal dietary intake
and their effects on MPOD and changes in breastmilk contents would be important to
include in such studies.

Despite these limitations, this is the first quantitative study of maternal MPOD and
nutritional correlates in the postpartum period for a term-born population. In summary,
MPOD measurements could reflect the intake of carotenoids, particularly α-carotene, in the
early postpartum period. The lack of direct association between maternal dietary lutein-
zeaxanthin and MPOD may reflect additional complexities in the regulation of macular
pigment deposition during lactation. The association of a lutein component in breastmilk
with MPOD may suggest selective transport of lutein-zeaxanthin to breastmilk in mothers.
Future studies to determine the utility of prenatal MPOD measurements would be an
important next step in determining the utility of MPOD as a non-invasive indicator of
maternal nutrient status in the postpartum period.
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densitometer operating instructions.
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