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Abstract

(IAUC 0-30 min) (P <0.05).

Background: Dairy proteins, in particular the whey fraction, exert insulinogenic properties and facilitate glycemic
regulation through a mechanism involving elevation of certain plasma amino acids, and stimulation of incretins.
Human milk is rich in whey protein and has not been investigated in this respect.

Method: Nine healthy volunteers were served test meals consisting of human milk, bovine milk, reconstituted
bovine whey- or casein protein in random order. All test meals contributed with 25g intrinsic or added lactose, and
a white wheat bread (WWB) meal was used as reference, providing 25g starch. Post-prandial levels in plasma of
glucose, insulin, incretins and amino acids were investigated at time intervals for up to 2 h.

Results: All test meals elicited lower postprandial blood glucose responses, expressed as iIAUC 0-120 min
compared with the WWB (P < 0.05). The insulin response was increased following all test meals, although only
significantly higher after whey. Plasma amino acids were correlated to insulin and incretin secretion (IAUC 0-60
min) (P < 0.05). The lowered glycemia with the test meals (IAUC 0-90 min) was inversely correlated to GLP-1

Conclusion: This study shows that the glycemic response was significantly lower following all milk/milk protein
based test meals, in comparison with WWB8. The effect appears to originate from the protein fraction and early
phase plasma amino acids and incretins were involved in the insulin secretion. Despite its lower protein content,
the human milk was a potent GLP-1 secretagogue and showed insulinogenic properties similar to that seen with
reconstituted bovine whey-protein, possibly due to the comparatively high proportion of whey in human milk.
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Background

The prevalence of type 2 diabetes (T2D) is increasing
around the world, with sedentary lifestyles and inad-
equate dietary habits as the major causing factors. Epi-
demiological evidence suggests, that a diet characterized
by a low glycemic index (GI), protects against the devel-
opment of T2D [1]. The GI is used to establish post-
meal glycemic responses to carbohydrate rich meals.
Most often the GI correlates with Insulinemic Index (II),
measured similarly from postprandial insulinemic
responses. However, milk displays a discrepancy,
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showing a low GI but yet a high II [2]. Observational
studies have indicated that a diet rich in dairy products
may protect against development of the metabolic syn-
drome and T2D [3,4]. Additionally, bovine whey protein
stimulates insulin secretion and facilitates post-meal gly-
cemic regulation in both healthy individuals and in
patients with T2D [5-8]. This may imply that co-
ingestion of milk, in particular the whey fraction, with
meals may lower glycemic excursions and thereby re-
duce the glycemic impact of the diet.

In a previous study, we have shown that whey protein
resulted in a higher insulin response than cheese (casein)
or milk (whey and casein), respectively [6]. The major
insulin releasing properties of milk could thus be
ascribed to the whey fraction, and the mechanism
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appears to be related to the specific amino acid pattern
appearing in postprandial blood after whey ingestion [6].
When administrated with carbohydrates, dietary amino
acids stimulate the insulin release from the pancreatic -
cell [9]. Especially leucine (leu) is a known to be strong
insulin secretagogue [10]. Consequently, the lowering of
glycemia seen when adding whey to a carbohydrate con-
taining meal can to a large extent be mimicked by sup-
plementation of the meal with specific amino acids [11].
In addition, whey proteins appear to stimulate the incre-
tin hormones glucose-dependent insulinotropic polypep-
tide (GIP) and glucagon-like peptide 1 (GLP-1) [12].
Both GLP-1 as well as GIP has been identified as strong
insulinotropic agents [13]. Furthermore, it has recently
been reported that dietary branched chain amino acids
(BCAA) facilitates GLP-1 release from intestinal-cells
[14]. Thus, plasma amino acids per se can possibly cause
an incretin secretion, and partly explain the reduction of
glycemia seen when adding whey to a carbohydrate con-
taining meal.

The protein concentration in human milk is consider-
ably lower than in bovine milk (8.5 g/L vs. 34.5 g/L)
[15]. Also the composition of the protein fractions is
substantially different, with human milk containing a lar-
ger fraction of whey protein. Consequently, the ratio
whey:casein differs between the two milk types, being
20:80 for bovine milk [16] and 50:50 — 80:20 to human
milk, with somewhat different ratios depending on the
lactating phase [17]. Based on above, it can be hypothe-
sized that human milk, despite its low protein content,
exerts insulinogenic properties due to its high whey pro-
tein content. To our knowledge, no data are available
regarding the postprandial glycemic, insulinemic and
incretin effects of human milk.

The aim of the present study was to investigate the
glycemic and insulinemic effects of human and bovine
milk in comparison with white wheat bread (WWB). In
addition, casein and whey protein fractions from bovine
milk were included. For this purpose, human milk, bo-
vine milk, bovine casein and whey proteins, respectively,
were standardized with respect to lactose content and
provided as breakfast drinks to healthy adults. The study
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was performed in a glycemic index measuring setting,
and a carbohydrate equivalent amount of white wheat
bread (WWB) was therefore used as reference meal. In
addition to blood glucose and insulin, plasma levels of
amino acids and the incretins GIP and GLP-1 were mea-
sured in the postprandial phase.

Methods

Test meals

Four test drinks were included in the study; human
and bovine milk and reconstituted bovine whey and ca-
sein drinks. The nutritional compositions of the meals
are shown in Table 1. Human milk, whey and casein
concentrates were obtained from Arla Foods (Stock-
holm, Sweden). Bovine milk with 1.5% fat (w/v) was
obtained from a local market. The human milk was
skimmed to reduce fat content (1.5% w/v), followed by
pasteurization. According to the manufacture the whey
and casein proteins were obtained by ultrafiltration and
membrane filtration of skimmed milk. Lactose was
then added to the protein fractions and the mixtures
were dissolved in water. Each of the meals contributed
with 25 g available carbohydrates, thus the protein con-
tent differed significantly between the bovine milk and
the human milk meals (16.8 g and 3.5 g respectively).
The reconstituted whey and casein meals were set to
match the bovine milk with respect to lactose-, protein
and fat contents. The serving of whey contained 16.2 g
of protein and the casein meal contained 16.8 g pro-
tein. All the test drinks were set to match the bovine
milk in fat content (1.5% w/v). Human milk, whey and
casein drinks were kept frozen (-18°C) until use. White
wheat bread (WWB) was used as a reference meal. The
WWB was prepared in a home baking machine accord-
ing to Liljeberg and Bjorck [18].

Test subjects and study design

Nine healthy, non-smoking, volunteers, (6M: 3F), aged
22-30 years, with body mass index 25.8 + 3.4 kg/ m?
(mean + SD) and without drug treatment participated in
the study. All subjects had normal fasting blood glucose
levels (4.4 + 0.05 mmol/l). The meals were served in

Table 1 Nutrient composition and serving sizes of the test meals

wwa' Whey? Casein? Bovine milk? Human milk?
Starch (g) 25 - - - -
Lactose (g) - 25 25 25 25
Protein (g) 3.7 16.2 16.8 16.8 35
Fat (g) 25 74 77 76 5.7
Serving quantity (g) 250 490 510 510 379
> Carbohydrates (g) 25 25 25 25 25
! Solid food.

2 Liquid foods.



Gunnerud et al. Nutrition Journal 2012, 11:83
http://www.nutritionj.com/content/11/1/83

random order as breakfast meals at 5 different occasions,
at least 2 days apart. When arriving at the laboratory in
the morning (8 am), a peripheral catheter was inserted
into the antecubital vein and a fasting blood sample was
drawn. At all sampling time points, samples were taken
in one tube for serum and one for plasma (EDTA), re-
spectively. The subjects were requested to consume the
test and reference meals steadily over a 12 min period.
All subjects were conscious of the possibility to with-
draw from the study at any time they desired. The study
was approved by the Ethics Committee of the Faculty of
Medicine at Lund University.

Chemical analysis

Lactose content of the test meals was analyzed as galact-
ose and glucose following enzymatic hydrolysis with p-
galactosidase as described by Nilsson et al. [6].The
peptide-bound amino acids of the different food proteins
were analyzed accordingly Stenberg et al. [19] starting
with a hydrolysis step. The samples were dissolved in 6
M hydrochloric acid, containing 0.1% phenol and kept at
110°C for 20 h. As a result of the hydrolysis treatment,
tryptophan, cysteine and methionine were lost and
therefore data for these amino acids are lacking in the
results. Furthermore, due to the hydrolysis step, glutam-
ine and asparagine were converted to glutamic acid and
aspartic acid, respectively. The amino acids were ana-
lyzed using ion exchange chromatography (Biotronik
LC 5001, Miinchen, Germany). Standard lithium citrate
buffers of pH 2.85, 2.89, 3.20, 4.02 and 3.49 were used to
separate the amino acids. The post-column derivatiza-
tion was performed with ninhydrin [20]. The crude pro-
tein content in all the meals was analyzed by using the
Kjeldahl procedure (Kjeltec Auto 1030 Analyser; Tecator
Hoégands, Sweden). The starch in the WWB was deter-
mined according to the method of Holm et al. [21].

Blood analysis

Venous blood samples were taken at fasting (0) and, at 7.5,
15, 30, 45, 60, 75, 90, 105 and 120 min after the meal were
initiated, for analysis of blood glucose, serum insulin and
GIP and GLP-1 analysis. Additionally, plasma was collected
at 0, 7.5, 15, 30, 45 and 60 min for amino acids analysis.
The plasma tubes were allowed to rest for 30 min before
being centrifuged at 3000 rpm during 6 min. 800 pl plasma
was separated for free amino acids analysis and the
remaining plasma was frozen at —20°C before analysis of
GIP and GLP-1. Serum tubes were centrifuged for 15 min
at 4000 rpm and serum was separated and frozen at —20°C
for insulin analysis. Whole blood glucose concentrations
were determined with a glucose oxidase-peroxidase re-
agent. The serum insulin determination was performed on
an integrated immunoassay analyzer, CODA™ Open
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Microplate System (Bio-Rad Laboratories, Hercules, USA)
using an enzyme immunoassay kit (Mercodia Insulin Elisa,
Mercodia AB, Uppsala, Sweden). Plasma GIP and GLP-1
concentrations were measured after extraction of plasma
with 70% ethanol (by vol, final concentration). For the GIP
radioimmunoassay [22], we used the C-terminal directed
antiserum R 65, that cross-reacts fully with human GIP but
not with so called GIP 8000, whose chemical nature and re-
lation to GIP secretion is uncertain. Human GIP and '*°I
human GIP (70 MBq/nmol) were used for standards and
tracers. The concentration of plasma GLP-1 was measured
[23] against standards of synthetic GLP-1 7-36 amide by
using antiserum code no. 89390, which is specific for the
amidated carboxyl terminus of GLP-1 and, therefore, does
not react with GLP-1 containing peptides from the pan-
creas. For both assays sensitivity was <1 pmol/L, intraassay
CV <6% at 20 pmol/L, and recovery of standard, added to
plasma before extraction, ~100% when corrected for losses
inherent in the plasma extraction procedure. Free amino
acids were purified by mixing 200 pl 10% sulphosalic acid
with 800 pl plasma to precipitate high molecular proteins,
according to Biotronik (Miinchen, Germany). The amino
acid solutions were frozen at —20°C until analyzed by an
amino acid analyzer (Biotronik LC 5001, Munchen, Ger-
many) using ion exchange chromatography as described
above.

Calculations and statistical methods

The results are expressed as mean + SEM. The incre-
mental areas under the curves (iIAUC) for glucose, insu-
lin, GIP, GLP-1 and plasma amino acids were calculated
for each test subject and meal, using a trapezoid model
(GraphPad Prism™, version 4.03). All areas below the
baseline were excluded from the calculations and each
subject was their own reference. Statistical comparisons
for iAUC-values were performed in MINITAB® Statis-
tical Software (release 14.13 for windows). Significances
were evaluated with the general linear model (ANOVA),
followed by Tukey’s multiple comparisons test. Statis-
tical significances were considered for values of P < 0.05.
Differences between the products at different time
points were analyzed by using a mixed model (PROC
MIXED in SAS release 9.1; SAS Institute Inc, Cary, NC)
with repeated measures and an autoregressive covari-
ance structure. When significant interactions between
treatment and time were found, Tukey’s multiple com-
parison test were performed for each time point (MINI-
TAB, release 14.13; Minitab Inc). Correlations between
dependent measures were conducted using Spearman's
partial correlation coefficients controlling for subjects
and corresponding baseline values (two-tailed test),
(SPSS software, version 19; SPSS Inc., Chicago, IL,
USA). Due to missing values the bovine milk had to be
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withdrawn from the GLP-1 and GIP statistical calcula-
tions, and the amino acid isoleucine (ile) had to be
excluded from the calculations on free amino acids in
plasma. In addition, there were only eight test subjects
on the WWB and whey, and seven test subjects on the
casein and the human milk respectively included in the
GIP and GLP-1 calculations, due to missing values.

Results

Postprandial blood glucose and insulin responses

The iAUCs for plasma glucose and serum insulin are
shown in Table 2. All test meals elicited lower postpran-
dial blood glucose responses, expressed as iAUC 0-120
min, compared with the reference (WWB) (p <0.05). A
significant treatment effect (p =0.0002) and a significant
time x treatment interaction (p =0.0265) was found for
blood glucose concentrations (Figure 1). The insulin
iAUC following human milk, bovine milk and casein
was similar to that seen with WWB. In contrast, the
whey meal exhibited higher insulin iAUC 0-120 min,
than the WWB (p <0.05). Additionally, the whey meal
resulted in an elevated insulin response (IAUC 0-120
min) also when compared with data for casein and
human milk. No time x treatment interaction was found
for insulin responses (Figure 1).

Amino acid content in the test and reference meals

The amino acid concentrations of the different meals are
presented in Table 3. Bovine milk, casein and whey have
similar patterns, with higher concentrations of the
BCAA; ile, leu, and valine (val) compared to human milk
and WWB. The whey meal stands out by higher leu con-
tent, and bovine milk and casein, respectively, have
slightly higher amounts of val. In accordance to its lower
protein content, the human milk display consistently
lower content of all analyzed amino acids compared to
the whey, casein and bovine milk. In comparison to the
WWB, the human milk has higher concentrations of val,
leu and lys, whereas the WWB have high proline, glycine
and tyrosine (tyr) levels.
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Postprandial plasma amino acids

The 0-60 min iAUC for plasma amino acids are dis-
played in Table 4. The postprandial responses for val,
leu, lys, serine (ser), alanine and arginine (arg) were sig-
nificantly higher following whey, casein and bovine milk
compared to the WWB. Furthermore, casein and whey
resulted in a significantly higher iAUC for arg and ser
compared to the human milk. The tyr response was sig-
nificantly higher after the whey protein and the bovine
milk, respectively, compared with the WWB and the
human milk. The whey and casein meals also elicited
significantly higher plasma iAUC for threonine than all
the other meals. There were no differences between the
human milk and the WWB in any of the analyzed amino
acids in postprandial plasma.

Postprandial GLP-1 and GIP responses

The iAUCs 0-120 min for GLP-1 and GIP are shown in
Table 2. The whey meal resulted in a significantly higher
iAUC 0-120 min for both GIP as well as GLP-1, in com-
parison to all the other meals. Also in the case of the
iAUCs 0-45, 0-60 and 0-90 min, respectively the whey
meal elicited higher increment for both GIP and GLP-1
compared with WWB (p <0.05). In addition, the human
milk elicited a significantly higher early postprandial
GLP-1 response, expressed as iAUCs 0-30 and 0-45
min, compared to the WWB (p <0.05) (early iAUC not
displayed). Incretin responses following the casein meal
showed no differences compared to the WWB. Signifi-
cant differences between treatments over the entire time
course (p <0.001) and significant time x treatment inter-
actions (p <0.001) were found for both GLP-1 and GIP
responses (Figure 2).

Correlations between parameters

Correlations between plasma amino acids, serum insulin
and plasma incretins are displayed in Table 5. Positive
correlations were observed between the plasma amino
acids leu, lys, val and thr iAUC 0-60 min and the corre-
sponding iAUC for serum insulin, and plasma incretin

Table 2 Postprandial incremental areas under the curve (iIAUC 0-120 min) for plasma glucose, serum insulin, plasma

GLP-1 and GIP

Glucose' Insulin’ GLP-12 GIP?

mmol - min %* nmol - min %" pmol - min %* pmol - min %*
WWB 968+ 136° 0 101 +18° 0 2766+ 1186° 0 11152+ 271 5% 0
Human milk 480+76° -50 90+ 16° -10 4272+1319° +154 6996+ 151.1° -37
Whey 541+11.7° 44 160+ 26° +58 980.2+167.8° +354 27173+ 6653° +244
Casein 35.1+84° —64 104+18° +3 4449+1188° +180 1260.1 + 259.2° +113
Bovine milk 406+ 109° -58 11.7+26% +16 - -

Values are means + SEM. Values within the same column not sharing same letters are significantly different (P < 0.05).

'n =9 healthy subjects.
2n = 8 healthy subjects (WWB, whey) and n =7 (casein, human milk).

4 Change in postprandial response as a percentage of the WWB reference meal.
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Figure 1 Incremental changes in plasma glucose and serum insulin. Mean incremental changes (A) in plasma glucose (A) and serum insulin
(B) in response to equal amounts of carbohydrate. In (C) the Gl and Il (AUC) are displayed. For plasma glucose a significant treatment effect
(p <0.0002) and time X treatment interaction (p < 0.0265) were found at a given time. Values with different lowercase letters are
significantly different, p <0.05 (Tukey's test). n=9 healthy subject.

responses. The individual plasma amino acids (leu, lys,
val and thr) iAUC 0-45 min correlated inversely to glu-
cose response at iAUC 0-60min (data not showed). In
addition, early phase GLP-1 response, expressed as
iAUC 0-30 min, correlated positively to the early phase
insulin response (IAUC 0-30 min; r=0.688, p <0.001).
Moreover, did the early phase GIP and GLP-1, expressed
as iAUCs 0-15 min, correlate negatively with blood glu-
cose responses iAUC 0-90 min (r = -0.419, p = 0.040; r
=-0.374, p = 0.012, respectively).

Table 3 Content of amino acids in the different meals
Meal

Amino acid WWB Whey Casein Bovine milk Human milk
mg/serving

Ala 144 760 449 500 125
Arg 80 387 525 525 129
Asp 55 1539 969 1097 273
Glu 149 2592 3341 3529 678
Gly 509 314 296 321 17
His 87 284 413 423 83
lle 163 921 872 770 136
Leu 134 2117 1698 1668 368
Lys 191 1490 1214 1306 243
Phe 9 529 745 765 133
Pro 1344 760 1698 1734 337
Ser 98 573 765 796 136
Thr 144 715 638 689 152
Tyr 293 564 847 699 133
Val 111 760 974 1000 197

Discussion

To the best of our knowledge, this is the first study
where human milk is evaluated with respect to glycemic
and insulinemic effects. The study was performed in
healthy adults with a GI setting, thus post prandial gly-
cemic and hormonal responses to the human and bovine
milk were compared to an equicarbohydrate amount of
WWB. In the present study, we found that human milk
displayed insulinogenic properties and resulted in a post-
prandial glycemic response (GI 57) that was in the same
range as that to bovine milk (GI 43) or the whey and ca-
sein fractions, respectively (GI 61 and 44). The human
milk showed the lowest insulin response (IAUC 0-120
min) in comparison to all the other meals, thus indicat-
ing that human milk display superior insulin economy.
Worth emphasizing is that the protein content of the
human milk meal was markedly lower than that of bo-
vine milk, whey and casein meals. According to our ana-
lysis, the human milk meal contained 3.5g protein as
calculated from nitrogen analysis using 6.38 as conver-
sion factor. However, it has been has reported that the
true protein content of human milk is overestimated
from nitrogen analysis due to its high non protein nitro-
gen (NPN) content (20-25% of total nitrogen) [16,17].
Consequently, the protein amount in the human milk,
used in this study, may have been overestimated. Al-
though the whey:casein ratio of the human and bovine
milk in this study was not analyzed, it has been reported
to range from 50:50 — 80:20 in human milk depending
on the lactation period [17], compared to approximately
20:80 in commercial bovine milk [16]. Our results thus
indicate that human milk may be more insulinogenic
per unit protein compared to bovine milk, and the
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Table 4 Postprandial areas under the curve (iAUC 0-60 min) for the different plasma amino acids
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Meal
Amino acid wWwB Whey Casein Bovine milk Human milk
(mmol - min/L)
Ala 04+02° 35+07° 24+06° 27+06° 21+05%®
Arg 02+01° 10+02° 09+02° 09+02° 05+0.1%
Glu 09+05° 30£1.1° 29+05° 17405° 13405°
Gly 03+01° 05+01° 05+02° 04+02° 02+01°
Hist 03+0.1° 06+0.1° 04+0.1° 06+02° 07 +04°
Leu 03+0.1° 50+05 27+05° 26+05° 06+02°
Lys 05+03° 47+06° 29+06° 29+06° 10+03%
Phe 05+02° 05+02° 05+0.1° 03+0.1° 03+0.1°
Pro 24+06° 24+07° 21403 30+05° 15+04°
Ser 0.1+01° 12402 09+02° 08+02 03+01%
Thr 02+0.1° 17+03° 13+01° 08+02° 06+02°
Tyr 02+01% 10+03° 06+0.2%° 11+04° 0.1+0.1°
Val 06+02° 33+05° 30+04° 23+05° 06+02°

Values are means + SEM; n = 9. Values in the same column with different letters are significantly different, p < 0.05 (ANOVA followed by Tukey'’s test).

higher proportion of whey protein may be a contributing
factor.

All the test products in our study yielded higher post-
prandial plasma amino acid responses compared to the
WWB reference meal, although not reaching signifi-
cance for all products. The bovine milk and the reconsti-
tuted whey and casein meals were especially prone to
affect responses of the BCAA; val and leu, and also lys
and thr. We also noticed a tendency to a rise in these
amino acids following human milk in comparison to the
WWB. We recently showed in vitro that the amino acids
ile, leu, val, lys and thr induce strong insulin secreting
properties in mouse pancreatic islets [24]. In particular,
leu is recognized as a potent insulin secretagogue
[25,26]. Moreover it has been reported that also taurine,
the second most common “amino acid” and the largest
part of the NPN fraction in human milk [27,28], may be

involved in insulin secretion [29,30]. In the present
study, we also observed positive correlations between in-
dividual plasma amino acids and serum insulin and
plasma incretin secretion in the postprandial phase
(IAUC 0-60 min) as well as negative correlations to the
glycemic response (IAUC 0-60min). Altogether this sug-
gests that the amino acids play an important role in the
insulinogenic properties of the milk proteins and con-
tribute to lowered postprandial glycemia. Thus, it can be
suggested that amino acids appearing in plasma follow-
ing milk ingestion, may affect insulin secretion in two
ways; directly by acting on the pancreatic B-cells and in-
directly by promoting incretin release. We thus found
that human milk, bovine whey and casein respectively,
affect release of GLP-1, with the human milk resulting
in a significantly higher early response compared to the
WWB meal. In relation to the human milk, the whey
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Figure 2 Incremental changes in plasma GIP and GLP-1. Mean incremental changes (4) in plasma GLP-1 (A) and GIP (B) in response to equal
amounts of carbohydrate. Significant treatment effects (p < 0.001) as well as time x treatment interactions (p < 0.001) were found for both GLP-1
and GIP. Values with different letters are significantly different, p < 0.05 (Tukey's test). n =8 (WWB, whey) and n=7 (human milk, casein).
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Table 5 Correlations between serum insulin, GIP and
GLP-1 and plasma amino acids

Insulin GLP-1 GIP
Leu r 0440 0716 0489
p 0.003 <0.001 0.007
Lys r 0385 0.640 0.568
p 0.010 <0.001 <0.001
Thr r 0.364 0.600 0.383
p 0.015 <0.001 0.040
Val r 0.408 0438 0539
p 0.006 0.017 0.003

Spearman’s correlation coefficients and p-values for the relations between
increments in plasma amino acid concentrations and the corresponding serum
insulin, plasma GLP-1 and GIP increment, respectively (IAUC 0-60 min).

meal yielded a higher GLP-1 response. However, consid-
ering the fact that the protein content in the human
milk meal constitutes only about 22% of that in the bo-
vine whey meal, the early GLP-1 response (1AUC 0-30
min) still reached more than 50% of that seen following
whey. Thus, it could be suggested that human milk is
prone to stimulate GLP-1. It remains to be shown if the
GLP-1 response is solely related to the proteins in the
human milk, or if other bioactive components may also
be involved.

Strong positive correlations were found between the
early GLP-1 response (IAUC 0—15 min) and postprandial
insulin release up to 30 min, as well as negative correla-
tions to blood glucose response (1IAUC 0-90 min), an in-
dication that early GLP-1 release may be important for
the modulation of glycemia following both human and
bovine milk. In support of such an opinion, we recently
observed that ingestion of whey protein and free amino
acid caused an early GLP-1 secretion that reduced post-
prandial glycemia in absence of a hyper-insulinemic peak
[31]. In addition to GLP-1, the human milk also resulted
in a small elevation of early phase GIP that was signifi-
cantly higher than after the WWB reference meal at 7.5
min. GIP may be present in human milk [32], and the
response we found might result from a higher intake of
this incretin, and could possibly attenuate the postpran-
dial insulin response and facilitate glycemic regulation.
Although, little is known about to what extent ingested
GIP can maintain activity following exposure to the
acidic environment in the stomach, it could be hypothe-
sized that ingestion of intrinsic GIP could possibly con-
tribute to the incretin effect of human milk. In previous
studies of incretin responses we have preferentially seen
increase in GIP after whey ingestion [5]. Thus, it is inter-
esting that the whey meal, as well as the human milk
meal, in this study significantly increased both GLP-1
and GIP response compared to all the other meals. GLP-
1 secretion following whey ingestion has previously been
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reported by Hall et al. [33]. However, in that study the
test meals contained 38E% of fat, which may have influ-
enced GLP-1 secretion. Both GLP-1 and GIP have been
identified as strong insulinotropic agents [13,34], and a
release of both these incretins after whey ingestion may
add to its insulinogenic properties. Interestingly, it was
recently reported that whey protein inhibits dipeptidyl
peptidase IV (DPP-4), an enzyme that inactivates GLP-1
[35]. Consequently, whey protein may both induce GLP-
1 secretion as well as prolong the activity of this
incretin.

In contrast to whey, the casein meal resulted in a
small incremental insulin response and had the lowest
glycemic response compared to the other test meals.
This differences in glycemic and insulinemic responses
when, comparing the casein and whey meal, is in con-
trast with observations by Hall et al. [33], who found
no differences on neither postprandial glucose nor in-
sulin responses between these proteins. However, in ac-
cordance with the present study, they observed that
whey protein, in comparison to casein, increased
plasma incretins, with higher levels of both GLP-1 and
GIP [33].

There were some limitations of the present study.
All the test meals resulted in lower blood glucose
increments compared to the WWB reference meal. It
should, however, be noted that lactose was the carbo-
hydrate source in all the test meals, whereas the
reference WWB meal contained starch. In previous
studies, we have shown that lactose has a lower gly-
cemic index (GI 68) and insulinemic index (II 50)
than the starchy WWB (GI 100 and II 100) [2]. Con-
sequently, the comparatively low glycemic properties
seen with all the present test meals could partly be
explained by the lactose per se. The number of test
subject is slightly lower (n =9) than recommended for
standardized glycemic index determinations (n=10)
[36]. Also, although the test subjects were used to
regular Swedish food habits where milk consumption
is frequent, differences in lactase levels might affect
glycemia to milk.

Conclusion

The present study showed that human milk as well as
bovine milk and whey and casein protein lowered the
glycemia compared to the WWB reference meal. We
also demonstrated that the human milk exerted insuli-
nogenic properties and the effect appeared to originate
from the protein fraction. Consequently, all the test
meals increased plasma amino acid levels, and the amino
acids correlated positively with both insulin secretion
and incretin responses as well as inversely to the gly-
cemic response. Interestingly, the human milk appeared
to be a particularly potent GLP-1 secretagogue. The
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relative potency of human milk to stimulate incretins is
noteworthy and the impact of incretins for metabolism
and appetite regulation is an interesting field for further
research and should be taken into consideration when
producing baby formulas based on bovine milk.

Abbreviations

iAUC: Incremental area under the curve; BCAA: Branched chain amino acids;
Gl: Glycemic index; GIP: Glucose-dependent insulinotropic polypeptide; GLP-
1: Glucagon-like peptide 1; II: Insulinemic index; NPN: Non-protein nitrogen;
T2D: Type 2 diabetes; WWB: White wheat bread.

Competing interests
The authors declare that they have no competing interest.

Authors’ contributions

UG was responsible for sample collection and analysis of the data, statistical
analysis and for writing the paper. JJH was responsible for the incretin
analysis. EO was involved in interpretation of data and in writing the paper.
IB was responsible for the study design and coordination of the study,
securing the funding and was involved in the evaluation and in writing the
paper. All authors read and approved the final manuscript.

Author details

'Department of Applied Nutrition and Food Chemistry, Lund University, P.O.
Box 124, 221 00, Lund, Sweden. “Department of Medical Physiology, The
Panum Institute, University of Copenhagen, Copenhagen, Denmark.

Received: 16 April 2012 Accepted: 10 October 2012
Published: 12 October 2012

References

1. Salmeron J, Manson JE, Stampfer MJ, Colditz GA, Wing AL, Willett WC:
Dietary fiber, glycemic load, and risk of non-insulin-dependent diabetes
mellitus in women. JAMA 1997, 277:472-477.

2. Ostman EM, Elmstahl HGML, Bjorck IME: Inconsistency between glycemic
and insulinemic responses to regular and fermented milk products. Am J
Clin Nutr 2001, 74:96-100.

3. Warensjo E, Nolan D, Tapsell L: Dairy Food Consumption and Obesity-
Related Chronic Disease. In Adv Food Nutr Res. Volume Volume 59. Edited
by Steve LT.. Academic Press; 2010:1-41.

4. Malik VS, Sun Q, van Dam RM, Rimm EB, Willett WC, Rosner B, Hu FB:
Adolescent dairy product consumption and risk of type 2 diabetes in
middle-aged women. Am J Clin Nutr 2011, 94:854-861.

5. Frid AH, Nilsson M, Holst JJ, Bjorck IM: Effect of whey on blood glucose
and insulin responses to composite breakfast and lunch meals in type 2
diabetic subjects. Am J Clin Nutr 2005, 82:69-75.

6. Nilsson M, Stenberg M, Frid AH, Holst JJ, Bjorck IM: Glycemia and
insulinemia in healthy subjects after lactose-equivalent meals of milk
and other food proteins: the role of plasma amino acids and incretins.
Am J Clin Nutr 2004, 80:1246-1253.

7. Tessari P, Kiwanuka E, Cristini M, Zaramella M, Enslen M, Zurlo C, Garcia-
Rodenas C: Slow versus fast proteins in the stimulation of beta-cell
response and the activation of the entero-insular axis in type 2 diabetes.
Diabetes Metab Res Rev 2007, 23:378-385.

8. Mortensen LS, Holmer-Jensen J, Hartvigsen ML, Jensen VK, Astrup A, de
Vrese M, Holst JJ, Thomsen C, Hermansen K: Effects of different fractions
of whey protein on postprandial lipid and hormone responses in type 2
diabetes. Fur J Clin Nutr 2012, 66:799-805.

9. Newsholme P, Bender K, Kiely A, Brennan L: Amino acid metabolism,
insulin secretion and diabetes. Biochem Soc Trans 2007, 35:1180-1186.

10. van Loon LJC: Leucine as a pharmaconutrient in health and disease.
Curr Opin Clin Nutr Metab Care 2012, 15:71-77.

11. Nilsson M, Holst JJ, Bjorck IME: Metabolic effects of amino acid mixtures
and whey protein in healthy subjects: studies using glucose-equivalent
drinks. Am J Clin Nutr 2007, 85:996-1004.

12. Diepvens K, Haberer D, Westerterp-Plantenga M: Different proteins and
biopeptides differently affect satiety and anorexigenic//orexigenic
hormones in healthy humans. Int J Obes 2007, 32:510-518.

20.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34,

Page 8 of 9

Asmar M, Holst JJ: Glucagon-like peptide 1 and glucose-dependent
insulinotropic polypeptide: new advances. Curr Opin Endocrinol Diabetes
Obes 2010, 17:57-62.

Chen Q, Reimer RA: Dairy protein and leucine alter GLP-1 release and
mRNA of genes involved in intestinal lipid metabolism in vitro. Nutrition
2009, 25:340-349.

Heine WE, Klein PD, Reeds PJ: The importance of alpha-lactalbumin in
infant nutrition. J Nutr 1991, 121:277-283.

Rudloff S, Kunz C: Protein and nonprotein nitrogen components in
human milk, bovine milk, and infant formula: quantitative and
qualitative aspects in infant nutrition. J Pediatr Gastroenterol Nutr 1997,
24:328-344.

Lonnerdal B: Nutritional and physiologic significance of human milk
proteins. Am J Clin Nutr 2003, 77:15375-1543S.

Lilieberg H, Bjorck I Bioavailability of starch in bread products.
Postprandial glucose and insulin responses in healthy subjects

and in vitro resistant starch content. Eur J Clin Nutr 1994,
48:151-163.

Stenberg M, Marko-Varga G, Oste R: Racemization of amino acids during
classical and microwave oven hydrolysis - application to aspartame and
a Maillard reaction system. Food Chem 2001, 74:217-224.

Stenberg M, Marko-Varga G, Oste R: Enantioseparation of d- and |-
amino acids by a coupled system consisting of an ion-exchange
column and a chiral column and determination of d-aspartic acid
and d-glutamic acid in soy products. Food Chem 2002,

79:507-512.

Holm J, Bjorck |, Drews A, Asp NG: A Rapid Method for the Analysis of
Starch. Starch-Starke 1986, 38:224-226.

Krarup T, Madsbad S, Moody AJ, Regeur L, Faber OK, Holst JJ, Sestoft L:
Diminished immunoreactive gastric inhibitory polypeptide response to a
meal in newly diagnosed type | (insulin-dependent) diabetics. J Clin
Endocrinol Metab 1983, 56:1306-1312.

Orskov C, Rabenhoj L, Wettergren A, Kofod H, Holst JJ: Tissue and plasma
concentrations of amidated and glycine-extended glucagon-like peptide
| in humans. Diabetes 1994, 43:535-539.

Salehi AS, Gunnerud UJ, MS J, Ostman EM, Holst JJ, Bjérck IME, Rorsman P:
The insulinogenic effect of whey protein is partiallt mediated by a direct
effect of amino acids and GIP on beta-cells. Nutr Metab (Lond) 2012,

in press.

van Loon LJ, Saris WH, Verhagen H, Wagenmakers AJ: Plasma insulin
responses after ingestion of different amino acid or protein mixtures
with carbohydrate. Am J Clin Nutr 2000, 72:96-105.

Sener A, Malaisse WJ: The stimulus-secretion coupling of amino acid-
induced insulin release: insulinotropic action of branched-chain amino
acids at physiological concentrations of glucose and glutamine. Eur J Clin
Invest 1981, 11:455-460.

Agostoni C, Carratu B, Boniglia C, Riva E, Sanzini E: Free amino acid content
in standard infant formulas: comparison with human milk. J Am Coll Nutr
2000, 19:434-438.

Sarwar G, Botting HG, Davis TA, Darling P, Pencharz PB: Free amino acids in
milks of human subjects, other primates and non-primates. Br J Nutr
1998, 79:129-131.

L'Amoreaux WJ, Cuttitta C, Santora A, Blaize JF, Tachjadi J, El Idrissi A:
Taurine regulates insulin release from pancreatic beta cell lines. J Biomed
Sci 2010, 17 Suppl 1:511.

Carneiro EM, Latorraca MQ, Araujo E, Beltra M, Oliveras MJ, Navarro M, Berna
G, Bedoya FJ, Velloso LA, Soria B, Martin F: Taurine supplementation
modulates glucose homeostasis and islet function. J Nutr Biochem 2009,
20:503-511.

Gunnerud UJ, Heinzle C, Holst JJ, Ostman EM, Bjérck IME: Effects of
pre-meal drinks with protein and amino acids on glycemic and
metabolic responses at a subsequent composite meal. PLoS One,

In press.

Berseth CL, Michener SR, Nordyke CK, Go VL: Postpartum changes in
pattern of gastrointestinal regulatory peptides in human milk. Am J Clin
Nutr 1990, 51:985-990.

Hall WL, Millward DJ, Long SJ, Morgan LM: Casein and whey exert
different effects on plasma amino acid profiles, gastrointestinal hormone
secretion and appetite. Br J Nutr 2003, 89:239-248.

Baggio LL, Drucker DJ: Biology of incretins: GLP-1 and GIP.
Gastroenterology 2007, 132:2131-2157.



Gunnerud et al. Nutrition Journal 2012, 11:83 Page 9 of 9
http://www.nutritionj.com/content/11/1/83

35, Gunnarsson PT, Winzell MS, Deacon CF, Larsen MO, Jelic K, Carr RD,
Ahren B: Glucose-induced incretin hormone release and inactivation are
differently modulated by oral fat and protein in mice. Endocrinology 2006,
147:3173-3180.

36. Brouns F, Bjorck |, Frayn KN, Gibbs AL, Lang V, Slama G, Wolever TM:
Glycaemic index methodology. Nutr Res Rev 2005, 18:145-171.

doi:10.1186/1475-2891-11-83

Cite this article as: Gunnerud et al.: The glycemic, insulinemic and
plasma amino acid responses to equi-carbohydrate milk meals, a pilot-
study of bovine and human milk. Nutrition Journal 2012 11:83.

Submit your next manuscript to BioMed Central
and take full advantage of:

¢ Convenient online submission

e Thorough peer review

* No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

¢ Research which is freely available for redistribution

Submit your manuscript at ( -
www.biomedcentral.com/submit BiolVed Central




	Abstract
	Background
	Method
	Results
	Conclusion
	Keywords

	Background
	Methods
	Test meals
	Test subjects and study design
	Chemical analysis
	Blood analysis
	Calculations and statistical methods

	Results
	Postprandial blood glucose and insulin responses
	Amino acid content in the test and reference meals
	Postprandial plasma amino acids
	Postprandial GLP-1 and GIP responses
	Correlations between parameters

	Discussion
	Conclusion
	Abbreviations
	Competing interests
	Authors' contributions
	Author details
	References

