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Abstract

The purpose of this study was: aim 1) compare insulin and leucine serum responses after feeding a novel hydrolyzed
whey protein (WPH)-based supplement versus a whey protein isolate (WPI) in rats during the post-absorptive state, and
aim 2) to perform a thorough toxicological analysis on rats that consume different doses of the novel WPH-based
supplement over a 30-day period. In male Wistar rats (~250 g, n= 40), serum insulin and leucine concentrations were
quantified up to 120 min after one human equivalent dose of a WPI or the WPH-based supplement. In a second cohort
of rats (~250 g, n = 20), we examined serum/blood and liver/kidney histopathological markers after 30 days of feeding
low (1human equivalent dose), medium (3 doses) and high (6 doses) amounts of the WPH-based supplement. In aim 1,
higher leucine levels existed at 15 min after WPH vs. WPI ingestion (p= 0.04) followed by higher insulin concentrations at
60 min (p=0.002). In aim 2, liver and kidney histopathology/toxicology markers were not different 30 days after feeding
with low, medium, high dose WPH-based supplementation or water only. There were no between-condition differences
in body fat or lean mass or circulating clinical chemistry markers following the 30-day feeding intervention in aim 2. In
comparison to WPI, acute ingestion of a novel WPH-based supplement resulted in a higher transient leucine response
with a sequential increase in insulin. Furthermore, chronic ingestion of the tested whey protein hydrolysate supplement
appears safe.
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Introduction
More than 150 million US residents consume dietary
supplements and many of those are products including
whey protein, creatine, and branched-chain amino acids
(BCAAs) [1]. Of the numerous marketed dietary supple-
ments, it is well known that whey protein supplementa-
tion augments resistance training adaptations [2].
Moreover, recent evidence suggests that the consump-
tion of whey protein elicits the greatest appearance of
essential amino acids and insulin and is thus the seem-
ingly most influential known protein source capable of
augmenting muscle anabolism [2–4]. Whey protein is
commercially categorized by concentration or by degree
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of hydrolysate [5]. Whey protein concentrate (WPC)
may contain 29% to 89% total protein by volume, with
the remaining kcal coming from carbohydrates and
lipids, whereas whey protein isolate (WPI) composition
typically exceeds 90% total protein by volume [5]. WPH
is enzymatically hydrolyzed in order to obtain smaller
peptide fractions from its parent WPC or WPI source
and is thought to undergo more rapid gastrointestinal
absorption kinetics thus potentially improving amino
acid bioavailability. In support of this hypothesis, data
from Tang et al. [3] indicate that circulating leucine
levels were greater with ingestion of WPH versus soy or
casein at 30 minutes post ingestion in humans. Power
et al. [6] studied the serum insulin, phenylalanine and
total branched chain amino acid responses of ingesting
45 g of WPI or WPH after an overnight fast in humans.
Of the measured variables, these authors reported that
WPH elicited a statistically greater phenylalanine
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response compared to WPI [6]. Thus, there is still con-
flicting evidence as to whether or not WPH elicits a
more favorable serum anabolic response (i.e., greater in-
sulin and leucine values) relative to other whey protein
forms. Furthermore, limited evidence to our knowledge
has compared the postprandial effects that exist between
a whey protein isolate relative to a hydrolyzed whey pro-
tein derived from WPI [7]. Data comparing the effects of
different protein sources on serum amino acid and hor-
mone concentrations typically examine these phenom-
ena after overnight fasting period, which is not
applicable to those who consume supplemental protein
between meals. Lockwood et al. [8] studied the effects of
ingesting 60 g/day of WPH versus two different whey
protein concentrate supplements on body composition
after 8 weeks of progressive resistance training. The
authors discovered that all three protein forms similarly
affected total body muscle mass, strength, anaerobic en-
durance and blood lipids. However, the authors did not
analyze the acute feeding serum responses [8]. There-
fore, while WPH may elicit transient increases in circu-
lating leucine and insulin relative to other protein
sources, data is lacking with regard to how a WPH-
based supplement affects these variables in the post-
absorptive state.
Clarity is also warranted with regard to whether or not

weeks-to-months of whey protein supplementation yield
adverse health effects (i.e., kidney and/or liver damage).
Large-scale human studies have demonstrated that
higher protein intakes seemingly exert no adverse effects
on markers of renal or liver function [9,10]. There are,
however, equivocal safety concerns brought about
through the internet and media regarding the prolonged
effects of consuming copious amounts of dietary protein
whether it is through high protein foods or protein sup-
plements [11]. Likewise, there is the imminent possibility
that whey protein supplement users disregard and super-
sede the recommended dosages and combine whey with
other dietary supplement ingredients. Therefore, mul-
tiple dosages of protein supplements should be thor-
oughly investigated for safety of consumption.
Animal models offer a variety of advantages compared

to humans to study how mammals physiologically cope
with nutritional interventions. Specifically, animals’ diets
can be tightly regulated, multiple tissues can be dissected
and analyzed, and supplement adherence can be assured.
Therefore, the purpose of the current study was two-
fold: aim 1) to use a rat model to compare the post-
prandial insulin and leucine responses between a novel
WPH-based supplement versus a WPI powder in rats
that were in the post-absorptive state, and aim 2) to per-
form a thorough toxicological analysis on rats that were
fed low, medium, and high doses of the novel WPH-
based supplement over a 30-day period in order to
examine the safety of chronically consuming this protein
source. We hypothesized that the tested WPH-based sup-
plement would exhibit a superior insulin response when
compared to the insulin response of WPI. Likewise, we
hypothesized that leucine and insulin responses to the
WPH-based protein would be superior to WPI based upon
previous literature suggesting that the hydrolysis process
potentially increases the digestibility of WPH [7]. Finally,
we hypothesized that the supplement would not elicit
adverse health effects on the measured health parameters
on rats following a 30-day supplementation period.

Materials and Methods
Animals and experimental protocols
Male Wistar rats were obtained from Charles River La-
boratory weighing 175–200 g. Rats were between 45–48
days of age when received. They were allowed 7 days to
acclimatize to new housing and were maintained on a
12/12-h light/dark cycle, with food (Purinalab 5008
standard chow: 27% protein, 17% fat, 56% carbohydrates)
provided ad libitum until the experimental testing days
described below. Rats were received in 2 cohorts; the
first (n = 36) was used to examine circulating post-gavage
insulin and leucine responses between one human
equivalent dose (low dose) of WPI and the tested (low
dose) WPH-based supplement and the second (n = 20)
was used to study how 30 days of feeding a low dose
(1.1 g/d, or 1 human equivalent dose), medium dose (3.4
g/d, 3 human eq. doses), high dose (6.8 g/d, 6 human eq.
doses) of the WPH-based supplement affected toxico-
logical variables. The ingredients for each dose are
defined in the next section. The experimental protocol
was approved by the Institutional Animal Care and Use
Committee of The University of Missouri-Columbia.

Nutritional supplement information
The WPH-based supplement (Scivation, Inc) contains
the following active ingredients: Whey protein isolate
(Glanbia Nutritionals, Inc), extensively hydrolyzed whey
protein concentrate (32 degree of hydrolysis; average
molecular weight = 1.57 Daltons; Carbery), leucine pep-
tides (Glanbia Nutritionals, Inc), creatine monohydrate
(AlzChem Trostberg GmbH), patent-pending blend of
L-citrulline, L-lysine, vitamin C and folic acid (Genysis
Nutrition Labs), medium chain triglycerides, beet root
extract, and Rhodiola rosea root extract. One human
equivalent dose (low dose) of 33 g was set at 1.1 g for
rats weighing ~250 g. Major ingredients per 1 serving
size or dose (human: 33 g, rat: 1.1 g) of the WPH-
based supplement were then:

Energy! human: 110 kcal, rat: 3.67 kcal;
Total fat! human: 1.5 g, rat: 0.05 g;
Total carbohydrate! human: 3 g, rat: 0.1 g;
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Total protein! human 20 g, rat: 0.67 g;
Total leucine! human: 3.6 g, rat 0.12 g; and
Creatine! human: 2.5 g, rat 0.08 g.

The WPI powder (Mullins Whey Inc) used to compare
the serum leucine and insulin responses in aim 1 was
92% protein dry weight basis and contained 2.58 g leu-
cine per 33 g human serving (0.09 g per rat serving).
Note that rat dosaging was performed per the methods
of Reagan-Shaw et al. [12] whereby body surface area was
taken into account in order to administer a human
equivalent dose to rats for aim 1 as well as multiple doses
for aim 2.

Circulating post-prandial insulin- and leucine-response
profile of WPI versus the WPH-based supplement
On the morning of testing, male Wistar rats (Charles
Rivers Laboratories) aged 52–55 days (~250-300 g) had
food removed at the beginning of the light cycle. Three
hours later, each rat was gavage-fed a low dose (as
above) of either WPI or the WPH-based supplement
under light isoflurane anesthesia. The control condition
(n = 4) was sacrificed without gavage-feeding in order to
provide a baseline comparison point for fasting leucine
and insulin values. Rats that were gavage-fed were subse-
quently sacrificed under CO2 gas at 15 (WPH n= 6,
WPI n = 6), 30 (WPH n=4, WPI n = 4), 60 (WPH n=4,
WPI n = 4) and 120 (WPH n= 4, WPI n = 4) minutes
post gavage-feeding. A heart puncture using a 22-gauge
needle was performed to collect whole blood into serum
separator tubes and was subsequently centrifuged at
1300 rpm for 10 minutes in order to obtain serum. Of
note, all of the aforementioned gavage-feedings took
place between 1000–1600 hours.
Serum leucine concentrations were quantified using

gas chromatography-electron impact-mass spectrometry
(Agilent Technologies 6890 N capillary GC and 5973
Network Mass Selection Detector, Foster City, CA,
U.S.A.) at the Washington University Biomedical Mass
Spectrometry Research Resource. In brief, d3-leucine
(10 nmol) was added as an internal standard to 100 μL
serum. Serum amino acids were chemically converted to
their trimethylsilyl form using N,O-Bis(trimethylsilyl)tri-
fluoroacetamide + 10% Trimethychlorosilane (BSTFA+
10% TMCS, Regis, Morton Grove, IL), and selected ion
intensities for mass/charge 158 (natural Leu) and 161
(d3-Leu) were monitored. Serum insulin was analyzed
using an enzyme-linked immunosorbant assay specific
for rat species according to manufacturer’s protocol
(Millipore, Saint Charles, MO).

Toxicology assessment of chronic WPH supplementation
The potential toxocologic effects of a low dose, medium
dose, high dose of the WPH-based supplement as well
as tap water only was examined over a 30-day period.
The water only and low dose conditions required only
one gavage feeding per day. The medium and high dose
conditions required two and four gavage feedings per
day, respectively, in order to: a) administer the required
amount of protein to each rat, and b) to remain within
the guidelines (1 ml/100 g) for stomach distension.
Doses were recalculated per the aforementioned meth-
ods of Reagan-Shaw et al. [12] on a weekly basis during
the 30-day feeding experiment in order to accommodate
for rat growth from week to week.
Body composition using dual x-ray absorptiometry

(DXA, Hologic QDR-1000/w) calibrated for small ani-
mals was performed on this cohort of animals after 7
days and 30 days of feeding in order to track alterations
in body composition. Note that during this procedure,
animals were placed under light isoflurane anesthesia so
that the body scans could be performed.
Following the 30-day feeding schedule, animals were

sacrificed under CO2 gas and blood and tissue samples
were collected. Blood samples were obtained by cardiac
puncture at sacrifice and the blood was collected in lithium
heparin tubes. A complete blood count (CBC) was per-
formed on whole blood using an automated hematology
instrument (Hemavet 940FS, Drew Scientific, Dallas, TX).
After completion of the CBC, the blood was centrifuged at
5,000 g for 5 minutes to separate the plasma. The plasma
was harvested and a clinical biochemistry profile was per-
formed on the plasma using an automated chemistry
analyzer (AU640, Beckman-Coulter, Brea, CA) by Research
Animal Diagnostics Laboratory (RADIL; Columbia, MO).
For tissue histology, a section of the left lateral and

right medial liver lobes and both kidneys were collected,
fixed overnight in 10% formalin and embedded in paraf-
fin for histopathologic evaluation. Tissue sections were
stained with hematoxylin/eosin and were examined for
lesions by a veterinary pathologist specializing in rodent
histopathology who was blinded to treatment status at
RADIL. The body weight was recorded just after euthan-
asia and before bleeding, while heart and brain weights
were measured after bleeding.

Statistics
For aim 1, a two-way analysis of variance with Bonfer-
roni corrections was performed to compare circulating
leucine and insulin values in each postprandial rat con-
dition to rats that were 3-h fasted. For aim 2, Chi-
squared tests were performed in order to examine pro-
portion differences in animals in each condition that
presented signs of liver or kidney damage. One-way
ANOVAs were performed for each serum/whole blood
variable. For tracking changes in body composition vari-
ables, a two-way ANOVA (dose x time) was performed.
Unless otherwise stated in figures and tables, all data
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were expressed as means ± standard error values and sig-
nificance was set at p< 0.05.

Results
Post prandial serum leucine and insulin differences
between WPI and WPH
Figure 1A shows the leucine responses to the WPI and
WPH-based supplement relative to rats that were not
gavage-fed. In the WPI condition, serum leucine did not
statistically increase relative to the control rats that were
not gavage-fed. In contrast, WPH significantly increased
at 15-min post-ingestion relative to the unfed control
rats (p = 0.01). Importantly, a significant difference in cir-
culating leucine at 15 minutes post-WPH gavage existed
relative to 15 minutes post WPI-gavage (p = 0.04), but
not at other time points.
Figure 1B outlines the insulin responses to the WPI

and WPH-based supplement. For post-WPI gavage,
Figure 1 Circulating postprandial leucine (A) and insulin (B)
responses of a WPH-based supplement versus WPI. Inset figures
represent postprandial areas under the curve (AUCs) of each
condition. All data are presented as mean± SE; n = 4–6 rats per time
point. Abbreviations/symbols: †=greater serum value than 3-h
fasting concentrations for the respective supplement; * =WPH>WPI
at a postprandial time point (p< 0.05).
relative to the control rats that were not gavage-fed, no
significant increases occurred in serum insulin at 60 min-
utes, and 120 minutes, although there tended to be an in-
crease at 30 minutes post-gavage (p = 0.09). For post-
WPH gavage, relative to the control rats that were not
gavage-fed, a significant increase occurred in serum insu-
lin 60 minutes post-WPH gavage (p = 0.01), while there
were no significant increases in serum insulin at 30 min-
utes and 120 minutes (p> 0.05). Comparing the insulino-
genic responses of both protein sources against one
another at each time point importantly revealed that the
WPH-based supplement elicited a significantly greater
increase in insulin relative to WPI 60 minutes post-
gavage (p = 0.001).
Body composition and food intakes following 30 days of
feeding with different doses of the WPH-based supplement
When comparing the low-dose WPH, medium-dose
WPH, high-dose WPH, and water only, DXA analysis
demonstrated that there were no significant between-
condition differences from 7 days to 30 days in fat mass
Figure 2 Changes in DXA fat mass (A) and DXA lean mass (B)
from days 7 to 30 of daily gavage feeding 1 human equivalent
dose (1.1 g/d, ‘low’), 3 human equivalent doses (3.4 g/d,
‘medium’), and 6 human equivalent doses (6.8 g/d, ‘high’) of
the WPH-based supplement as well as water only (‘water’). All
data are presented as mean± SE and % changes from day 7 to day
30 are presented above each bar graph. No between-condition
differences were detected.
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(dose x time interaction p = 0.90; Figure 2). Similarly,
there were no between-condition differences in total
lean body mass (dose x time interaction p = 0.99) when
comparing the low-dose WPH, medium-dose WPH,
high-dose WPH, and water only (Figure 2).
As expected, progressive increases in the average

amount of protein consumed per day were present from
low to medium to high dosages (p< 0.05, Figure 3A).
Interestingly, there was also a significant difference be-
tween total energy consumed between WPH-based sup-
plement conditions with the high dose exhibiting a
significantly lower amount of food intake relative to the
low-dose (p< 0.05, Figure 3B) and water only condition
(p< 0.01).

Liver and kidney histopathology and serum clinical
chemistry profiles
Histopathological assays conducted on the liver and kid-
neys after 30 days of low dose, medium dose or high
Figure 3 Average daily protein (‘PRO/d’, A) and kilocalorie
(‘kcal/d’, B) intake over the 30-day daily gavage feeding of 1
human equivalent dose (1.1 g/d, ‘low’), 3 human equivalent
doses (3.4 g/d, ‘medium’), and 6 human equivalent doses (6.8
g/d, ‘high’) of the WPH-based supplement as well as water only
(‘water’). All data are presented as mean± SE and daily averages are
presented numerically above each bar. As expected, average protein
intakes over the 30-day intervention (subfigure A) were as follows:
high>medium> low=water (p< 0.01 denoted by different letters
above each bar). Interestingly, energy intakes were significantly
lower in the high condition relative to the low and water conditions
(p-values presented above bars).
dosages of the WPH-based supplement feeding showed
no adverse effects on clinical pathology markers relative
to water only feeding (Table 1). Interestingly, the propor-
tion of rats fed water for 30 days (4/5 rats) presented
significantly more >21 hepatocellular mitoses counts
(representative of potential liver damage) relative to rats
in the low (0%), medium (0%) and high WPH-based sup-
plement conditions (0%, X2 p = 0.001).
There were no significant differences in serum clinical

chemistry profiles between the 4 conditions (Table 2,
p> 0.05). Finally, there were no significant differences
in brain, heart, and whole body weights between the
4 conditions (Table 2, p> 0.05).

Discussion
Our data suggest that the tested WPH-based supple-
ment: a) exerted a transient rise in post-prandial leucine
and a subsequent insulin rise relative to WPI during a
post-absorptive (not fasted) state at the low dose; and b)
did not adversely affect markers of kidney, liver, and or
other health markers after a 30-day feeding period, while
decreasing food intakes in a dose-dependent fashion.
Together, these data regarding serum responses to the
tested WPH-based supplement can be considered to be
a promising lead for future experiments, which would
aim to continue examining the physiological effects that
WPH-based protein sources exhibit on other tissues
such as skeletal muscle and adipose tissue.
It has been shown that extracellular leucine availability,

with or without exercise, increases muscle protein syn-
thesis rates [3,14–17]. Likewise, the insulinogenic effects
of whey have been posited to potentially aid in augment-
ing muscle protein synthesis in an mTORC1-dependent
fashion independent of intramuscular mRNA expression
patterns [18], although this effect has been suggested to
be more permissive rather than stimulatory [14]. In
agreement with previous evidence, our data demon-
strates that WPH has been shown to be insulinogenic at
one hour following feeding in humans [3], albeit their
data was collected after an overnight fast. The mechan-
ism whereby whey elicits its superior insulinogenic
effects relative to other protein sources may be related to
unidentified bioactive peptides and/or its amino acid
profile; specifically arginine [19]. However, both protein
sources in our study possessed nearly similar amounts of
arginine (WPH-based supplement: 470 mg per human
serving, WPI = 510 mg). Nonetheless, our data suggests
that WPH may be superiorly insulinogenic relative to an
undigested whey protein source; an effect which we
speculate could be due either: a) its superior effect in
stimulating the transient increase in postprandial serum
leucine given that leucine has been shown to stimulate
insulin secretion [20], or b) the presence of unidentified
bioactive peptides that occur due to the hydrolysis



Table 1 Dose-dependent effects of WPH feeding for 30 days on liver and kidney histopathology markers

Variable water (n = 5) low (n= 5) medium (n = 5) high (n= 5)

Kidney histopathology

basophilia of tubules in corticomedullary junction 0/5 1/5 0/5 1/5

moderate unilateral hydronephrosis 0/5 0/5 0/5 1/5

large focal tubular regeneration with lymphocytes 0/5 0/5 1/5 0/5

focal tubular mineralization 0/5 1/5 0/5 0/5

focal perivascular lymphoid infiltrate 1/5 0/5 0/5 0/5

1-2 proteinaceous tubular casts 3/5 0/5 0/5 1/5

tubular regeneration with interstitial lymphocytes 1/5 0/5 0/5 1/5

focal tubular regeneration 2/5 0/5 2/5 1/5

Liver histopathology

moderate multifocal centrilobular lipidosis 1/5 3/5 2/5 1/5

mild multifocal centrilobular lipidosis 3/5 2/5 2/5 3/5

few mild foci lipidosis 1/5 0/5 1/5 1/5

1-2 multinucleated giant cells 1/5 1/5 1/5 1/5

focal granulopoeisis 0/5 1/5 0/5 0/5

focal erythropoeisis 3/5 0/5 0/5 1/5

>21 hepatocellular mitoses 4/5† 0/5 0/5 0/5

11-20 hepatocellular mitoses 0/5 2/5 1/5 0/5

1-10 hepatocellular mitoses 1/5 3/5 4/5 1/5

6-10 apoptotic cells 3/5 0/5 1/5 0/5

1-5 apoptotic cells 2/5 5/5 3/5 3/5

6-10 microgranulomas 2/5 0/5 1/5 0/5

1-5 microgranulomas 3/5 2/5 3/5 3/5

Effects of 30 days of daily gavage feeding 1 human equivalent dose (1.1 g/d, ‘low’), 3 human equivalent doses (3.4 g/d, ‘medium’), and 6 human equivalent doses
(6.8 g/d, ‘high’) of the WPH-based supplement as well as water only (‘water’) on markers of kidney and liver damage.
Liver apoptotic cell and microgranuloma counts represent potential liver injury/damage; hepatocellular mitoses and focal granuloposis/erythropoesis counts
represent potential liver regeneration after injury; liver lipidosis counts represent the development of fatty liver.
Kidney histopathlogy definitions [derived from reference Guyton and Hall [13]:
Basophilia of tubules in corticomedullary junction counts represent potential nephron damage; moderate unilateral hydronephrosis represent excessive dilation of
the kidneys and potential decrement in kidney function; large focal tubular regeneration with lymphocytes counts represent potential kidney damage and
toxicity; focal tubular mineralization counts represent potential tubular damage; focal perivascular lymphoid infiltrate counts represent potential kidney damage
and toxicity.
Liver histopathology definitions (derived from reference Guyton and Hall [13]):
Symbols: † indicates proportion of observations with water is significantly higher than observations in different treatment conditions as determined by a
Chi-square test (p = 0.001).
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process which stimulate pancreatic insulin secretion. In
regards to the later, Morifuji et al. [21] have determined
that dipeptides from WPH stimulate muscle glucose up-
take via PI3-kinase and protein kinase C (PKC) pathways.
Therefore, existing evidence in the literature, demon-
strates that WPH-based peptides exhibit significant
physiological effects on the pancreas warrants future re-
search into elucidating mechanisms that drive these
phenomena.
As mentioned previously, WPH has been shown to

elicit a transient leucine spike in the serum, although
this effect has only been shown under fasting condi-
tions and when comparing WPH to casein and soy
[3]; of note WPI and WPH have been examined for
branched chain amino acid responses, but not leucine
responses explicitly [7]. Fasting rats for 12 hours prior
to feeding them a high-protein test meal yielded serum
leucine concentrations that were 60% lower than the
rats in our study after 3 hours of food removal [22]
which implies that our animals were in a post-absorptive
(not fasted) state. However, we chose to examine the
leucine responses between the WPH-based versus WPI
after a 3-h food withdrawal with the notion that
humans would likely consume the whey protein-based
supplement prior to or following an exercise bout
within 3–6 hours of consuming a meal, as most
humans eat throughout the wake cycle. Therefore, this
is the first report to our knowledge demonstrating that
subjects in the post-absorptive state exhibit greater
leucine and subsequent insulin responses when



Table 2 Dose-dependent effects of WPH feeding for 30 days on blood and other health markers

Variable p-value between conditions water (n = 5) low (n= 5) medium (n= 5) high (n= 5)

Serum markers

Triglycerides (mg/dL) p = 0.60 184 ± 28 169± 18 187 ± 13 153 ± 14

Glucose (mg/dL) p = 0.32 183 ± 12 154± 11 187 ± 17 167 ± 14

Urea Nitrogen (mg/dL) p = 0.45 25 ± 1 24± 1 26± 1 24± 2

Creatinine (mg/dL) p = 0.25 0.41 ± 0.01 0.39 ± 0.01 0.44 ± 0.03 0.38 ± 0.02

Sodium (mmol/L) p = 0.33 145± 1 147 ± 1 144 ± 1 146± 1

Potassium (mmol/L) p = 0.20 6.4 ± 1 5.8 ± 0 6.9 ± 1 5.1 ± 0

Chloride (mmol/L) p = 0.59 99 ± 0 98± 1 98± 0 99± 0

Total Protein (g/dL) p = 0.17 6.9 ± 0.1 6.7 ± 0.1 6.7 ± 0.1 6.5 ± 0.0

Albumin (g/dL) p = 0.26 3.5 ± 0.0 3.4 ± 0.0 3.4 ± 0.1 3.4 ± 0.1

Calcium (mg/dL) p = 0.06 12.8 ± 0.1 12.5 ± 0.2 12.4 ± 0.3 12.0 ± 0.1

Phosphorus (mg/dL) p = 0.40 10.8 ± 0.5 10.6 ± 0.6 11.7 ± 0.5 10.5 ± 0.4

Cholesterol (mg/dL) p = 0.34 82 ± 10 64 ± 3 68± 7 74± 7

Total Bilirubin (mg/dL) p = 0.08 0.10 ± 0.0 0.10 ± 0.0 0.14 ± 0.0 0.10 ± 0.0

ALT (U/L) p = 0.68 239 ± 43 254± 54 298 ± 34 234 ± 27

ALP (U/L) p = 0.52 186 ± 16 179± 11 161 ± 4 165 ± 18

GGT (U/L) p =N/A <3 <3 <3 <3

Total CO2 (mmol/L) p = 0.14 33 ± 1 37± 2 32± 2 33 ± 1

Whole blood markers

WBC (x10³/μL) p = 0.88 12.5 ± 0.9 11.3 ± 1.2 12.0 ± 1.2 11.8 ± 0.5

Seg. Neutro (x10³/μL) p = 0.85 1.7 ± 0.2 1.7 ± 0.6 1.3 ± 0.3 1.8 ± 0.3

Band Neutro (x10³/μL) p = 0.99 0.0 ± 0.0 0.0 ± 0.0 0.0 ± 0.0 0.0 ± 0.0

Lymphocytes (x10³/μL) p = 0.74 10.7 ± 0.9 9.6 ± 0.7 10.5 ± 1.0 9.8 ± 0.5

Monocytes (x10³/μL) p = 0.32 0.07 ± 0.03 0.00 ± 0.00 0.06 ± 0.04 0.05 ± 0.03

Eosinophils (x10³/μL) p = 0.92 0.12 ± 0.09 0.09 ± 0.07 0.09 ± 0.05 0.16 ± 0.10

Basophils (x10³/μL) p = 0.99 0.0 ± 0.0 0.0 ± 0.0 0.0 ± 0.0 0.0 ± 0.0

RBC (M/μL) p = 0.47 8.5 ± 0.1 8.4 ± 0.1 8.6 ± 0.2 8.7 ± 0.1

Hemoglobin (g/dL) p = 0.08 16.1 ± 0.3 16.9 ± 0.3 16.3 ± 0.2 16.8 ± 0.2

Hematocrit (%) p = 0.75 52.7 ± 1.1 53.4 ± 0.9 52.7 ± 1.1 53.8 ± 0.5

MCV (fL) p = 0.29 61.7 ± 0.8 63.5 ± 0.7 61.5 ± 0.9 61.8 ± 0.7

MCH (pg) p = 0.01 18.8 ± 0.3a 20.1 ± 0.2b 19.1 ± 0.3a 19.3 ± 0.2c

MCHC (g/dL) p = 0.08 30.5 ± 0.3 31.7 ± 0.2 31.1 ± 0.5 31.2 ± 0.1

Cell Volume (%) p = 0.19 49.8 ± 0.9 51.4 ± 0.4 49.8 ± 0.6 50.6 ± 0.2

Platelets (x10³/μL) p =N/A Clumps Clumps Clumps Clumps

Hemolysis p =N/A Clear Clear Clear Clear

MPV (fL) p = 0.38 6.7 ± 0.1 6.3 ± 0.2 6.7 ± 0.3 6.5 ± 0.2

Post necropsy organ and body weights

Brain (g) p = 0.57 2.03 ± 0.03 2.08 ± 0.04 2.08 ± 0.02 2.04 ± 0.06

Heart (g) p = 0.88 1.40 ± 0.07 1.37 ± 0.04 1.35 ± 0.04 1.40 ± 0.05

Whole Body (g) p = 0.69 439 ± 14 422 ± 9 419 ± 2 422 ± 20

Effects of 30 days of daily gavage feeding 1 human equivalent dose (1.1 g/d, ‘low’), 3 human equivalent doses (3.4 g/d, ‘medium’), and 6 human equivalent doses
(6.8 g/d, ‘high’) of the WPH-based supplement as well as water only (‘water’) on clinical chemistry serum and whole blood markers.
Abbreviations (definitions): ALT= alanine aminotransferase (liver enzyme); ALP= alkaline phosphatase (liver and bone enzyme); GGT=gamma-glutamyl
transpeptidase (liver enzyme); WBC=white blood cells; Seg. Neutro. = segmented neutrophils; RBC= red blood cells; MCV=mean corpuscular volume (measure of
RBC size); MCH=mean corpuscular hemoglobin (average hemoglobin per red blood cell); MCHC=mean corpuscular hemoglobin concentration (average
hemoglobin concentration per red blood cell); MPV=mean platelet volume (average size of platelets in whole blood).
Note that the ‘low’ condition presented significantly greater MCH content relative to the water and medium conditions (denoted by letter superscripts, p< 0.05).
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ingesting a hydrolyzed whey protein source versus a
native whey protein isolate.
We also report that 30 days of chronic supplementa-

tion with a WPH-based supplement in rodents aged 62
days old when study began: a) causes no apparent ad-
verse health effects on the kidneys and/or liver, b) does
not affect brain and/or heart weights, c) does not affect
circulating clinical chemistry and whole blood markers,
and d) does not alter body composition. As mentioned
previously, studies in healthy humans have demonstrated
that higher protein intakes seemingly exert no adverse
effects on markers of renal or liver function [9,10]. Re-
sistance training studies have also determined that in-
creasing protein intakes for two months did not
negatively impact serum clinical chemistry markers
related to kidney and liver damage [23,24]. However,
concern still exists in the medical literature regarding
the potential negative effects that protein supplementa-
tion exerts on liver [11,25] and kidney physiology
[25,26]. While limited data exists on the safety of
chronic whey protein supplementation, little data to our
knowledge has utilized a rodent model whereby liver
and kidney tissues were morphologically examined for
lesions following chronic feeding. One recent study [27]
did determine that 18 days of WPI consumption offset
liver toxicity caused by the concomitant administration
of a pro-oxidant agent (dimethylnitrosamine). Interest-
ingly, we determined that only the water condition pre-
sented a greater incidence of liver damage (> 21
hepatocellular mitoses) relative to the WPH-supplemen-
ted conditions. We speculate that WPH or whey protein
supplementation in general supplementation could in-
deed be hepatoprotective. Of note, the WPH supplement
contained Rhodiola rosea extract which is a well-known
adaptogen that confers hepatoprotective (i.e., antioxidant
and antilipidemic) effects in db/db mice [28]. Whether it
is the WPH fraction and/or the Rhodiola rosea extract
in the WPH-based supplement, we conclude that the
WPH-based supplement used in our study does not ex-
acerbate liver damage when administered in very high
doses and could, instead, confer hepatoprotective effects.
Contrary to the one referenced study examining the

effects of whey protein on liver histopathology markers
in rodents [27], our study is seemingly the first to sug-
gest that 30 days of feeding a range of WPH-based pro-
tein dosages to rats does not negatively impact kidney
damage/toxicology markers and/or circulating markers
of kidney function (i.e., creatinine and blood urea nitro-
gen). Rats in the high dose condition consuming 6
human equivalent doses per day (would be equivalent to
an additional 120 g of protein in humans) increased
daily protein intakes up to 21.7 g/kg/day. Additionally,
30-days of creatine feeding present within the WPH-
based supplement did not adversely affect the examined
health markers; for the high dose condition this would
be equivalent to a human consuming 15 g/d of creatine.
Therefore, our 30-day study is in agreement with other
literature which continues to refute speculation that
whey protein [9,10] and/or creatine supplementation
[29] negatively impacts kidney function and/or elicits
kidney damage in animals that do not possess pre-
existing kidney issues.
Interestingly, animals that were gavage-fed three and

six human equivalent doses per day of the WPH-based
supplement for 30 days consumed less total kilocalories
per day relative to animals that consumed one human-
equivalent dose and water over this time frame. Multiple
studies have established that whey protein may exert sa-
tiating effects and reduce adiposity in rats [30,31]. In
explaining this effect, authors from the later study
propose that whey-derived proteins do elicit a satiating
effect through the enhanced secretion of gut neuropep-
tides including cholecystokinin (CCK) or glucagon-like
peptide-1 (GLP-1). Thus, this effect might have been
observed in our study although examining circulating
CCK and GLP-1 was beyond the scope of our investiga-
tion. With regard to body composition alterations, how-
ever, the feeding intervention in our study did not
confer changes in body fat in the protein supplemented
conditions. Likewise, the feeding intervention did not in-
crease DXA lean body mass which has been demon-
strated in the aforementioned rodent study that
chronically fed rats whey protein over a 25-day period
[31]. However, that Pichon et al. [31] used dissection
methods to assess body composition whereas our DEXA
method may introduce a larger degree of error which
could have obscured our findings. Furthermore, we can-
not rule out the hypothesis that consuming higher pro-
tein diets over longer periods (i.e., years to decades in
humans) reduces adiposity and enhances and/or main-
tains muscle mass during maturation and subsequent
aging in humans, respectively.
It is also noteworthy mentioning that there are limita-

tions to the current study. First, rodents were examined
instead of humans with regards to studying leucine, in-
sulin, and toxicological responses to these whey protein
sources. It should be noted, however, that rats and
humans seem to respond similarly to whey protein as it
has been shown to increase circulating leucine and mar-
kers of muscle protein synthesis following exercise in
both species [3,32]. Thus, we hypothesize that human
responses will likely be similar when examining the
physiological effects of WPH versus WPI supplements.
With regard to the current toxicology study, it should be
noted that only 5 animals were examined per condition
over a 30-day feeding period. In parallel to our study,
however, there are other recent studies examining the
toxicological effects of other compounds which have



Toedebusch et al. Journal of the International Society of Sports Nutrition 2012, 9:24 Page 9 of 10
http://www.jissn.com/content/9/1/24
similarly studied 6 animals per condition [33,34]. Creat-
ine monohydrate (equivalent to 2.5 g/dose for humans)
is also a major ingredient in the WPH-based supple-
ment. However, creatine monohydrate does not alter
glucose tolerance or insulin sensitivity and is not insuli-
nogenic nor does it affect circulating leucine concentra-
tions [35]. With regard to other major ingredients
present in the WPH-based supplement, L-citrulline has
not been shown to impact circulating insulin and/or leu-
cine levels [36], although vitamin C has been shown to
reduce insulin in type II diabetes patients over chronic
supplementation periods [37], and L-lysine may stimu-
late insulin secretion from pancreatic beta cells [38].
Therefore, beyond the active biopeptides that exist in
the WPH formulation, other ingredients may have influ-
enced the insulin response. Finally, while we examined
the postprandial circulating leucine response to a WPH-
based supplement versus WPI, it remains unknown as to
whether or not potential unknown biologically active
peptide fragments that occur during the whey hydrolysis
process spike in the bloodstream after feeding relative
to WPI [this aspect of food science is reviewed in
[39]. In this regard, future animal and/or human stud-
ies should pursue this exciting and unexplored nutra-
ceutical research area in order to determine if WPH
supplementation with exercise confer positive skeletal
muscle anabolic responses due to potential increases in
circulating bioactive peptide fragments relative to other
protein sources.

Conclusions
In summary, our rodent feeding model uniquely found
that the WPH-based supplement elicited greater transi-
ent leucine with a subsequent increased insulin response
relative to the WPI. Given these data in conjunction
with the recent data demonstrating that WPH may pos-
sess biologically active peptide fragments [5], it will be of
future interest to compare the anabolic effects of WPI-
versus WPH-based supplements surrounding resistance
training and/or the effect of WPH-based supplements in
persons with diminished insulin secretion. Our 30-day
feeding rodent model suggests that WPH-based supple-
ments are safe to consume for one month in rats and
may confer satiating effects which reduced total food in-
take, albeit the relatively short-term feeding study did
not unveil significant alterations in total fat mass be-
tween the administered dosages. In this regard, longer-
term human studies might be performed in order to
examine the potential weight regulatory effects that
WPH-based products (i.e., meal-replacement shakes)
may exhibit on overweight and obese populations.

Competing interest
The authors declare no competing interests.
Acknowledgements
This study was funded in full by Scivation, Inc. The authors disclose no
financial consulting benefits from Scivation, Inc. or any other companies.
Serum leucine analysis was conducted at the Washington University
Biomedical Mass Spectrometry Research Resource (supported by NIH Grants
RR000954, DK020579 & DK056341). We graciously acknowledge the reviewers
for their constructive comments. We also graciously acknowledge Charles
Wiedmeyer at RADIL for his analyses of serum and blood samples as well as
Dr. Chris Lockwood, Dr. Kevin Yarasheski, Joe Company, Jacob Brown, Leigh
Gilpin and Dr. Robert Backus for their intellectual insight during the
completion of experiments.

Author details
1Department of Biomedical Sciences, College of Veterinary Medicine,
University of Missouri, Columbia, MO, USA. 2Research Animal Diagnostics
Laboratory (RADIL), Columbia, MO, USA. 3NIH/NCRR Mass Spectrometry
Resource, Washington University, St. Louis, MO, USA. 4School of Medicine,
Division of Endocrinology, Metabolism, Lipid Research, Washington
University, St. Louis, MO, USA. 5Dalton Cardiovascular Research Center,
University of Missouri, Columbia, MO, USA. 6Department of Medical
Pharmacology and Physiology, School of Medicine, University of Missouri,
Columbia, MO, USA. 7Department of Nutrition and Exercise Physiology,
College of Environmental Health Sciences, University of Missouri, Columbia,
MO, USA.

Authors’ contributions
RGT assisted with: 1) data collection; 2) data analysis; 3) statistical analysis;
4) preparing manuscript. TEC assisted with: 1) intellectual contribution
throughout experiments; 2) manuscript preparation. SRH Performed
histological examination of kidney and liver tissues and provided intellectual
contribution throughout experiments. JRC performed leucine analysis. FWB
assisted in: 1) study design; 2) intellectual contribution throughout
experiments; 3) manuscript preparation. MDR procured grant funding;
assisted in: 1) study design; 2) data collection and analysis; 3) preparing
manuscript. All authors read and approved the final manuscript.

Received: 10 April 2012 Accepted: 6 June 2012
Published: 6 June 2012

References
1. Denham BE: Dietary supplements–regulatory issues and implications for

public health. JAMA 2011, 306:428–9.
2. Phillips SM, Tang JE, Moore DR: The role of milk- and soy-based protein in

support of muscle protein synthesis and muscle protein accretion in
young and elderly persons. J Am Coll Nutr 2009, 28:343–54.

3. Tang JE, Moore DR, Kujbida GW, et al: Ingestion of whey hydrolysate,
casein, or soy protein isolate: Effects on mixed muscle protein synthesis
at rest and following resistance exercise in young men. J Appl Physiol
2009, 107:987–92.

4. Tipton KD, Elliott TA, Cree MG, et al: Ingestion of casein and whey proteins
result in muscle anabolism after resistance exercise. Med Sci Sports Exerc
2004, 36:2073–81.

5. Hulmi JJ, Lockwood CM, Stout JR: Effect of protein/essential amino acids
and resistance training on skeletal muscle hypertrophy: A case for whey
protein. Nutr Metab (Lond) 2010, 7:51.

6. Power O, Hallihan A, Jakeman P: Human insulinotropic response to oral
ingestion of native and hydrolysed whey protein. Amino Acids 2009,
37:333–9.

7. Calbet JA, Holst JJ: Gastric emptying, gastric secretion and
enterogastrone response after administration of milk proteins or their
peptide hydrolysates in humans. Eur J Nutr 2004, 43:127–39.

8. Lockwood CM: Effect of whey protein quality on physiological response
to chronic resistance exercise in trained men: A double-blind, placebo-
controlled, randomized trial Proquest Dissertations and Theses 2010.
2010, http://gradworks.umi.com/34/12/3412326.html.

9. Knight EL, Stampfer MJ, Hankinson SE, et al: The impact of protein intake
on renal function decline in women with normal renal function or mild
renal insufficiency. Ann Intern Med 2003, 138:460–7.

10. Li Z, Treyzon L, Chen S, et al: Protein-enriched meal replacements do not
adversely affect liver, kidney or bone density: An outpatient randomized
controlled trial. Nutr J 2010, 9:72.



Toedebusch et al. Journal of the International Society of Sports Nutrition 2012, 9:24 Page 10 of 10
http://www.jissn.com/content/9/1/24
11. Lowery LM, Devia L: Dietary protein safety and resistance exercise: What
do we really know? J Int Soc Sports Nutr 2009, 6:3.

12. Reagan-Shaw S, Nihal M, Ahmad N: Dose translation from animal to
human studies revisited. FASEB J 2008, 22:659–61.

13. Guyton AC, Hall JE: Textbook of medical physiology. Philadelphia: W.B.
Saunders Company; 2000.

14. Phillips SM: The science of muscle hypertrophy: Making dietary protein
count. Proc Nutr Soc 2011, 70:100–3.

15. Kimball SR, Jefferson LS: Regulation of global and specific mrna
translation by oral administration of branched-chain amino acids.
Biochem Biophys Res Commun 2004, 313:423–7.

16. Kimball SR, Jefferson LS: Control of translation initiation through
integration of signals generated by hormones, nutrients, and exercise.
J Biol Chem 2010, 285:29027–32.

17. Jefferson LS, Kimball SR: Translational control of protein synthesis:
Implications for understanding changes in skeletal muscle mass. Int J
Sport Nutr Exerc Metab 2001, 11(Suppl):S143–9.

18. Roberts MD, Dalbo VJ, Hassell SE, et al: Effects of preexercise feeding on
markers of satellite cell activation. Med Sci Sports Exerc 2010, 42:1861–9.

19. Nilsson M, Stenberg M, Frid AH, et al: 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,
80:1246–53.

20. Leenders M, van Loon LJ: Leucine as a pharmaconutrient to prevent and
treat sarcopenia and type 2 diabetes. Nutr Rev 2011, 69:675–89.

21. Morifuji M, Koga J, Kawanaka K, et al: Branched-chain amino acid-
containing dipeptides, identified from whey protein hydrolysates,
stimulate glucose uptake rate in l6 myotubes and isolated skeletal
muscles. J Nutr Sci Vitaminol (Tokyo) 2009, 55:81–6.

22. Norton LE, Layman DK, Bunpo P, et al: The leucine content of a complete
meal directs peak activation but not duration of skeletal muscle protein
synthesis and mammalian target of rapamycin signaling in rats. J Nutr
2009, 139:1103–9.

23. Poole CN, Roberts MD, Dalbo VJ, et al: The combined effects of exercise
and ingestion of a meal replacement in conjunction with a weight loss
supplement on body composition and fitness parameters in college-
aged men and women. J Strength Cond Res 2011, 25:51–60.

24. Roberts MD, Iosia M, Kerksick CM, et al: Effects of arachidonic acid
supplementation on training adaptations in resistance-trained males. J Int
Soc Sports Nutr 2007, 4:21.

25. Whitt KN, Ward SC, Deniz K, et al: Cholestatic liver injury associated with
whey protein and creatine supplements. Semin Liver Dis 2008, 28:226–31.

26. Paddon-Jones D, Short KR, Campbell WW, et al: Role of dietary protein in
the sarcopenia of aging. Am J Clin Nutr 2008, 87:1562S–1566S.

27. Oryan A, Eftekhari MH, Ershad M, et al: Hepatoprotective effects of
whey protein isolate against acute liver toxicity induced by
dimethylnitrosamine in rat. Comparative Clinical Pathology 2011,
20:251–257.

28. Kim SH, Hyun SH, Choung SY: Antioxidative effects of cinnamomi cassiae
and rhodiola rosea extracts in liver of diabetic mice. Biofactors 2006,
26:209–19.

29. Dalbo VJ, Roberts MD, Stout JR, et al: Putting to rest the myth of creatine
supplementation leading to muscle cramps and dehydration. Br J Sports
Med 2008, 42:567–73.

30. Belobrajdic DP, McIntosh GH, Owens JA: A high-whey-protein diet reduces
body weight gain and alters insulin sensitivity relative to red meat in
wistar rats. J Nutr 2004, 134:1454–8.

31. Pichon L, Potier M, Tome D, et al: High-protein diets containing different
milk protein fractions differently influence energy intake and adiposity
in the rat. Br J Nutr 2008, 99:739–48.

32. Anthony TG, McDaniel BJ, Knoll P, et al: Feeding meals containing soy or
whey protein after exercise stimulates protein synthesis and translation
initiation in the skeletal muscle of male rats. J Nutr 2007, 137:357–62.

33. Inkielewicz-Stepniak I, Czarnowski W: Oxidative stress parameters in rats
exposed to fluoride and caffeine. Food Chem Toxicol 2010, 48:1607–11.

34. Inkielewicz-Stepniak I: Impact of fluoxetine on liver damage in rats.
Pharmacol Rep 2011, 63:441–7.

35. Newman JE, Hargreaves M, Garnham A, et al: Effect of creatine ingestion
on glucose tolerance and insulin sensitivity in men. Med Sci Sports Exerc
2003, 35:69–74.
36. Hickner RC, Tanner CJ, Evans CA, et al: L-citrulline reduces time to
exhaustion and insulin response to a graded exercise test. Med Sci Sports
Exerc 2006, 38:660–6.

37. Afkhami-Ardekani M, Shojaoddiny-Ardekani A: Effect of vitamin c on blood
glucose, serum lipids & serum insulin in type 2 diabetes patients. Indian
J Med Res 2007, 126:471–4.

38. Liu Z, Jeppesen PB, Gregersen S, et al: Dose- and glucose-dependent
effects of amino acids on insulin secretion from isolated mouse islets
and clonal ins-1e beta-cells. Rev Diabet Stud 2008, 5:232–44.

39. Urista CM, Fernandez RA, Rodriguez FR, et al: Review: Production and
functionality of active peptides from milk. Food Sci Technol Int 2011,
17:293–317.

doi:10.1186/1550-2783-9-24
Cite this article as: Toedebusch et al.: Postprandial leucine and insulin
responses and toxicological effects of a novel whey protein
hydrolysate-based supplement in rats. Journal of the International Society
of Sports Nutrition 2012 9:24.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• 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


	Abstract
	Introduction
	Materials and Methods
	Animals and experimental protocols
	Nutritional supplement information
	Circulating post-prandial insulin- and leucine-response profile of WPI versus the WPH-based supplement
	Toxicology assessment of chronic WPH supplementation
	Statistics

	Results
	Post prandial serum leucine and insulin differences between WPI and WPH
	Body composition and food intakes following 30 days of feeding with different doses of the WPH-based supplement

	link_Fig1
	link_Fig2
	Liver and kidney histopathology and serum clinical chemistry profiles

	Discussion
	link_Fig3
	link_Tab1
	link_Tab2
	Conclusions
	Competing interest
	Acknowledgements
	Author details
	Authors&rsquo; contributions
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31
	link_CR32
	link_CR33
	link_CR34
	link_CR35
	link_CR36
	link_CR37
	link_CR38
	link_CR39


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


