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ABSTRACT
Background: Protein quality assessment through the Digestible
Indispensable Amino Acid Score requires accurate measurements
of true ileal protein and amino acid digestibility, for which a
dual isotope technique was recently developed. However, the ileal
digestibility of indispensable amino acids (IAA) in humans from
high-quality proteins is not well known.
Objective: The aim of this study was to intrinsically label
hen’s egg and meat protein by the use of uniformly 2H-
labeled amino acids, and to measure their true ileal indispensable
amino acid (IAA) digestibility via the dual isotope method in
humans.
Design: 2H-labeled lyophilized boiled egg white protein, whole
boiled egg, and cooked meat were obtained from layer hens (BV-300)
administered a uniformly 2H-labeled amino acid mix orally for 35 d
with their daily feed. The ileal IAA digestibility of these proteins was
determined with reference to digestibility of previously characterized
[U-13C]spirulina in a dual tracer method in healthy Indian subjects
whose intestinal health was measured by the plasma kynurenine-to-
tryptophan (KT) ratio.
Results: All subjects had normal KT ratios. The mean ± SD true
ileal IAA digestibility of 2H-labeled egg white protein, whole boiled
egg, and cooked meat was 86.3% ± 4.6%, 89.4% ± 4.5%, and
92.0% ± 2.8%, respectively. Leucine digestibility correlated with the
KT ratio (r = −0.772; P = 0.009).
Conclusions: Uniformly 2H-labeled hen’s egg and meat protein
can be used to measure ileal IAA digestibility by the dual isotope
tracer approach in humans. The mean IAA digestibility values
for these high-quality proteins in the healthy Indians studied were
similar to values obtained in earlier human and animal experiments.
Leucine digestibility in these meal matrices correlated with the
KT ratio, but this aspect needs further evaluation. This trial was
registered at the Clinical Trials Registry of India (http://ctri.nic.in)
as CTRI/2018/03/012265. Am J Clin Nutr 2018;108:980–987.

Keywords: intrinsic labeling, egg protein, meat protein, dual stable
isotope tracer method, kynurenine-tryptophan ratio, environmental
enteric dysfunction, Digestible Indispensable Amino Acid Score
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INTRODUCTION

Recent recommendations have emphasized the importance of
dietary protein quality and the need for its assessment by use
of the Digestible Indispensable Amino Acid Score, necessitating
true ileal digestibility measurements on individual indispensable
amino acids (IAAs) with respect to a nutritional reference, such as
milk or egg white protein (1). Whereas direct ileal balance mea-
surements have been used to define ileal protein and amino acid
digestibility in animals and humans (ileostomates and nasoileal
intubation methods), isotopic methods such as the indicator
amino acid oxidation method have been used to measure the
metabolic availability of specific IAAs, one IAA at a time (2, 3).
Recently, a dual isotope method for measuring the human ileal
digestibility of different IAAs in intrinsically labeled protein was
proposed (4), in which the measurement of absorbed amino acids
from a 2H intrinsically labeled test protein could be compared
against that for a 13C intrinsically labeled standard protein with
known digestibility. It is particularly suited for measurements in
vulnerable age groups and the study of varying physiological
states. This method has been used to determine the digestibility of
13C intrinsically labeled spirulina protein with respect to that of
crystalline amino acids, as well as 2H intrinsically labeled legume
proteins in apparently healthy adults (5).
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It is not known if protein digestibility varies with the
presence of different environmental stressors. Although the daily
IAA requirement of healthy humans has been shown to be
similar globally (6–11), there has been some doubt about the
adequacy of the protein requirement related to its digestibility
and composition in environments where environmental enteric
dysfunction (EED) with impaired small intestinal function may
be widely prevalent (12). Impaired protein digestibility might be
significant in India, where otherwise healthy Indian adults and
children have been shown to have greater intestinal permeability,
in terms of reduced mannitol absorption and higher lactulose
recoveries respectively, when compared with relatively healthy
subjects with the dual sugar absorption test (13, 14). However,
protein digestion has seen little attention in the context of gut
dysfunction.

As a start, the digestibility of high-quality proteins, such as
egg, meat, or milk protein, needs to be assessed in healthy groups
living in developing countries where EED might be prevalent.
Egg protein is a high-quality protein source owing to its amino
acid composition (6) and its high digestibility as measured
by orofecal nitrogen balance (15). The ileal digestibility of
leucine in boiled egg protein has been shown to be high in
human ileostomates (16, 17). This study aimed to use the dual
isotope method to determine the true ileal IAA digestibility of
hen’s egg and meat protein in healthy urban Indian men and
women from middle-class environments by intrinsically labeling
the hen’s egg and meat protein with a low dose of uniformly
2H-labeled amino acids. It also aimed to compare their gut
health, mainly the intestinal inflammatory status, by use of
the plasma kynurenine-to-tryptophan (KT) ratio (18), with IAA
digestibility.

METHODS

Intrinsic labeling of hen’s egg and meat

We housed 2 layer hens (BV-300, 29 wk old, weight: 1.5
kg) in the Central Animal House, St. John’s Medical College,
in individual grated stainless-steel cages with a sloping base
that allowed for easy egg collection. A lighting schedule of
16.5 h of light/d and a temperature of 28◦C ± 2◦C was
maintained. In order to allow for acclimatization to the place
and feed, the hens were provided with their regular diet before
starting the actual experimental protocol. The hens were fed
the same feed in continuation of their previous diet, to meet
their daily energy and protein requirement, which contained
2.5 MJ metabolizable energy/kg dry matter, 16.5% protein,
and 4.9% crude fiber. The amount of feed required was
assessed during this period (110–130 g/d) and was accordingly
administered to avoid nutritional stress and impaired egg
production. Water was provided ad libitum for the entire study
duration.

An Institutional Animal Ethical Committee approval was
obtained for the experiment and chicken-handling procedures.
First, a pilot isotope dosing study was conducted to evaluate the
dose required to achieve a target enrichment of 1000 parts per
million excess (ppme) in the egg white protein, assuming ∼20%
transfer efficiency (19) and with the knowledge that the tracer
source was chosen on economic grounds and contained an amino
acid profile that differed from the amino acid profile of the feed.

TABLE 1
Composition of [U-2H]-labeled crystalline amino acid mix

Amino acids Concentration, %

l-Lysine:2HCl 12
l-Leucine 9
l-Glutamic acid 9
l-Aspartic acid 8
l-Alanine 6
l-Arginine:HCl 6
l-Glutamine 5
Glycine 5
l-Asparagine:H2O 5
l-Proline 5
l-Phenylalanine 4
l-Valine 4
l-Serine 4
l-Threonine 4
l-Tyrosine 3
l-Isoleucine 3
l-Tryptophan 3
l-Cysteine 3
l-Histidine:HCl:H2O 1
l-Methionine 1

The pilot dose used was set at 6 mg daily of [U-2H]-labeled
crystalline amino acid mix (DLM-6819-1, Cambridge Isotope
Laboratories; >97% purity, amino acid composition provided in
Table 1). One hen received this dose dissolved in water orally
with a sterile syringe, daily for 17 d. The egg white protein
mean 2H IAA enrichment achieved with this isotope dose was
425 ppme. Therefore, to achieve the target enrichment of 1000
ppme, both hens subsequently received 12 mg of the same mix for
35 d. Any spillage of the isotope solution during administration
was recorded. Eggs were collected every day and stored at 4◦C
for further processing.

The eggs were processed in 2 ways, to obtain either a
boiled lyophilized egg white protein or a whole boiled egg.
The analysis of the IAA enrichment in the egg white protein
was conducted in batches of eggs collected at 3-d intervals.
For the lyophilized egg white protein, eggs were boiled for
20 min in boiling water, following which the yolk and the
egg white were separated under sterile conditions, minced,
lyophilized, ground into a homogeneous powder with a pestle
and mortar, and stored at 4◦C. The lyophilized egg white protein
obtained was then pooled for use in the human protocol. The
same process of boiling was used for whole egg that was
shelled and immediately stored at −80◦C. To obtain labeled
skeletal muscle, the hens were killed a day after the last isotope
dosing. The meat (breast, wing, thigh, and drumstick) was
pooled for each hen separately and pressure cooked for 40 min,
portioned into sterile plastic containers and stored immediately
at −80◦C. The analysis of 2H isotopic enrichment of individual
amino acids in the lyophilized egg white, whole egg, and meat
samples was performed by liquid chromatography-tandem mass
spectrometry (LC-MS/MS; 6495 Triple iFunnel Quadrupole,
Agilent) following hydrolysis, cation exchange purification,
and derivatization as ethoxycarbonyl ethyl esters, as described
elsewhere (5).
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TABLE 2
Nutrient compositionof the standardized test meal for each test protein group1

EWP WBE CM

Energy, kcal/meal 731.30 ± 72.0 717.94 ± 49.9 714.19 ± 125.8
Protein, g/meal 22.50 ± 1.8 22.08 ± 0.8 22.15 ± 3.8
Fat, g/meal 29.86 ± 1.7 30.46 ± 1.2 29.96 ± 3.5
Carbohydrate, g/meal 91.5 ± 12.1 88.14 ± 9.2 88.1 ± 19.4
P/E ratio 12.33 ± 0.3 12.33 ± 0.6 12.42 ± 0.2

1Values are means ± SDs, n = 6/group. Different subjects were used for each experiment. CM, cooked meat; EWP, egg white protein; P/E,
Protein/Energy; WBE, whole boiled egg

Human digestibility study protocol, the dual stable isotope
tracer approach

A culturally acceptable test meal (ghee rice and curry with
egg or meat) was standardized and prepared in batches for the
egg white protein, whole boiled egg, and cooked meat protein
digestibility experiments. The meal provided one-third of the
daily energy and protein requirement of healthy adults matched
for age and sex (the nutrient composition of the test meals
is provided in Table 2). The labeled protein comprised two-
thirds of the total protein in the meal, with the rest coming
from other protein sources (rice) and with a trace amount (∼
2%) contributed by [U-13C]spirulina. The whole boiled egg
and cooked meat were thawed overnight in a refrigerator at
4◦C. When preparing the meal, the egg white protein was
mixed into the curry portion, whereas the whole boiled egg
and cooked meat were added to each meal portion separately
and mixed. The meals were warmed for 10 s in a microwave
oven before administering it to the subjects. [U-13C]Spirulina
(12 mg/kg; Cambridge Isotope Laboratories; 97% purity) was
added to the meal as a standard with predetermined true ileal
IAA digestibility, expressed with respect to crystalline amino
acids (5).

Healthy nonsmoking subjects (n = 6 for each test protein
group) of both sexes (equally represented), with BMI (in kg/m2)
between 18.5 and 25, age between 18 and 45 y, and no food
allergies, were included in the study. Subjects with a history of
serious illness within 3 mo of the study, taking antibiotics within
4 wk prior to the study, or taking iron supplements, and those who
had consumed alcohol in the 24 h prior to the study day, were
excluded. All subjects gave informed written consent, and the
Institutional Ethical Review Board approved the study. Subject
screening and enrollment details are given in Supplemental
Figure 1.

On the day of the experiment, subjects reported at 0630 to the
metabolic unit after an overnight fast of 12 h. The experiment
started at 0700 and continued for the next 8 h. The subjects were
restricted to minimal physical activity during the experiment.
A plateau feeding protocol was adopted. Briefly, the test meal
was cooked and portioned into 11 parts, each part constituting
one mini meal. The priming meal (3 mini meals), along with
[13C]bicarbonate (3 mg/kg, Cambridge Isotope Laboratories;
>99% purity), was administered first, followed by a single
mini meal every hour for the next 7 h. One of the mini meal
portions was retained for isotopic analysis. Breath samples were
collected in a 10-mL glass evacuated tube (Becton Dickinson),
whereby the subjects were instructed to blow into the tube
with a single breath. The breath sample was obtained at
baseline, followed by hourly samples for the total experimental

duration. The samples were stored at room temperature until
analysis.

Blood was collected after securing an indwelling venous
catheter at the beginning of the experiment. A basal blood
sample was collected followed by half-hourly samples from
hour 5 onwards, until the end of the experiment. The time
points for blood collection were chosen based on previous
experiments to determine the appropriate sampling time points
(5), as these demonstrated a plateau for the isotopic enrichment
of plasma amino acids. Whole blood was transferred into EDTA-
coated anticoagulant evacuated tubes (Becton Dickinson) and
centrifuged at 4◦C to separate the plasma, which was divided into
aliquots and stored at −80◦C until analysis.

Plasma samples were processed to remove proteins and
purify amino acids by cation exchange, and derivatized before
IAA analysis at St. John’s Research Institute, by LC-MS/MS,
to measure 13C and 2H isotopic enrichments of the IAA, as
explained elsewhere (5). Whole meal samples underwent gas
phase acid hydrolysis prior to amino acid analysis (5).

The true ileal digestibility percentage for each IAA was
calculated from the equation:

[
Plasma2H IAA (ppme) /Meal 2H IAA (ppme)

]

[
Plasma 13C IAA (ppme) /Meal 13C IAA (ppme)

] ∗ 100 ∗ DigStd/100 (1)

where DigStd is the percentage true ileal digestibility of IAA
of spirulina protein with reference to crystalline AA. The mean
value of the IAA digestibility of spirulina, which was the standard
protein, was 85.2%, and the DigStd used for each amino acid
was 84.1%, 95.3%, 82.5%, 77.5%, 86.0%, 84.2%, and 87.1% for
methionine, phenylalanine, threonine, lysine, leucine, isoleucine,
and valine, respectively (5).

Intestinal health was estimated from the plasma KT ratio. A
dansyl [5-(dimethylamino)-1-napthalene sulfonamide] derivati-
zation technique (20) was used for the measurement of plasma
tryptophan and kynurenine in the fasted state. Derivatives were
analyzed by reverse-phase LC-MS/MS at St. John’s Research
Institute. In order to define intestinal dysfunction, the diagnostic
cutoff value of kynurenine and the KT ratio was derived from
the distribution of values in a healthy US adult population (21).
A plasma kynurenine concentration of >4.96 μmol/L (based on
the mean + 2 SD from the reported distribution of 2.40 ± 1.28
μmol/L) and KT ratio of >0.047 (calculated as the ratio of the
mean + 2 SD values of kynurenine and tryptophan from the same
population) was considered to be indicative of the presence of
intestinal dysfunction.

Data are reported as means ± SDs. To test for differences
in IAA digestibility between the protein sources, digestibility
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TABLE 3
Demographic and anthropometric characteristics of study participants in each test protein group1

Variables EWP WBE CM

Age, y 21.67 ± 4.5 23.40 ± 2.6 22.00 ± 3.4
Weight, kg 55.99 ± 3.3 55.22 ± 2.8 56.10 ± 9.1
Height, m 1.65 ± 0.1 1.60 ± 0.1 1.62 ± 0.1
BMI, kg/m2 20.66 ± 0.8 21.67 ± 2.4 21.21 ± 1.3
Hemoglobin, g/dL 14.53 ± 1.3 13.34 ± 1.4 13.80 ± 3.1
Plasma tryptophan,2 μmol/L 108.33 ± 14.4 96.50 ± 15.5 108.38 ± 24.5
Plasma kynurenine,2 μmol/L 2.28 ± 0.5 1.95 ± 0.6 1.93 ± 0.8
KT ratio 0.022 ± 0.006 0.020 ± 0.003 0.018 ± 0.006

1Values are means ± SDs, n = 6/group. Different subjects were used for each experiment. CM, cooked meat; EWP, egg white protein; KT,
kynurenine-to-tryptophan; WBE, whole boiled egg.

2Fasting.

values for each IAA across the 3 test proteins were first checked
for normality by use of the Shapiro-Wilk test; IAA digestibility
values that were not normally distributed (threonine and valine)
were log transformed for further analysis. A multivariate ANOVA
was performed to determine differences in IAA digestibility
between the 3 test protein groups. Adjusted Bonferroni post
hoc tests were performed for pairwise comparison for groups.
Pearson’s correlation was performed to evaluate if potentially
altered intestinal function as measured by the KT ratio and
plasma concentration of kynurenine could alter IAA digestibility
across all subjects in a pooled sample (since the subjects were
different for each protein evaluation, and all proteins could be
considered in the same class of high-quality protein). Differences
and correlations were considered statistically significant if
P < 0.05. All calculations were performed with STATA,
version 15.1.

RESULTS

Hen’s egg yield and enrichments

A total of 85 labeled eggs were collected during the
experiment; eggs laid in the first 3 d were not used for the human
study. A total of 156 g of dry protein was obtained from the
lyophilized egg whites (39 eggs), from both the pilot and the
actual experiment. The IAA enrichment of egg white tracer of
the initial parts of the pilot study with the 6 mg tracer dose and
the 12-mg IAA tracer dose (which confirmed the achievement of

the target enrichment) is shown in Supplemental Figure 2. The
mean 2H IAA enrichment for the pooled egg white protein was
1093 ppme. The total meat yield was 545 g from both hens, with
mean 2H IAA enrichment of 828 ppme.

True ileal protein digestibility of hen’s egg and meat

The subject details on age, anthropometry, hemoglobin,
plasma tryptophan, kynurenine, and KT ratios are provided in
Table 3. None of the subjects were undernourished or overweight
as defined by their BMI, and all were in good health, with no acute
or chronic history of impaired gastrointestinal symptoms in the
months prior to the study. Their plasma tryptophan, kynurenine,
and KT ratio were in the normal range based on the values derived
from the healthy US population.

The plasma 2H and 13C isotopic enrichments reached a
plateau from hour 5 onwards in each experiment and are
represented in Figure 1A–F. The intensities for methionine
and threonine enrichment were low in the plasma for the
3 test proteins. The breath 13CO2 enrichment is shown in
Supplemental Figure 3 and the meal 2H and 13C enrichments
are provided in Supplemental Table 1. The average true
ileal IAA digestibility of boiled lyophilized hen’s egg white
protein, whole boiled egg, and cooked meat is summarized in
Table 4.

The mean ± SD true ileal IAA digestibility was 86.3% ± 4.6%
for egg white protein, 89.4% ± 4.5% for whole boiled egg, and
92.0% ± 2.8% for cooked meat. The true ileal IAA digestibility

TABLE 4
True ileal digestibility values for IAA from boiled hen’s egg white, whole egg, and meat protein in healthy adult volunteers1

True ileal digestibility, %

IAAs EWP WBE CM

Methionine 79.8 ± 4.6 85.9 ± 6.2 92.7 ± 2.2
Phenylalanine 93.0 ± 0.9 95.6 ± 2.1 94.4 ± 1.9
Threonine 88.7 ± 4.6 96.2 ± 2.0 93.7 ± 1.5
Lysine 88.8 ± 3.1 88.9 ± 4.5 95.5 ± 1.2
Leucine 87.9 ± 5.9 87.6 ± 2.4 89.1 ± 4.0
Isoleucine 83.5 ± 6.0 85.4 ± 3.0 88.8 ± 4.1
Valine 82.1 ± 5.6 86.6 ± 5.3 89.6 ± 2.1
Mean IAA 86.3 ± 4.6 89.4 ± 4.5 92.0 ± 2.8

1Values are mean percentages ± SDs, n = 6/group. Different subjects were used for each experiment. CM, cooked meat; EWP, egg white protein; IAA,
indispensible amino acid; WBE, whole boiled egg.
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FIGURE 1 Plasma enrichment of IAA after consumption of different proteins, with different subjects (n = 6) in each test protein group. Plasma appearance
of (A) 2H and (B) 13C isotopic enrichments of IAA (ppme) at plateau after consumption of intrinsically labeled egg white protein; plasma appearance of (C)
2H and (D) 13C isotopic enrichments of IAA (ppme) at plateau after consumption of intrinsically labeled whole boiled egg; and plasma appearance of (E) 2H
and (F) 13C isotopic enrichments of IAA (ppme) at plateau after consumption of intrinsically labeled cooked meat. Plots represent means ± SEs of 2H and 13C
isotopic enrichments appearance in plasma. IAA, indispensable amino acid; ppme, parts per millioin excess.

of egg white protein ranged from 79.8% (lowest) for methionine
to 93.0% (highest) for phenylalanine. For whole boiled egg
and meat, isoleucine had the lowest digestibility, at 85.4% and
88.8%, respectively, and the highest IAA digestibility was found
for threonine at 96.2% and lysine at 95.5%. The multivariate
ANOVA showed that overall IAA digestibility was significantly
different between the 3 test protein groups (Wilks’ Lambda
test, P = 0.031). Specifically, the difference lay between the
mean IAA digestibility of egg white protein and meat protein

(P = 0.01). The digestibilities of egg white protein and whole
boiled egg were not significantly different from each other. For
individual amino acids, methionine (P = 0.001) digestibility was
significantly lower for egg white protein than for meat; that of
threonine was lower for egg white protein than for both whole
egg (P = 0.002) and meat (P = 0.040). Except for methionine
and valine (r = 0.86, P < 0.001), none of the IAA digestibility
values correlated with each other across the different proteins
(correlation matrix not presented). The mean and individual IAA
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TABLE 5
Comparison of digestibility values from adult humans or animal models by use of different methods of preparation and digestibility measurement with values
from this study for the 3 test proteins

Test protein
Animal
model Method of preparation Digestibility method

Mean IAA1

digestibility
value,2 % Reference

Egg
Egg white Human Boiled for 20 min and lyophilized

(hen’s egg)
Dual isotope tracer 86.3 ± 4.6 Present study

Raw lyophilized (quail egg) In vitro 74.5 ± 0.2 (22)
Whole egg Human Boiled for 20 min Dual isotope tracer 89.4 ± 4.5 Present study

Microwaved True ileal digestibility of (leucine) 91 (16)
Apparent orofecal amino acid digestibility 90.0 ± 2.3 (22)2,3

Apparent orofecal amino acid digestibility 92.8 ± 1.7 (23)2,3

Spray dried True orofecal nitrogen digestibility 92–97 (15)

Meat
Chicken Human Pressure cooked Dual isotope tracer 92.0 ± 2.8 Present study

Dog Dried at 71◦C and ground True ileal amino acid digestibility 91.7 (24)
Beef Human Fried at 215◦C True ileal nitrogen digestibility 89.6 ± 0.5 (26)

Steamed at 90◦C (30 min) True ileal nitrogen digestibility 90.1 ± 2.1 (25)
Pig Water bath at 95◦C and minced True ileal nitrogen digestibility 95.1 ± 0.7 (28)

Heated on hot plate, minced and
boiled at 80◦C

Apparent ileal amino acid digestibility 89.4 ± 0.56 (29)

Pork Human Apparent orofecal amino acid digestibility 92.41 ± 1.4 (21)2,3

1IAA, indispensable amino acid.
2Method of preparation was not reported.
3Values are calculated means of indispensable amino acids as reported in the present study.

digestibilities as measured in comparison to the standard protein
were also inversely correlated with the KT ratio and plasma tryp-
tophan and kynurenine values. Among different IAA digestibility
values, leucine digestibility was significantly and inversely
correlated with the plasma KT ratio (Figure 2; r = −0.772;
P = 0.009).

The interindividual variability (CV) also varied within a small
range for each IAA within each protein. The interindividual
variability for digestibility in egg white protein ranged from 1%
for phenylalanine to 7% for isoleucine. For whole boiled egg, the
interindividual variability ranged from 2% for threonine to 7%
for methionine. For meat, the interindividual variability ranged
from 1% for lysine to 5% for isoleucine.
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FIGURE 2 Relation between leucine digestibility and KT ratio of all
subjects (n = 18). Pearson’s r = −0.772, P = 0.009. KT, kynurenine-to-
tryptophan.

DISCUSSION

In this study, the mean true ileal IAA digestibility, relative
to crystalline IAAs, of protein from boiled lyophilized egg
white protein, boiled whole egg, and cooked meat was
86%, 89%, and 92% respectively, when specifically tested
within a mixed-meal matrix that also contained cereal, as is
the norm for the way these foods are eaten locally. In general,
these values were reasonably close to, or slightly lower (within
5–10%) than, reported literature values of protein digestibility
measured by ileal or fecal methods, as well as by different
meal-processing methods, in humans or animal models
(Table 5). The reported apparent fecal amino acid and fecal
nitrogen digestibility values in the literature ranged from 90%
to 97% (15, 22, 23), and were similar to values found in the
present study. However, when compared with individual apparent
fecal amino acid digestibility values of whole egg in humans
(23), leucine, isoleucine, valine, and methionine digestibilities
from this study were lower, but those of lysine, phenylalanine
and threonine were higher; this could be because different
methods were used either for the egg preparation or for the
digestibility measurements. The mean ileal IAA digestibility
of meat in this study (92%) compared well with measurements
in dogs (92%) fed chicken breast meat (24). Similar values
(∼90%) were obtained for human true ileal total nitrogen
digestibility of beef meat protein (another high-quality protein)
under similar cooking conditions (25, 26). Lyophilization of
egg white protein has been shown to reduce its digestibility by
∼10% (27); this study found that whole boiled egg protein mean
IAA digestibility was slightly, but not significantly, higher than
that of boiled lyophilized egg white protein (89.4% compared
with 86.3%).
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The KT ratio reflects either the activity of tryptophan 2,3-
dioxygenase in the liver, which is constitutional, or indoleamine
2,3-dioxygenase enzyme, which is induced by interferon-γ in
the dendritic cells of the small intestinal epithelium (30) and
has been found to be elevated in children with increased gut
permeability estimated with the dual-sugar absorption test (31).
The kynurenine and KT ratios obtained in the present study fell
within the range of normality, hence it is likely that the subjects
studied, who were healthy and from a middle socioeconomic
stratum, had no significant intestinal dysfunction as estimated
by the KT ratio. The apparently normal KT ratios limit the
possibility of testing the relation between an impaired gut and
digestibility, but since the normality of intestinal function was
based on a theoretical cutoff derived from kynurenine and tryp-
tophan concentrations in healthy US subjects (21), a Pearson’s
correlation was performed to evaluate if, even within this range of
normal KT ratios, a relation might exist with animal protein IAA
digestibility relative to that of spirulina protein. The digestibility
of protein is usually taken to be an intrinsic function of the food
protein and the matrix in which it is eaten, but it is possible
that host intestinal factors might also be relevant. Support for
this approach comes from a study on healthy Indian women,
in whom citrulline synthesis rates (possibly reflecting a lower
enterocyte mass) were negatively correlated with their intestinal
absorptive capacity for sugar, as assessed by urinary mannitol
recovery (13). Branched-chain amino acid absorption has also
been shown to be lower, by ∼30%, in subjects with tropical
sprue, which is similar in intestinal morphological features to
EED (32). The specific correlation between postprandial leucine
digestibility and the fasting plasma KT ratio might not be
directly reflective of digestibility, but instead related to other
metabolic effects. For example, leucine has been shown to
affect tryptophan metabolism to increase kynurenine either by
increasing the activity of tryptophan 2,3-dioxygenase or by
inhibiting kynureninase activity, but only at high concentrations
(33). To evaluate this better, particularly in a setting where EED
might be present, requires further investigation across a range of
digestible proteins (not only high-quality proteins) and a wider
range of intestinal function. The public health implications of
this finding are significant, since undernourished young men and
children who may also have a burden of intestinal parasites have
been shown to have a higher lysine requirement (34, 35), and a
lower splanchnic uptake of leucine (36).

From the different methods proposed by the FAO expert
working group, ileal digestibility as determined with the dual
stable isotope approach seems to be appropriate and suitable
for use across populations, as it meets the challenges associated
with measuring true ileal amino acid digestibility in humans,
offers measurements of different IAA ileal digestibility, and is
minimally invasive in nature (4). The method depends on simul-
taneous administration of differentially labeled protein sources,
one of them acting as a standard, with known digestibility. It is
worth emphasizing that in this method, the digestibility of egg
and meat protein was determined with reference to a standard
protein (spirulina), which in turn was indexed to a crystalline
IAA mixture. Since the test protein digestibility is calculated
as the postprandial ratio of the appearance, at plateau, of the
differentially labeled amino acids in the blood in comparison
to their ratio in the test meal, it would minimize the effect
of splanchnic handling and post-absorptive metabolism of each
amino acid if they were present. This method reports IAA

appearance at the site of protein and peptide hydrolysis, that is,
the ileum and enterocytes. The same approach has been used in
an earlier study as a proof of concept to measure legume protein
digestibility (5).

There have been successful efforts at labeling amino acids in
hen’s egg protein by use of a uniformly 13C- and 15N-13C-labeled
amino acid mixture (17, 37, 38) or spirulina (39); however,
these studies either did not demonstrate their use in humans
or digestibility was not measured. In addition, the dose of the
labeled amino acid mixtures used in these earlier studies was
higher, ranging from 50 to 400 mg/d. Although the intrinsic
labeling of egg protein by use of 15N-labeled amino acids has
been attempted previously (16, 37), the use of 15N for intrinsic
labeling was not considered here, as the α-amino group is lost
through transamination and deamination, and enters into different
nitrogen pools. The hens were dosed orally with the dose mixed
in water, which has been shown to achieve better enrichments,
probably owing to increased bioavailability when compared
with the dose mixed in the feed (17), as well as minimal isotope
spillage.

The strength of this study is the use of intrinsically labeled
hen egg and meat protein in the dual tracer method to
measure true ileal IAA digestibility in humans, along with
low interindividual variability. Additionally, measurements of
intestinal function were also correlated with digestibility, but
there was not a wide range of functional impairment for
better evaluation. Limitations of this study include the relatively
small number of subjects studied. However, there was minimal
variability between subjects. Further, the method needs to be
formally validated by statistical comparisons with direct methods
(oroileal disappearance) in humans. Nevertheless, the method
does have considerable application in human nutrition in different
physiological states.

In conclusion, this study demonstrates the feasibility of
producing uniformly 2H-labeled hen egg and meat protein that
can be used to evaluate their true ileal IAA digestibility by
the dual isotope tracer approach, in humans. The digestibility
values obtained were similar to other published human and
animal ileal digestibility studies that used egg and meat
protein. The Digestible Indispensable Amino Acid Score for
assessing protein quality can be computed from the IAA
digestibility values obtained for each test protein from this
study.

We acknowledge the expert assistance of DB Kashiraya, D Vincent, T
Chacko, P Deepa, B Kaberi, and P Roshni (all from St. John’s Medical
College and Research Institute) in conducting the human experimental
protocols, sample preparation, and intrinsic labeling experiments. We also
acknowledge the assistance of Jean W Hsu (Center for Nutrition Research,
Baylor College of Medicine) in setting up the LC-MS measurements of
kynurenine and tryptophan.

The authors’ responsibilities were as follows—AVK, SK, NS, SD,
and TP: designed the research; SK: conducted the egg intrinsic labeling
experiments; RD: formulated the feed and provided expertise on poultry
management; SK and NS: conducted research; SK and AV: analyzed the
samples; AVK, SK, NS, SD, and TP: were involved with calculations and
interpretation of results; TT: performed statistical analyses; AVK, SK, and
NS: wrote the manuscript; AVK: had primary responsibility for the final
content; and all authors: read and approved the final manuscript. The authors
declare no competing financial interests. SK and NS contributed equally
to this article and shared first authorship. All authors report no conflict of
interest.

D
ow

nloaded from
 https://academ

ic.oup.com
/ajcn/article-abstract/108/5/980/5112878 by U

niversity of G
lasgow

 user on 03 June 2019



ILEAL DIGESTIBILITY OF HEN’S EGG AND MEAT PROTEIN 987

REFERENCES
1. FAO. Dietary protein quality evaluation in human nutrition. Report of

an FAO Expert Consultation. Food and nutrition paper No. 92. Rome:
FAO; 2013.

2. Prolla IR, Rafii M, Courtney-Martin G, Elango R, da Silva LP, Ball
RO, Pencharz PB. Lysine from cooked white rice consumed by healthy
young men is highly metabolically available when assessed using
the Indicator Amino Acid Oxidation technique. J Nutr 2013;143:
302–6.

3. Humayun MA, Elango R, Moehn S, Ball RO, Pencharz PB. Application
of the indicator amino acid oxidation technique for the determination
of metabolic availability of sulfur amino acids from casein versus soy
protein isolate in adult men. J Nutr 2007;137:1874–9.

4. FAO. Research approaches and methods for evaluating the protein
quality of human foods. Report of an FAO Expert Working Group.
Rome: FAO; 2014.

5. Devi S, Varkey A, Sheshshayee MS, Preston T, Kurpad AV.
Measurement of protein digestibility in humans by a dual tracer method.
Am J Clin Nutr 2018;107(6):984–91.

6. WHO/FAO/UNU Expert Consultation. Protein and amino acid
requirements in human nutrition. World Health Organ Tech Rep Ser
2007;935:1–265.

7. Kurpad AV, Raj T, El-Khoury A, Kuriyan R, Maruthy K, Borgonha
S, Chandukudlu D, Regan MM, Young VR. Daily requirement for and
splanchnic uptake of leucine in healthy adult Indians. Am J Clin Nutr
2001;74:747–55.

8. Pillai RR, Elango R, Muthayya S, Ball RO, Kurpad AV, Pencharz PB.
Lysine requirement of healthy, school-aged Indian children determined
by the Indicator Amino Acid Oxidation Technique. J Nutr 2009;140:
54–9.

9. El-Khoury AE, Fukagawa NK, Sanchez M, Tsay RH, Gleason RE,
Chapman TE, Young VR. The 24-h pattern and rate of leucine oxidation,
with particular reference to tracer estimates of leucine requirements in
healthy adults. Am J Clin Nutr 1994;59:1012–20.

10. Kriengsinyos W, Wykes LJ, Ball RO, Pencharz PB. Oral and
intravenous tracer protocols of the indicator amino acid oxidation
method provide the same estimate of the lysine requirement in healthy
men. J Nutr 2002;132:2251–7.

11. Elango R, Humayun MA, Ball RO, Pencharz PB. Lysine requirement
of healthy school-age children determined by the indicator amino acid
oxidation method. Am J Clin Nutr 2007;86:360–5.

12. Keusch GT, Rosenberg IH, Denno DM, Duggan C, Guerrant RL, Lavery
JV, Tarr PI, Ward HD, Black RE, Nataro JP, et al. Implications of
acquired environmental enteric dysfunction for growth and stunting in
infants and children living in low-and middle-income countries. Food
Nutr Bull 2013;34:357–64.

13. Kao CC, Cope JL, Hsu JW, Dwarkanath P, Karnes JM, Luna RA,
Hollister EB, Thame MM, Kurpad AV, Jahoor F. The microbiome,
intestinal function, and arginine metabolism of healthy Indian women
are different from those of American and Jamaican women. J Nutr
2015;146:706–13.

14. Kosek MN, Lee GO, Guerrant RL, Haque R, Kang G, Ahmed T,
Bessong P, Ali A, Mduma E, Yori PP, et al. Age and sex normalization
of intestinal permeability measures for the improved assessment of
enteropathy in infancy and early childhood: results from the MAL-ED
study. J Pediatr Gastroenterol Nutr 2017;65:31–9.

15. Bodwell CE, Satterlee LD, Hackler LR. Protein digestibility of the same
protein preparations by human and rat assays and by in vitro enzymic
digestion methods. Am J Clin Nutr 1980;33:677–86.

16. Evenepoel P, Geypens B, Luypaerts A, Hiele M, Ghoos Y, Rutgeerts P.
Digestibility of cooked and raw egg protein in humans as assessed by
stable isotope techniques. J Nutr 1998;128:1716–22.

17. Evenepoel P, Hiele M, Luypaerts A, Geypens B, Buyse J, Decuypere
E, Rutgeerts P, Ghoos Y. Production of egg proteins, enriched with L-
leucine-13C1, for the study of protein assimilation in humans using the
breath test technique. J Nutr 1997;127:327–31.

18. Kosek MN, Mduma E, Kosek PS, Lee GO, Svensen E, Pan WK,
Olortegui MP, Bream JH, Patil C, Asayag CR, et al. Plasma tryptophan
and the kynurenine–tryptophan ratio are associated with the acquisition
of statural growth deficits and oral vaccine underperformance in
populations with environmental enteropathy. Am J Trop Med Hyg
2016;95(4):928–37.

19. McCue MD, Arquisola B, Albach E, Pollock ED. Hens produce
artificially enriched 13C egg proteins for metabolic tracer studies. Intl J
Biol 2013;5:69–74.

20. Marini JC. Quantitative analysis of 15N-labeled positional isomers
of glutamine and citrulline via electrospray ionization tandem mass
spectrometry of their dansyl derivatives. Rapid Commun Mass
Spectrom 2011;25:1291–6.

21. Badawy AA, Morgan CJ, Turner JA, Dougherty DM, Marsh DM,
Mathias CW, Addicott MA, Jagar AA. Assessment of the kynurenine
pathway in humans: I. Normal plasma values, ethnic differences and
their clinical implications. Int Congr Ser 2007;1304:335–43.

22. Watts JH, Booker LK, McAfee JW, Graham DC, Jones F, Jr. Biological
availability of essential amino acids to human subjects: II. Whole egg,
milk and cottage cheese. J Nutr 1959;67:497–508.

23. Watts JH, Booker LK, McAfee JW, Williams EG, Wright WG, Jones F,
Jr. Biological availability of essential amino acids to human subjects: I.
Whole egg, pork muscle and peanut butter. J Nutr 1959;67:483–96.

24. Faber TA, Bechtel PJ, Hernot DC, Parsons CM, Swanson KS, Smiley S,
Fahey GC. Protein digestibility evaluations of meat and fish substrates
using laboratory, avian, and ileally cannulated dog assays 1. J Anim Sci
2010;88:1421–32.

25. Oberli M, Marsset-Baglieri A, Airinei G, Santé-Lhoutellier V,
Khodorova N, Rémond D, Foucault-Simonin A, Piedcoq J, Tomé D,
Fromentin G, et al. High true ileal digestibility but not postprandial
utilization of nitrogen from bovine meat protein in humans is
moderately decreased by high-temperature, long-duration cooking. J
Nutr 2015;145:2221–8.

26. Silvester KR, Cummings JH. Does digestibility of meat protein help
explain large bowel cancer risk? Nutr Cancer 1995;24(3):279–88.

27. Segura-Campos M, Pérez-Hernández R, Chel-Guerrero L, Castellanos-
Ruelas A, Gallegos-Tintoré S, Betancur-Ancona D. Physicochemical
and functional properties of dehydrated Japanese quail (Coturnix
japonica) egg white. Food Nutr Sci 2013;4:289–98.

28. Bax ML, Buffière C, Hafnaoui N, Gaudichon C, Savary-Auzeloux I,
Dardevet D, Santé-Lhoutellier V, Rémond D. Effects of meat cooking,
and of ingested amount, on protein digestion speed and entry of
residual proteins into the colon: a study in minipigs. PLoS One
2013;8(4):e61252.

29. Zhang D, Williams BA, Mikkelsen D, Li X, Keates HL, Lisle AT,
Collins HM, Fincher GB, Bird AR, Topping DL, et al. Soluble
arabinoxylan alters digesta flow and protein digestion of red meat-
containing diets in pigs. Nutrition 2015;31:1141–7.

30. Mellor AL, Munn DH. IDO expression by dendritic cells: tolerance and
tryptophan catabolism. Nat Rev Immunol 2004;4:762–74.

31. Semba RD, Shardell M, Trehan I, Moaddel R, Maleta KM, Ordiz
MI, Kraemer K, Khadeer M, Ferrucci L, Manary MJ. Metabolic
alterations in children with environmental enteric dysfunction. Sci Rep
2016;6:28009.

32. Klipstein FA, Corcino JJ. Malabsorption of essential amino acids in
tropical sprue. Gastroenterology 1975;68:239–44.

33. Badawy AA, Lake SL, Dougherty DM. Mechanisms of the
pellagragenic effect of leucine: stimulation of hepatic tryptophan
oxidation by administration of branched-chain amino acids to healthy
human volunteers and the role of plasma free tryptophan and total
kynurenines. Int J Tryptophan Res 2014;7:23–32.

34. Kurpad AV, Regan MM, Nazareth D, Nagaraj S, Gnanou J, Young
VR. Intestinal parasites increase the dietary lysine requirement in
chronically undernourished Indian men. Am J Clin Nutr 2003;78:1145–
51.

35. Pillai RR, Elango R, Ball RO, Kurpad AV, Pencharz PB. Lysine
requirements of moderately undernourished school-aged Indian
children are reduced by treatment for intestinal parasites as measured by
the Indicator Amino Acid Oxidation technique. J Nutr 2015;145:954–9.

36. Kurpad AV, Regan MM, Raj T, Varalakshmi S, Gnanou J, Thankachan
P, Young VR. Leucine requirement and splanchnic uptake of leucine
in chronically undernourished adult Indian subjects. Am J Clin Nutr
2003;77:861–7.

37. Fromentin C, Sanders P, Nau F, Anton M, Fromentin G, Tomé D,
Thibault JN, Gaudichon C. A pilot study for the intrinsic labeling
of egg proteins with 15N and 13C. Rapid Commun Mass Spectrom
2012;26:43–8.

38. van Vliet S, Beals JW, Parel JT, Hanna CD, Utterback PL, Dilger
AC, Ulanov AV, Li Z, Paluska SA, Moore DR, et al. Development of
intrinsically labeled eggs and poultry meat for use in human metabolic
research. J Nutr 2016;146:1428–33.

39. Berthold HK, Hachey DL, Reeds PJ, Thomas OP, Hoeksema S, Klein
PD. Uniformly 13C-labeled algal protein used to determine amino acid
essentiality in vivo. Proc Natl Acad Sci 1991;88:8091–5.

D
ow

nloaded from
 https://academ

ic.oup.com
/ajcn/article-abstract/108/5/980/5112878 by U

niversity of G
lasgow

 user on 03 June 2019


