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Protein undernutrition affects inter alia blood parameters and Received 12 December 2017

immune system. These negative effects may be improved by the Accepted 7 February 2018

addition of vitamin B6 to the diet. Here, we evaluated the effect

of vitamin B6 supplementation and physical exercise in rats fed a Rats: f . .
- r . L . . . ats; protein deficiency diet;

protein-deficient diet. Rats were divided into six groups: exercised vitamin B6; exercise; blood

or unexercised — control, protein deficient, protein deficient with parameters

vitamin B6 supplementation. Sixty days of protein malnutrition

caused significant changes in the rat body weight, haematological

parameters (mainly red blood cells parameters), immunological

parameters (NK and NKT cells) and biochemical parameters (total

protein and albumin concentration and activity of AST). The rat

exercise did not intensify the negative effects of protein

malnutrition. The vitamin B6 supplementation in protein-deficient

groups significantly improved body weight and red blood cell

parameters. These results indicate that vitamin B6 should be

considered as a valuable supplement for individuals suffering

from protein malnutrition.

KEYWORDS

Introduction

According to the definition by the World Health Organization (2017), the malnutrition
includes deficiencies, excesses or imbalances in the intake of energy and/or nutrients.
The malnutrition is divided into two main groups: overnutrition (which causes obesity)
and undernutrition (which causes kwashiorkor). The term “malnutrition” is also often
used in scientific and everyday language as the undernutrition caused by calories, protein
or micronutrients’ deficiency (Bharadwaj et al., 2016), and this is how we define “malnu-
trition” in this study. Malnutrition is currently one of the biggest problems in developing
countries where over 850 million people are undernourished. The better understanding
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of the effects of malnutrition may help to extenuate negative consequences of poor and
unbalanced diet (Odermatt, 2011) and will be helpful in choosing controlled and limited
nutrition for treatments of various disorders, such as metabolic disorder or cancer.

One such nutrition-deficient diets is the protein-deficient diet. This diet may be suc-
cessfully used in patients suffering from kidney failure, such as chronic renal failure or
liver failure such as hepatic encephalopathy (Ambiihl, 2011). It had been reported that
the low-protein diet improves the quality of life of patients suffering from these diseases
and slows down the progression of diseases (Merli & Riggio, 2009). However, the long-
term malnutrition caused negative health effects, such a reduced body weight, reduced
cell number in tissues and organs, modified fatty acids’ content and affected selected
blood parameters, especially in young, growing subjects (Lewicka et al.,, 2017; Prestes-
Carneiro et al., 2006). In addition, the long-term physical activity may increase negative
consequences of the protein-deficient diet (Fontana, Klein, & Holloszy, 2006).

One of the factors which could diminish negative effects of protein malnutrition is
vitamin B6. It is well known that vitamin B6 (pyridoxamine) is involved in protein metab-
olism. Vitamin B6 is a coenzyme of several amino decarboxylases (e.g. aromatic acid, glu-
tamate, histidine) and transaminases (e.g. GABA transaminase, kynurenine
aminotransferase, branched chain amino acid 2-oxoglutarate aminotransferase)
(Clayton, 2006). As a coenzyme of phosphorylases, vitamin B6 affects glycogenesis and
glycogenolysis in the muscles. Pyridoxamine reduces glycation of proteins and therefore
is beneficial in preventing the adverse effects of poor glycemic control in diabetes
(Onorato, Jenkins, Thorpe, & Baynes, 2000). It also plays an important role in immune
cell function and blood-forming processes (Cheng, Chang, Lee, Lin, & Huang, 2006).

We previously described that B6 supplementation exhibited a protective effect in
growing rats fed for a short period of time (30 days) with the protein-deficient diet
(Lewicka et al., 2012). Vitamin B6 improved body weight and food intake and selected
morphological parameters in rat blood. Therefore, in the present work, we decided to
extend the time of the experiment and evaluate the effect of long-term feeding (for 60
days) with the protein-deficient diet supplemented with vitamin B6 on the selected par-
ameters of rat blood in conjunction with physical exercise. The haematological, immuno-
logical and biochemical parameters of the blood were examined.

Materials and methods
Animals

The experiment lasted 60 days. The study was performed on 70 male Wistar rats, with an
initial body weight of 127 + 7 g. The experimental protocol was approved by the IV Local
Ethic Committee for Animals Studies in Warsaw. Animals were kept in metal cages (5 rats
per cage) in an air-conditioned room in standard conditions (12-hour light cycle, temp-
erature 23°C). Animals were fed ad libitum with a semisynthetic isocaloric diet (energy
value 350 kcal/100 g) for 60 days. Rats were divided into six groups: control (I, 10 rats),
control + exercise (II, 10 rats), protein deficient (III, 10 rats), protein deficient + exercise
(IV, 10 rats), protein deficient with B6 supplementation (V, 15 rats) and protein deficient
with B6 supplementation + exercise (VI, 15 rats). Exercise groups were subjected to phys-
ical exercise 5 days a week. Exercise consisted of 1-hour running on a treadmill belt at a
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speed of 20 m/min. Body weight of rats and food intake were examined two or three times
a week. Blood samples (about 500 pL) were collected from the tail after 60 days of
experiment.

Diets

We used three types of diet: (1) control diet — containing 20% energy from proteins, (2)
experimental diet — containing 4.5% energy from protein and (3) experimental diet con-
taining 4.5% of energy from proteins, supplemented with vitamin B6 (300% of the norm).
In the control diet, 20% of energy derived from the protein, 65% from the carbohydrates
and 15% from the fat, of which approximately 2% were the essential fatty acids (EFAs). To
prevent a difference in calorie content between groups, the remaining energy was derived
from the carbohydrates. Our experimental diet had 4.5% of energy derived from proteins,
80.5% from carbohydrates and 15% from the fat, of which approximately 2% were the
EFAs. Diets were supplemented with mineral salts and vitamins, in accordance with the
guidelines for the rat (National Research Council (US) Subcommittee on Laboratory
Animal Nutrition and Nutritional Requirements of Laboratory Animals, 1951). The com-
ponents of the diets are shown in Table 1.

Blood samples

Blood samples were collected into tubes containing 0.05% EDTA in PBS (haematological
or immunological analysis) or “on clot” to obtain serum (biochemical analysis). After 1 h
clotting at room temperature, serum was separated by centrifugation at 2000 x g for 20
min and stored at —70°C until further analysis.

Haematological analysis

A haematological analysis was performed in a haematological analyzer (Exigo Boule
Medical AB, Stockholm, Sweden) according to the manufacturer’s protocol. We evaluated

Table 1. Diet composition.

20% energy from protein 4.5% energy from protein
Diet component g/100 g g/100 g
Sunflower oil 0.41 0.55
Lard 5.45 5.31
Casein 18.97 4.56
Egg powder 1.61 0.20
Wheat flour 19.43 19.43
Wheat starch 30.00 30.00
Potato starch 9.14 11.36
Sugar 10.00 23.59
Mineral mix® 4.00 4.00
Vitamin mix® 1.00 1.00

4100 g mineral mixture contains: 32.2 g KHPO,, 30 g CaCOs, 16.7 g NaCl, 10.2 g MgSO,,
7.5 g CaHPO,, 2.75 g FeCsP505, 0.51 g MnS0O,, 0.08 g KJ, 0.03g CuSQO,, 0.025 g ZnCl,,
0.005 g CoCl,.

®100 g vitamin mixture (in potato starch) contains: 545001U vit. D3, 0.1 g vit. K, 0.003 g vit.
B12, 1 g choline chloride, 0.101 g folic acid, 0.003 g biotin, 1.0 g inositol, 1.0 g PABA,
1250001V vit. A, 0.15 g vit. B6%, 0.25 g vit.E, 0.5 g vit. B1, 2.5 g vit. C, 0.5 g vit. PP,
0.25 g vit. B2, 2.5 g calcium panthotenate. *B6 supplemented diet -0.45 g B6/100 g
vitamin mixture.
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the following parameters: WBC (white blood cells), RBC (red blood cells), HGB (hemo-
globin), HCT (haematocrit), MCV (mean corpuscular volume), MCH (mean corpuscular
hemoglobin), MCHC (mean corpuscular hemoglobin concentration) and PLT (platelets).
Results are presented as the mean with + standard error.

Flow cytometry analysis

Phenotyping of T lymphocyte populations was performed by direct immunofluorescence
staining. Rat T/B/NK Cell Antibody Cocktail containing: anti-Rat CD3 APC, anti-Rat
CD45RA FITC, anti-Rat CD161 PE (first vial) and anti-Rat CD3 APC, anti-Rat CD8a
FIT, anti-Rat CD4 PE were purchased from Becton Dickinson, Poland. The immuno-
fluorescence staining was performed as described previously (Lewicki et al., 2014). Cyto-
metric analysis was performed using FACS Calibur Flow Cytometer equipped with
CellQuest Software (BD Biosciences). First, the WBC populations were identified by
morphological parameters (FSC/SSC). Subsequently, the lymphocytes gate (R1) was
chosen and the lymphocytes subpopulations within R1 gate were analysed. Additional
phenotypic determination of WBC population (lymphocytes, monocytes, neutrophils,
eosinophils) was made using FSC/SSC parameters. Results are presented as % of total
WBC count.

Biochemical analysis

Blood samples were collected on “clot” and subsequently centrifuged at 2000 x g for 20
min. at 4°C. Supernatants were frozen at —80°C until further analysis. The concentration
of alanine aminotransferase (ALT), aspartate aminotransferase (AST), total protein and
albumin in the serum were evaluated using diagnostic test (Pointe Scientific). Absorbance
of each sample was measured using FLUOstar Omega (BMG Labtech). All serum samples
were tested in duplicates. Aminotransferases activities are presented in UI/L, total protein
concentration in g/L and albumin concentration in g/L (Pointe Scientific) + SEM.

Statistical analysis

Results are presented as means + SEM. Statistical evaluation of the results was performed
with one-way ANOVA and Bartlett’s test for equal variances, and the significance of
differences between the groups was verified with a Bonferroni Multiple Comparison
Post Test (Graph Pad Prism). The p-value < .05 was considered as significant.

Results
Body weight and diet consumption

The average food consumption and the final body weight of rats fed experimental diets
(I-VI) measured at the 60th day of experiment are shown in Table 2.

The average body weight of rats fed control diet (20% of protein, group I) at 60th day of
experiment was 503.7 g. There was no statistical difference between the body weight of this
group, and the weight of control exercised group (20% of protein + exercise, group II).
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Table 2. The effect of protein-deficient diet unsupplemented or supplemented with B6 on average
consumption and body weight of rats at the 60 day of experiment in exercised or unexercised rats.

4.5% of 4.5% of 4.5% of protein
20% of 20% of protein 4.5% of protein + protein + vit. + training + vit.
protein (1) + training (Il) protein (Ill) training B6 (V) B6 (VI)
Body weight 503.7 +16.1° 502.0 +31.9° 199.2 +7.9° 219.6 +9.5° 294 +10.6° 2683 +7.3°
(@)
Daily 254+0.7° 264+ 0.4° 17.6 £ 1.0° 21.0+03° 216+13° 223+08°
consumption
(9
n n-10 n-10 n-10 n-10 n-15 n-15

Notes: Rats were fed for 60 days with: control diet (20% energy from protein, group | and Il), low-protein diet (4.5% energy
from protein, group lll and IV) or low-protein diet (4.5% energy from protein) additionally supplemented with 300% of B6
group (V and VI). a,b,c: differences level between groups, p < .05.

Protein-deficient diet caused a significant reduction in body mass of rats. There was about
2.6 times decrease in the weight of rats from group IIT at the 60th day of experiment in
comparison to the control group (I). We did not observe a significant difference
between exercised and unexercised rats fed protein-deficient diet (group IV and III),
however, exercised rats exhibited a slight increase in weight (about 10% at 60th day of
experiment). Vitamin B6 addition to the diet resulted in a significant increase of the
body mass of rats from the malnourished groups. These rats weighted about 40% more
at the 60th day of experiment. Similar to the control diet, exercise did not significantly
affect the weight of rats fed a protein-deficient diet supplemented with vitamin Bé.

The highest value of the food consumption in both exercised and unexercised control
groups was 26.4 and 25.4 g/rat/day, respectively. Rats fed protein-deficient diets (III-VI
group) consumed on average approximately 75% (~21 g/rat/day) at 60th day of what
the control group consumed. The lowest consumption value was noted for group III
(unexercised, protein malnourished rats) - 17.6 (g/rat/day).

Haematological analysis

Results of blood haematological analysis of rats fed with control (I, II), protein-deficient
diet (ITI-IV) and protein-deficient diet supplemented with vitamin B6 (V-VI) are pre-
sented in Table 3.

Table 3. The effect of protein-deficient diet unsupplemented or supplemented with B6 on
haematological parameters at 60" day of experiment in exercised or unexercised rats.

20% of 4.5% of 4.5% of 4.5% of protein
Haematological 20% of protein + 4.5% of protein + protein+B6  + B6 + exercise
parameters protein (1) exercise (Il) protein (Ill) exercise (IV) V) (V1)
RBC (10%/L) 89+02° 84+0.2° 90+0.2° 85+0.2° 96+0.1° 98+0.1°
HGB (g/dL) 13.2+£3.3° 128 +1.6° 121+19° 11.7+3.7° 133+24° 13.2+£25°
HCT (%) 378+1.1° 37.1+08° 36.6 +1.0° 352+15° 399+0.7%° 39.2+0.8°
MCV (fL) 426+06®  445+0.7 40.8 +0.6° 412+07%® 419+0.7%® 40.0 £0.7°
MCH (pg) 15.1+04° 153+0.3° 135+04° 13.6+0.1° 13.7+0.2° 135+0.2°
MCHC (g/L) 350+ 10.9° 348 +6.8° 332+5.8° 333+ 5,0° 333+ 6.6° 337 +4.0°
PLT (10%/uL) 875+ 39.7° 941 +53.4° 861+ 94.4° 762 + 68.9° 943 + 25.1° 840 + 31.0°

n-10 n-10 n-10 n-10 n-15 n-15

Notes: Rats were fed for 60 days with: control diet (20% energy from protein, group | and Il), low-protein diet (4.5% energy
from protein, group Ill and IV) or low-protein diet (4.5% energy from protein) additionally supplemented with 300% of B6
group (V and VI). a,b: differences level between groups, p < .05.
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For all tested haematological parameters, there was no significant difference between
exercised and unexercised rats fed with control, protein deficient or protein-deficient
diet with vitamin B6. Protein deficiency diet did not affect red blood cells (RBC) and plate-
lets’ number in the blood. There was a significant increase in RBC in both (exercised and
unexercised rats) protein-deficient groups supplemented with vitamin B6 (p <.05).
Hemoglobin level in protein-deficient rats was significantly lower, approximately 15%
in unexercised, and 10% in exercised (p<.05) rats. Vitamin B6 supplementation
reduced the negative impact of protein deficiency on the hemoglobin concentration and
haematocrit in the blood. Low-protein diet slightly decreased, and vitamin B6 addition
slightly increased HCT level; however, the difference was not significant. Generally, rats
fed control diet (both exercised and unexercised) had a higher level of MCV, MCH and
MCHC in comparison to rats fed protein-deficient diets (groups III-VI). However, signifi-
cant changes were noticed only in MCH (between I, II group and III-VI group; p <.05)
and MCV level (between I and VI, p <.05).

Cytometric analysis

Results of WBC analysis in rats fed control (I, II), protein-deficient diets (III-IV) and
protein-deficient diets supplemented with vitamin B6 (V-VI) are presented in Table 4.

Mean WBC cell number in blood of rats fed control diet (20% of protein) amounted to
9.8 x 10°/uL in unexercised and 10.7 x 10°/uL in exercised rats. There was a significant
increase in WBC in groups of exercised rats fed protein-deficient diet (IV, mean 16.6 x
10%/ uL, p <.05) in compression to the other groups (I, II, III, V, VI). There was no differ-
ence in the percentage of lymphocytes, neutrophils, eosinophils and monocytes; however,
the low-protein diet (III-VI) caused a slight decrease in average percentage of lymphocytes
and an increase of percentage of neutrophils. Vitamin B6 supplementation did not affect
immunological parameters.

The phenotyping of lymphocytes from rats fed control (I, II) and experiment diets
(III-VI) are presented in Table 5.

The analysis of lymphocytes populations revealed some significant differences between
tested groups. Rats fed low-protein diet and additionally exercised had decreased percen-
tage of CD8" T cells in comparison to both exercised and unexercised control group.

Table 4. The effect of protein-deficient diet unsupplemented or supplemented with vitamin B6 on
white blood cells (WBC) at 60" day of experiment in exercised and unexercised rats.

4.5% of
WBC 20% of 20% of protein 4.5% of 4.5% of protein  protein+B6  4.5% of protein +
parameters protein (1) + exercise (Il) protein (Ill) + exercise (IV) V) B6 + exercise (VI)
WBC (10%/pl) 9.8+0.7 10.7 £0.6 9.5+05 16.6 £ 1.0* 124+£1.2 11.5+£09
Lymphocytes 67.9+28 71.5+1.9 62.4+3.6 589+4.0 624+29 60.7 +2.6
(%)
Neutrophils 242+24 19.9+4.1 309+3.7 349+35 28.5+25 30.1+26
(%)
Eosinophils (%) 2.6 +0.2 25+0.7 26+04 1.5+£0.2 1.6+£0.2 1.5+£0.2
Monocytes (%) 52+08 6.1+1.0 41+05 47+09 7510 7710
n-10 n-10 n-10 n-10 n-15 n-15

Note: Rats were fed for 60 days with: control diet (20% energy from protein, group | and Il), low-protein diet (4.5% energy
from protein, group Ill and IV) or low-protein diet (4.5% energy from protein) supplemented with 300% of B6 (group V
and VI). *Significant differences (p <.001).
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Table 5. The effect of protein-deficient diet unsupplemented or supplemented with vitamin B6 on the
percentage of lymphocytes populations at 60" day of experiment in exercised and unexercised rats.

20% of 4.5% of 4.5% of 4.5% of protein
Lymphocyte 20% of protein + 4.5% of protein + protein+B6  + B6 + exercise
populations protein (1) exercise (Il) protein (Ill) exercise (IV) V) V1)
Lymphocytes T (CD3*)  58.0+3.6°  497+32°  557+38  473+13° 50.2 +2.6° 457 +4.1°
(%)
Lymphocytes B 244+15  254+19°  224+24° 268+ 14° 228+1.6° 25.0+1.2°
(CD45RA™) (%)
Lymph T (CD4") (%) 36.8+23°  37.6+26°  420+3.3° 384+13° 417+16° 36.9+1.9%
Lymph T (CD8") (%) 142+07°  13.8+05° 127+ 104 +04° 132+0.8%® 115+ 0.5%
1.0°
CD4/CD8 ratio 26 +0.3° 27 £02° 33+03%® 3.7 +0.3° 32+03%® 32+02%
NK (CD161CD37) (%) 9.4+ 0.8 76+0.8% 48+03° 6.7 £0.6%° 56+0.6° 70+ 1.0%
NKT (CD161*CD3") (%) 3.9+0.4° 3.1+03° 14+02° 14+0.1° 1.9+03° 17+0.1°
n-10 n-10 n-10 n-10 n-15 n-15

Notes: Rats were fed for 60 days with: control diet (20% energy from protein, group | and Il), low-protein diet (4.5% energy
from protein, group lIl and IV) or low-protein diet (4.5% energy from protein) supplemented with 300% of B6, (group V
and VI). a,b: differences level between groups, p < .05.

Similar results were observed in a CD4/CDS8 ratio (p <.05). Protein malnutrition resulted
in a decrease in NK percentage (regardless of vitamin B6 supplementation) in comparison
to control group, but only in unexercised groups (IIT and V). Interestingly the NK percen-
tage in exercised rats (irrespective of the type of diet) showed no differences. Protein
deficiency also caused an abnormal percentage of NKT cells. A significant decrease of
NKT percentage in rats fed with all experimental diets was observed in comparison to
the control group (p <.001); however, the higher differences in the percentage of these
cells were found in groups without vitamin B6 supplementation. There was no significant
difference in the average percentage of T and B cells in all exercised groups (II, IV and VI).
Interestingly, we noticed some similar trends in all exercised groups: the decrease of the
percentage of T cells and increase of the percentage of B cells.

Biochemical analysis

Results of aminotransferases activity (ALT, AST, UI/L), total protein and albumin concen-
tration (g/L) in the serum of rats fed control (I, II), protein deficiency diet (III, IV) and
protein deficiency diet supplemented with vitamin B6 are presented in Table 6.

The average activity of ALT did not differ between studied groups (I-VI), while
the AST activity revealed some changes. Unexercised rats fed control diet (I) exhibited
the lowest AST activity in comparison to other tested groups. Exercise caused an increase
of AST activity in all studied groups (II, IV, VI; p < .001) when compared to the control (I).
Unexercised rats fed low-protein diet had an elevated AST activity (100.9 IU/L, p <.05)
and the vitamin B6 addition insignificantly reduced AST activity (85.1 IU/L).

The total protein and albumin concentration in serum, between exercised and unexer-
cised group fed the same diet type was similar. Low-protein diet intake resulted in the
decrease in total protein concentration in serum. The vitamin B6 supplementation signifi-
cantly improved this parameter especially in the exercised group (III versus VI, p <.01).
Albumin concentration was less variable than total protein concentration. There was a sig-
nificant reduction of albumins (p <.05) only in the group IV and V when compared to the
control groups (I, II).
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Table 6. The effect of protein-deficient diet unsupplemented or supplemented with vitamin B6 on
serum aminotransferases activity, total protein and albumin concentration at 60™ day of experiment
in exercised or unexercised rats.

20% of 4.5% of 4.5% of 4.5% of
20% of protein + 4.5% of protein + protein+B6  protein + B6 +
protein (1) exercise (I1) protein (Ill) exercise (IV) V) exercise (VI)
Alanine 173+2.3° 175+2.12 184+22° 24.1+34° 19.1 £2.72 18.7 £ 2.52
aminotransferase
(UL
Aspartate 69.0+35%  1042+82°  100.9+2.0° 992+13  851+43° 90.3+23"
aminotransferase
(UL
Total protein (g/L) 81.1+23° 814+22° 56.3+2.7° 49.1 +24° 59.1 + 145 64.1+£1.2°
Albumine 384+2.1° 39.5+1.9° 329412 305+13P 31.7+£13° 352+1.1%
concentration (g/
L)
n-10 n-10 n-10 n-10 n-15 n-15

Notes: Rats were fed for 60 days with: control diet (20% energy from protein, group | and Il), low-protein diet (4.5% energy
from protein, group Il and IV) or low-protein diet (4.5% energy from protein) a supplemented with 300% of B6 (group V
and V). a,b,c: differences level between groups, p < .05.

Discussion

We examined the effect of protein deficiency diet (4.5% of protein) on selected biochemi-
cal, haematological and immunological blood parameters in rats subjected or not sub-
jected to the physical exercise. The negative influence of protein malnutrition on blood
parameters (mainly biochemical and haematological) is basically well known (Aratjo,
Sant’Ana, Molinari, & Miranda Neto, 2005); however, in our study, we additionally eval-
uated the effect of vitamin B6 supplementation (300% of norm) as a potential factor to
reduce adverse effect of protein-deficient diet.

The body weight and food consumption of rats fed for 60 days with protein-deficient
diet were significantly decreased in comparison to the control rats. These results are in
alignment with other studies showing that protein malnutrition reduces body mass in
both humans and animals (Bray et al., 2012; Lewicki et al., 2014). The addition of
vitamin B6 (300% of norm) inhibits the negative influence of protein malnutrition.
These data are consistent with our previously published study (Lewicka et al., 2012).
Rodriguez-Rodriguez et al. (2008) showed that vitamin B6 lessens the negative effect of
hypocaloric diet and helps maintaining fat-free mass in overweight/obese women. A
similar correlation was observed by Debski, Bertrandt, Klos, and Gralak (2007). They
showed that in rats fed with protein-restricted diet (9% of protein), the addition of
vitamin B6 decreased body weight. In contrast, a study of Debski, Bertrandt, Klos, and
Gralak (2006) showed that vitamin B6 enrichment of low-protein diet (4.5% of protein)
did not affect significantly body weight and food consumption in rats. Taking together,
we believe that the vitamin B6 supplementation may have an opposite effect on the
body weight depending on the organism health status: in severe protein malnutrition
may increase body weight, and in normal nutrition, or less severe malnutrition may
decrease body weight.

It is well known that protein malnutrition affects several morphological parameters in
the blood. This was shown not only in mammals but also in birds and fish. In the research
conducted on rats, feeding protein-deficient diet (9.5% of protein) for 80 days significantly
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reduced hemoglobin, MCV and MCH concentration and increased MCHC level (Prestes-
Carneiro et al., 2006). Protein deprivation (from 24% to 13% of crude protein) caused the
decrease of RBC number and MCV level and increased the MCH and MCHC in finger-
lings of common carp (Cyprinus Carpio) (Al-Sraji & Nasir, 2013). Similarly, Mohamed,
Ali, Malik, and Yousif (2012) observed a reduction of MCV and MCH level in birds
fed lower protein content diet (21% in comparison to 23% of crude protein). In the
present study, protein malnutrition (4.5% of protein) had a negative impact on hemo-
globin, MCV and MCH parameters (all of them were lower). The results are consistent
with the work of other researchers and with our previous study (Lewicka et al., 2012). Pyr-
idoxine is involved in the proper functioning of the haematological system. Vitamin B6
deficiency significantly reduced MCV, hemoglobin and haematocrit in mice; however,
the addition of pyridoxine for 3 days increased HGB levels and HCT, MCV and MCH par-
ameters (Tangjarukij, Navasumrit, Zelikoff, & Ruchirawat, 2009). In our study, the
addition of vitamin B6 caused a significant increase in the number of red blood cells
and the percentage of haematocrit (in comparison to the control and to the protein-
deficient groups) and hemoglobin content (when compared to the protein-deficient
group). Therefore, in our opinion, the vitamin B6 supplementation could be used as a pro-
tective agent against negative effects of protein malnutrition diet on haematological
system.

The immune system protects organisms against a potential microbe threat. The WBC
(lymphocytes, granulocytes and monocytes) play a major role in the immune response.
Malnutrition is the primary factor of immunodeficiency worldwide and profoundly
alters cell-mediated immune responses in both human and experimental animals
(Katona & Katona-Apte, 2008), and affects different levels of immune response. It has
been shown that protein deficiency reduces IgA immune response in mouse and rat
models (McGee & McMurray, 1988; Sullivan, Vaerman, & Soo, 1993). Protein-energy
malnourished mice were more susceptible to influenza infection (Taylor et al., 2013),
and had decreased cytokine production (Iyer et al., 2012). The protein-deficient guinea
pigs had reduced bactericidal activities of the neutrophils (Sobrado et al., 1983). Results
obtained in the present work did not reveal any significant impact of low-protein diet
on white blood cell number, or on the percentage or distribution of leukocytes in periph-
eral blood of rats. There was also no effect on the percentage of B and T cells. Our results
are in agreement with Huang and Fraker (2003), who observed that consumption of a
moderately low-protein diet (about 6% of protein) does not alter haematopoietic processes
in young adult mice (both CD4+ and CD8+ cells).

NK cells exhibit cytotoxic properties and survey the body for aberrant expression of
MHC class I molecules and stress markers on the autologous cells (Vivier, Tomasello,
Baratin, Walzer, & Ugolini, 2008). NKT cells play mainly immunoregulatory role, but
they are also able to eliminate some pathogens through direct cytotoxity (Godfrey,
Stankovi, & Baxter, 2010). In the present work, we noticed a reduction of NK and
NKT percentage in rats fed with low-protein diet (4.5%). Similar trends were also
found in other studies (Lewicki et al., 2014; Li et al., 2004). The reduction of the per-
centage of NK and NKT cells in peripheral blood observed in our present study is not
a good prognosis for the protein malnutrition organisms. It has been demonstrated
that the decreased percentage of NK and NKT cells in the peripheral blood of patients
is associated with autoimmune diseases, such as multiple sclerosis, systemic lupus
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erythematosus, Sjogren’s syndrome, rheumatoid arthritis and psoriasis (Poggi &
Zocchi, 2014; Wu & Van Kaer, 2009). Moreover, a lower percentage of NK cells is
associated with a severe disease in patients with common variable immunodeficiency
(Ebbo et al., 2016).

The protein malnutrition reduces a content of most proteins in the body, including
enzymes and hormonal proteins (Wykes et al., 1996). Protein malnutrition in conjunc-
tion with a sufficient supply of energy from fat and carbohydrates results in a hepatic
steatosis, and in the advanced stages, in fibrosis (Benjamin, Kushwah, Sharma, &
Katiyar, 2006). We also showed that protein malnutrition diet caused a significant
decrease in serum total protein concentration (about 35%, p <.01). The vitamin B6 sup-
plementation did not affect total protein concentration in the serum. These results are in
agreement with other researchers’ results (Mezey, 1982). Interestingly, we observed a
slight, but not significant, increase of the total protein concentration in serum of the
exercised groups.

Albumin is a protein produced by the liver. Daily production of the protein provides
about 5% of total serum albumin. The major function of albumin is to carry/transfer
various minerals, hormones, enzymes and fatty acids in the organism (Garcia-Martinez
et al., 2013). Physicians frequently rely on albumin levels to assess a patient’s nutritional
status (Bharadwaj et al., 2016). In the present study, all protein-deficient groups exhibited
a significantly lower concentration of albumin in the serum. These results are in agreement
with Prenner et al. (2014), who found that in the cardiac transplant recipients, albumin
concentration is a better predictor of underlying malnutrition than the body mass
index and the subjective global assessment. Also Cross, Yi, Thomas, Garcia, and Della
Valle (2014) postulated that albumin concentration is a better prediction factor in the
evaluation of malnutrition in patients undergoing elective orthopaedic surgery. In con-
trast, Baron, Hudson, and Steele (2010) showed that serum albumin is not useful as a
marker for malnutrition in scleroderma paradigm and should not be considered to be a
useful marker in other chronic diseases. A lower concentration of albumin may be also
related to the damage of liver function (Lee, 2012). Therefore, in the present study, we
also examined markers of liver failure such as the activity of alanine and ASTs. These
enzymes are also involved in the metabolism of proteins in the organism. We observed
that unexercised protein-deficient groups of rats had a significantly higher activity of
AST than the control group. These results are disturbing and may indicate liver steatosis,
which was found in rats fed with a diet deficient in protein (5%) by van Zutphen et al.
(2016). The important finding is that the addition of vitamin B6 lessened this negative
effect. A high level of AST activity observed in all exercised group may be the result of
long-term gruelling exercise (Pettersson et al., 2008). What is promising is that the exercise
did not intensify the negative effects of protein depletion. In summary, all these results
suggest that in protein-deficient organisms, Vitamin B6 supplementation may act as a
liver protector.

Conclusions

Sixty days of protein malnutrition caused significant changes in the organism of rats.
These changes were not intensified by moderate but prolonged exercise. Moreover, the
exercise lessened some of the negative effects of malnutrition on the immune system.



732 (&) S.LEWICKIETAL.

Vitamin B6 supplementation exhibits protective role against body weight loss and negative
effects on the haematological system. These are promising results, and therefore, vitamin
B6 should be considered as a useful supplement for individuals suffering from protein
malnutrition.

Disclosure statement

No potential conflict of interest was reported by the authors.

ORCID

Stawomir Lewicki (2 http://orcid.org/0000-0002-0539-0680
Monika Lesniak (© http://orcid.org/0000-0003-0340-4054
Jerzy Bertrandt (© http://orcid.org/0000-0002-3611-5104
Bolestaw Kalicki (© http://orcid.org/0000-0003-1606-5100
Jacek Z. Kubiak ‘© http://orcid.org/0000-0003-2772-5127
Aneta Lewicka (2 http://orcid.org/0000-0002-9026-0759

References

Al-Sraji, A. Y. L., & Nasir, N. A. N. (2013). Effect of different dietary protein and fats on some bio-
chemical blood parameters in common carp fingerlings (Cyprinus Carpio L) reared in float cages.
Asian Journal of Experimental Biological Sciences, 4(2), 293-296.

Ambiihl, P. M. (2011). Protein intake in renal and hepatic disease. International Journal for Vitamin
and Nutrition Research, 81(2-3), 162-172.

Araujo, E. ]. A, Sant’Ana, D. M. G., Molinari, S. L., & Miranda Neto, M. H. (2005). Hematologic
and biochemical parameters of rats subjected to hypoproteic and hipercaloric diet. Arquivos de
Ciéncias Veterindrias e Zoologia da UNIPAR, 8(2), 139-146.

Baron, M., Hudson, M., & Steele, R. (2010). Canadian Scleroderma Research Group (CSRG). Is
serum albumin a marker of malnutrition in chronic disease? The scleroderma paradigm.
Journal of the American College of Nutrition, 29(2), 144-151.

Benjamin, N., Kushwah, A., Sharma, R. K., & Katiyar, A. K. (2006). Histopathological changes in
liver, kidney and muscles of pesticides exposed malnourished and diabetic rats. Indian Journal
of Experimental Biology, 44(3), 228-232.

Bharadwaj, S., Ginoya, S., Tandon, P., Gohel, T. D., Guirguis, J., Vallabh, H., ... Hanouneh, I.
(2016). Malnutrition: Laboratory markers vs nutritional assessment. Gastroenterology Report,
4(4), 272-280.

Bray, G. A., Smith, S. R, de Jonge, L., Xie, H., Rood, J., Martin, C. K,, ... Redman, L. M. (2012).
Effect of dietary protein content on weight gain, energy expenditure, and body composition
during overeating: A randomized controlled trial. The Journal of the American Medical
Association, 307(1), 47-55.

Cheng, C. H, Chang, S.J., Lee, B. ], Lin, K. L., & Huang, Y. C. (2006). Vitamin B6 supplementation
increases immune responses in critically ill patients. European Journal of Clinical Nutrition, 60
(10), 1207-1213.

Clayton, P. T. (2006). B6-responsive disorders: A model of vitamin dependency. Journal of
Inherited Metabolic Disease, 29(2-3), 317-326.

Cross, M. B., Yi, P. H., Thomas, C. F., Garcia, J., & Della Valle, C. J. (2014). Evaluation of malnu-
trition in orthopaedic surgery. Journal of the American Academy of Orthopaedic Surgeons, 22(3),
193-199.

Debski, B., Bertrandyt, J., Klos, A., & Gralak, M. (2006). Influence of folic acid, vitamin B2 and B6
supplementation on feed intake, body and organs weight, and liver fatty acids composition in rats
subjected to severe protein deprivation. Polish Journal of Veterinary Sciences, 9(3), 185-190.


http://orcid.org/0000-0002-0539-0680
http://orcid.org/0000-0003-0340-4054
http://orcid.org/0000-0002-3611-5104
http://orcid.org/0000-0003-1606-5100
http://orcid.org/0000-0003-2772-5127
http://orcid.org/0000-0002-9026-0759

FOOD AND AGRICULTURAL IMMUNOLOGY e 733

Debski, B., Bertrandst, ., Klos, A., & Gralak, M. (2007). The influence of folic acid, vitamins B(2) and
B(6) supplementation on feed intake, body and organs weight, and liver fatty acids composition
of rats subjected to 3 months moderate protein deprivation. Journal of Veterinary Medicine. A,
Physiology, Pathology, Clinical Medicine, 54(2), 57-61.

Ebbo, M., Gérard, L., Carpentier, S., Vély, E., Cypowyj, S., Farnarier, C., & Vivier, E. (2016). DEFI
study group. Low circulating natural killer cell counts are associated with severe disease in
patients with common variable immunodeficiency. EBioMedicine, 6, 222-230.

Fontana, L., Klein, S., & Holloszy, J. O. (2006). Long-term low-protein, low-calorie diet and endur-
ance exercise modulate metabolic factors associated with cancer risk. The American Journal of
Clinical Nutrition, 84(6), 1456-1462.

Garcia-Martinez, R., Caraceni, P., Bernardi, M., Gines, P., Arroyo, V., & Jalan, R. (2013). Albumin:
Pathophysiologic basis of its role in the treatment of cirrhosis and its complications. Hepatology,
58(5), 1836-1846.

Godfrey, D. I, Stankovi, C. S., & Baxter, A. G. (2010). Raising the NKT cell family. Nature
Immunology, 11(3), 197-206.

Huang, Z. L., & Fraker, P. ]. (2003). Chronic consumption of a moderately low protein diet does not
alter hematopoietic processes in young adult mice. Journal of Nutrition, 133(5), 1403-1408.
Iyer, S. S., Chatraw, J. H., Tan, W. G., Wherry, E. J., Becker, T. C., Ahmed, R., & Kapasi, Z. F. (2012).
Protein energy malnutrition impairs homeostatic proliferation of memory CD8T cells. The

Journal of Immunology, 188(1), 77-84.

Katona, P., & Katona-Apte, J. (2008). The interaction between nutrition and infection. Clinical
Infectious Diseases, 46(10), 1582-1588.

Lee, J. S. (2012). Albumin for end-stage liver disease. The Korean Journal of Internal Medicine, 27
(1), 13-19.

Lewicka, A., Lewicki, S., Klos, A., Debski, B., Kuryt, T., & Bertrandt, J. (2017). Influence of protein
deficient diet, vitamin B2 supplementation and physical training on serum composition of poly-
unsaturated fatty acids (PUFAs) in rats. Annals of Agricultural and Environmental Medicine, 24
(2), 185-189.

Lewicka, A., Lewicki, S., Zdanowski, R., Rutkowski, P., Turkowska, M., Klos, A., & Bertrandt, J.
(2012). The effect of vitamin B6 supplementation of protein deficiency diet on hematological
parameters in the blood of rats subjected/non subjected to physical exertion - a pilot study.
Central European Journal of Immunology, 3, 187-192.

Lewicki, S., Lewicka, A., Kalicki, B., Klos, A., Bertrandt, J., & Zdanowski, R. (2014). The influence of
vitamin B12 supplementation on the level of white blood cells and lymphocytes phenotype in rats
fed a low-protein diet. Central European Journal of Immunology, 4, 419-425.

Li, C, Bai, X,, Wang, S., Tomiyama-Miyaji, C., Nagura, T., Kawamura, T., & Abo, T. (2004).
Immunopotentiation of NKT cells by low-protein diet and the suppressive effect on tumor
metastasis. Cellular Immunology, 231(1-2), 96-102.

McGee, D. W., & McMurray, D. N. (1988). Protein malnutrition reduces the IgA immune
response to oral antigen by altering B-cell and suppressor T-cell functions. Immunology, 64
(4), 697-702.

Merli, M., & Riggio, O. (2009). Dietary and nutritional indications in hepatic encephalopathy.
Metabolic Brain Disease, 24(1), 211-221.

Mezey, E. (1982). Liver disease and protein needs. Annual Review of Nutrition, 2, 21-50.

Mohamed, E. A. A, Ali, O. H. A, Malik, H. E. E., & Yousif, I. A. (2012). Effect of season and dietary
protein level on some haematological parameters and blood biochemical compositions of three
broiler strains. International Journal of Poultry Science, 11(12), 787-793.

National Research Council (US) Subcommittee on Laboratory Animal Nutrition. (1951). Nutrient
requirements of laboratory animals: Fourth revised edition. Washington, DC: National
Academies Press (US); Nutrient Requirements of the Laboratory Rat. Retrieved from https://
www.ncbi.nlm.nih.gov/books/NBK231925

Odermatt, A. (2011). The western-style diet: A major risk factor for impaired kidney function and
chronic kidney disease. American Journal of Physiology-Renal Physiology, 301(5), F919-F931.


https://www.ncbi.nlm.nih.gov/books/NBK231925
https://www.ncbi.nlm.nih.gov/books/NBK231925

734 S. LEWICKI ET AL.

Onorato, J. M., Jenkins, A. J., Thorpe, S. R., & Baynes, J. W. (2000). Pyridoxamine, an inhibitor of
advanced glycation reactions, also inhibits advanced lipoxidation reactions. Mechanism of action
of pyridoxamine. The Journal of Biological Chemistry, 275(28), 21177-21184.

Pettersson, J., Hindorf, U., Persson, P., Bengtsson, T., Malmgqvist, U., Werkstrom, V., & Ekelund, M.
(2008). Muscular exercise can cause highly pathological liver function tests in healthy men.
British Journal of Clinical Pharmacology, 65(2), 253-259.

Poggi, A., & Zocchi, M. R. (2014). NK cell autoreactivity and autoimmune diseases. Frontiers in
Immunology, 5, 27. doi:10.3389/fimmu.2014.00027

Prenner, G., Wasler, A., Fahrleinter-Pammer, A., Werkgartner, G., Mischinger, H. J., Koter, S., ...
Wagner, D. (2014). The role of serum albumin in the prediction of malnutrition in patients at
least five year after heart transplantation. Clinical Transplantation, 28, 737-742.

Prestes-Carneiro, L. E., Laraya, R. D,, Silva, P. R., Moliterno, R. A, Felipe, I., & Mathias, P. C.
(2006). Long-term effect of early protein malnutrition on growth curve, hematological par-
ameters and macrophage function of rats. Journal of Nutritional Science and Vitaminology, 52
(6), 414-420.

Rodriguez-Rodriguez, E., Lopez-Sobaler, A. M., Navarro, A. R, Bermejo, L. M., Ortega, R. M., &
Andrés, P. (2008). Vitamin B6 status improves in overweight/obese women following a hypoca-
loric diet rich in breakfast cereals, and may help in maintaining fat-free mass. International
Journal of Obesity, 32(10), 1552-1558.

Sobrado, J., Maiz, A., Kawamura, 1., Moldawer, L., Bistrian, B., & Blackburn, G. (1983). Effect of
dietary protein depletion on nonspecific immune responses and survival in the guinea pig.
The American Journal of Clinical Nutrition, 37, 795-801.

Sullivan, D. A., Vaerman, J. P., & Soo, C. (1993). Influence of severe protein malnutrition on rat
lacrimal, salivary and gastrointestinal immune expression during development, adulthood and
ageing. Immunology, 78(2), 308-317.

Tangjarukij, C., Navasumrit, P., Zelikoff, J. T., & Ruchirawat, M. (2009). The effects of pyridoxine
deficiency and supplementation on hematological profiles, lymphocyte function, and hepatic
cytochrome P450 in B6C3F1 mice. Journal of Immunotoxicology, 6(3), 147-160.

Taylor, A. K., Cao, W., Vora, K. P., De La Cruz, J., Shieh, W. J., Zaki, S. R., & Gangappa, S. (2013).
Protein energy malnutrition decreases immunity and increases susceptibility to influenza infec-
tion in mice. The Journal of Infectious Diseases, 207(3), 501-510.

van Zutphen, T., Ciapaite, J., Bloks, V. W., Ackereley, C., Gerding, A., Jurdzinski, A., ... Bandsma,
R. H. (2016). Malnutrition-associated liver steatosis and ATP depletion is caused by peroxisomal
and mitochondrial dysfunction. Journal of Hepatology, 65(6), 1198-1208.

Vivier, E., Tomasello, E., Baratin, M., Walzer, T., & Ugolini, S. (2008). Functions of natural killer
cells. Nature Immunology, 9(5), 503-510.

Word Health Organization. (2017). Malnutrition. Retrieved from http://www.who.int/
mediacentre/factsheets/malnutrition/en/

Wu, L., & Van Kaer, L. (2009). Natural killer T cells and autoimmune disease. Current Molecular
Medicine, 9(1), 4-14.

Wrykes, L. J., Fiorotto, M., Burrin, D. G., Del Rosario, M., Frazer, M. E., Pond, W. G., & Jahoor, F.
(1996). Chronic low protein intake reduces tissue protein synthesis in a pig model of protein mal-
nutrition. Journal of Nutrition, 126(5), 1481-1488.


https://doi.org/10.3389/fimmu.2014.00027
http://www.who.int/mediacentre/factsheets/malnutrition/en/
http://www.who.int/mediacentre/factsheets/malnutrition/en/

	Abstract
	Introduction
	Materials and methods
	Animals
	Diets
	Blood samples
	Haematological analysis
	Flow cytometry analysis
	Biochemical analysis
	Statistical analysis

	Results
	Body weight and diet consumption
	Haematological analysis
	Cytometric analysis
	Biochemical analysis

	Discussion
	Conclusions
	Disclosure statement
	ORCID
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile ()
  /CalRGBProfile (Adobe RGB \0501998\051)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments false
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings false
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.90
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.90
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Average
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /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

  /Description <<
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [595.245 841.846]
>> setpagedevice


