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Abstract: Background: Protein
energy malnutrition (PEM) is a
major public health problem in
the tropical and subtropical re-
gions of the world and often arises
during protein and/or energy defi-
cits due to nutritional inadequacy,
poor socio-economic and environ-
mental conditions and infections.
Vitamin A deficiency (VAD) is
an important health concern in
severe malnutrition and has been
found to be associated with sig-
nificant morbidity and mortality.
Children with PEM have greater
deficiency of total protein and
albumin and in severe cases the
total protein may be reduced to
about 50 per-cent.

The objective of this study was to
determine the serum vitamin A,
total protein and albumin in mal-
nourished children aged 6-59
months at Ingtitute of Child
Hedlth Zaria.

Methods: This study was a case
control health- based descriptive
study to determine the relation-
ship between serum vitamin A,
protein and albumin levels among
children with Protein Energy Mal-
nutrition and their controls at In-
stitute of Child Health, Ahmadu
Bello University Teaching Hospi-
ta (ABUTH) Zaria. Using sys
tematic sampling method, a total
of 132 children (cases and con-
trols) between 6 and 59 months of
age were selected for assessment
of their serum vitamin A, protein
and albumin. Serum vitamin A
level was analyzed by high per-
formance liquid chromatography
while the total serum protein and
albumin levels were analyzed on

the Boerhringer Mannheim Auto-
mated Hitachi system 704 using
the Biuret and colour change meth-
ods respectively.

Results: The highest mean serum
vitamin A (60.28+11.03ug/dl) and
mean protein (61.24+10.12¢g/dl)
among malnourished group were
seen in marasmic —kwashiokor.
For the controls, the mean serum
protein is 62.96+5.99g/dl while the
mean serum vitamin A is
59.44+13.90ug/dl. The overal
mean serum protein for study
group and controls were
50.24+£12.33pg/dl and
62.96+5.99g/dl respectively and
the difference between them was
statistically significant (p<0.01)
The highest mean retinol
(60.28£11.03) and albumin
(38.43+30.14g/dl) were recorded
among the marasmic-kwashiorkor
malnutrition, while for the con-
trols, the mean retinol was
50.44+13.90ug/dl and the mean
serum albumin was 37.62+40.98g/
dl. The overal mean serum abu-
min for both study group and con-
trols were37.17+12.22g/dl and
37.62+40.98¢g/dl respectively and
the difference between them was
statistically significant (p<0.04).
Conclusion: The serumprotein and
albumin showed positive correla-
tion with serum vitamin A levels.
The highest mean serum vitamin
A, protein and albumin was seenin
marasmic-kwashiorkor among
under-nourished children

Keywords: Serum vitamin A; pro-
tein; Albumin; protein energy mal-
nutrition; children
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Introduction

Protein energy malnutrition describes a spectrum of se-
vere forms of malnutrition seen in childhood classified
as kwashiorkor, marasmic - kwashiorkor, marasmus and
underweight.>?

The two severe forms of PEM are kwashiorkor and
marasmus. Kwashiorkor is due to insufficiency of good
quality proteins to meet the demand of growth and tissue
repairs, while marasmus is due to chronic starvation and
deficiency of total calories, including proteins.®

The World Hedlth Organization (WHO) Global data
base on child growth and Malnutrition uses a Z- score
cut- off point of <- 2SD to classify low weight- for- age
and low weight- for- height as moderate and severe un-
der-nutrition, and <- 3SD to define severe under- nutri-
tion and also called severe acute malnutrition.*

Protein energy malnutrition is a maor public health
problem in the tropical and subtropical regions of the
world and often arises during protein and/or energy defi-
cits due to nutritional inadeguacy, poor socio-economic
and environmental conditions and infections.

There is a wide variation in the pattern of incidence of
PEM in all countries, including Nigeria.* The prevalence
of PEM varies from one place to another and from time
to time within the year.>®’It has been estimated that
more than 20 million children of the world mostly de-
veloping nations suffer from severe malnutrition and
150 million children are underweight.®®

It has been suggested that PEM has severe and lasting
effects on immune functions, resulting in increased sus-
ceptibility to infections,*®**impact on growth and devel-
opment of children,”® learning ability,"* socialadjust-
ment," work efficiency™* and productivity of labour.™*
BMalnutrition is associated with vitamin A deficiency
(VAD) and is one of the risk factors of VAD. Nutri-
tional deficiencies measured by anthropometric meas-
urements indicate some relationship with serum vitamin
A Iei\slels even in the absence of eye signs of this disor-
der.

Children with PEM are known to have low serum pro-
tein and albumin. The degree of severity of serum vita-
min A, protein and albumin have not been widely deter-
mined. It is hoped that this study will help provide some
insight into this so as to guide therapeutic intervention.
The objective of this study was to determine the serum
vitamin A, total protein and albumin in malnourished
children aged 6-59 months at Institute of Child Health
Zaria.

Subjects And M ethods
Sudy settings

The study was carried out at the Institute of Child Health
(ICH) Banzazzau, Zaria. The Institute servesthe com-
munity/ children mainly from Zaria and its environs and
isthe Primary Health Care outlet of Ahmadu Bello Uni-
versity Teaching Hospital (ABUTH), Zaria. The ICH

offers out-patient service and receives an average of 400
patientsin aday.

Sudy design

This was a case-control hospital-based descriptive study,
designed to evaluate the serum vitamin A, total protein
and albumin in malnourished children aged 6-59 months
at Ingtitute of Child Health Zaria. The study was carried
out between January to October 2017.

Sudy population

The study population consisted of consecutive malnour-
ished children between the ages of 6-59 months who
presented to ICH.A simple classification of PEM is that
proposed by the Well come working party in 1969 as
cited by Wali and Sign.*This is based on the principle
that a reduction in body weight below 80% of the Har-
vard standard (50"centile) is considered as malnutrition.
This corresponds approximately to the Harvard third
centile.

In this classification, only two criteria were used to clas-
sify the malnourished children, the presence or absence
of oedema and the deficit in body weight. This givesrise
to four groups as marasmus, kwashiorkor, marasmic-
kwashiorkor and under-weight. Age and gender matched
well malnourished children who presented to the ICH
with clinical features of malaria, ARIs, acute diarrhoeal
diseases among others were enrolled as controls. In-
formed consent was duly obtained from each child’s
parents or care givers before recruitment in the study.

Sudy instrument

Relevant data using a proforma which included patient’s
name, age, sex, tribes and dietary history with particular
emphasis on frequency of ingestion of vitamin A — rich
foods were collected from all children enrolled for the
study. Anthropometric measurements were conducted
on each participant and documented. A detailed physical
examination was conducted to check for features of un-
der-nutrition such as oedema, skin and hair changes.* ®

Sampling technique

The respondents were selected consecutively using con-
venient sampling technique

Sample size determination

The minimum sample size was determined using the
formular for two groups. The prevalence of serum vita-
min A in malnourished under-five children from previ-
ous study

The sample size was determined using the following
formular:*®

Where
S=sample size
a= Level of significance=0.05
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1 - B = power of the study 80%

Z;-a=SD for required Cl = 1.96

P1 = Proportion or prevalence of cases of vit
A deficiency in malnourished patients 52%® = 0.52

P, = Proportion of control 48% = 0.48

Z;1 - B = SD for required power = 0.28

62.50 + 3.15 = 65.65 = 66 cases
Controls were also 66
Therefore, the overall sample size =132

Ethical approval

Approval for the study was obtained from ethical com-
mittee of Ahmadu Bello University Teaching hospital
Zaria

Data collection

Each questionnaire was administered by an interviewer
trained for the purpose. Ethical conduct guiding a re-
search such as respecting the autonomy of the partici-
pants and confidentiality were upheld.

Biochemical tests
Blood collection and processing

Four milliliters of venous blood were collected into a
plain bottle from selected patients and was wrapped in a
black nylon so that retinol will not be denatured by light
and the sera were separated by centrifugation at 1000
revolutions for 10minutes at the institute of child health
laboratory by the investigator. Serum was taken with
Pasteur pipette into 2ml tube, re- labelled and were
wrapped in a black nylon. The samples were immedi-
ately placed in a cooler containing ice cubes by the in-
vestigator and transported by road to the Chemical Pa
thology Laboratory, ABUTH Zaria where they were
frozen at -20°C until analysis. The samples were ana-
lyzed for serum vitamin A levels at Chemical Pathology
Laboratory, University College Hospital, Ibadan, while
total serum protein and abumin were analyzed in
Chemical Pathology Laboratory ABUTH, Zaria. All
these were done by the investigator except sample
analysis which were done by the laboratory scientists.

Serum vitamin A estimation

Serum vitamin A levels were determined by High Per-
formance Liquid Chromatography (HPLC Shimadzu
prominence, made in Japan and functional) using Bieri
method.*The principle was that a given volume of se-
rum or plasma was diluted with methanol, which dena-
tures plasma proteins, and retinol was extracted with a

suitable organic solvent which is hexane.
Procedure

One hundred microlitre (100 pl) of serum and 100ul of
the internal standard 0.6ug retinyl acetate/ml (used as
internal standards to correct for losses during extraction
or during analysis) were transferred in a test tube. 100pl
of methanol was added to denature and precipitate pro-
teins (essential for release of retinol from retinol — bind-
ing protein), and the sample mixed. Two hundred micro-
litre (200ul) of spectograde hexane, was added and the
contents mixed vigoroudly but intermittently for 45 sec-
onds on a vortex mixer and then centrifuged at 50,000
rpm for 3 minutes to ensure phase separation using a
fixed head centrifuge, made from Japan and of bucket
size. The upper hexane layer was transferred to another
tube using a Pasteur pipette. The combined hexane
extracts was then evaporated under a gentle stream of
argon and the residue was re-dissolved in 50ul of propan
-2-ol. This was injected into the HPLC column specifi-
cation with a 100 pl syringe for High Performance Lig-
uid Chromatography. Elution was carried out with
methanol: water (95: 5 v/v at a flow rate of 1.5ml/min,
monitored at 5 minutes. Retinol was quantitated by use
of peak height ratios relative to an internal standard
(retinyl acetate).™

High performance liquid chromatography method was
considered in this study because of its high specificit-
yand sensitivity.”HPLC is available to measure indi-
vidually both retinol and retinyl esters. HPLC provides
precise and accurate means of analyzing serum vitamin
A. It offers a quick, automated and highly reproducible
methods compared to other methods. Thus, this method
was used to determine the serum vitamin A levels
among malnourished children as seen in Ingtitute of
Child Health {ICH}, Ahmadu Bello University Teach-
ing Hospital { ABUTH} Zaria. Other biochemical meth-
ods for vitamin A assay are ultraviolet absorption spec-
trophotometry methods are the least expensive to use but
also least sensitive. Fluorimetric methods are sensitive
but the laboratory should be able to maintain conditions
that avoid contamination from interfering with fluoresc-
ing substances. HPLC is available to measure individu-
ally both retinol and retinyl esters. In contrast, spectro-
photometric and fluorimetric techniques generaly meas-
ure total vitamin A. Caorimetric methods is not recom-
men%ed because it is not as sensitive as the other meth-
ods.

The limitation of measuring serum vitamin A is that the
profile obtained reflects a static situation and fails to
capture the dynamics that may be occurring because of
seasonal, ecologic, economic or other biologic factors.™
Another biochemical method is the plasma retinol bind-
ing protein (RBP) response test. Plasma RBP is deter-
mined by quantitative radial immunodiffusion or by
enzyme linked immunosorbent assay.'' The total body
pool of vitamin A can be determined by a new method
called isotope dilution analysis.
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Total serum protein estimation

Total serum protein was analyzed on the Boehringer
Mannheim Automated Hitachi System704 using Biuret
method. The principle was that the peptide linkages in
the amino acids which make up a protein were capable
of reacting with copper in alkaline solution to produce a
violet colour (Biuret). The coloured complex is meas-
ured at a wavelength of 546nm against a reagent blank.
Biuret reagent consists of 0.2N sodium hydroxide 8g/l,
sodium potassium tartrate 45g/l, potassium iodide 5¢/l
and copper sulphate 15g/1.°

Serum albumin estimation

Serum albumin was analyzed on the Boehringer Mann-
hein Automated Hitachi System 704. The principle was
the formation of an albumin / bromocresol green com-
plex at pH 4.2. This caused a change in colour which is
proportional to the amount of albumin present. This col-
our change was measured at a wavelength of 600nm
against a reagent blank. The reagents were stock succi-
nate buffer pH 4.2, 0.5mol /I, stock bromocresol green
solution 10mmol/I, stock sodium azide 40g/I and stock
brij (35) 250g/1."®

Satigtical analysis

Obtained data was compiled and analyzed using statisti-
cal package for socia sciences (SPSS) version 20.0.
Comparison of mean values was done using Student t-
test and level of significance was set at p<0.05.

Results

The Demographic variables for both groups showed 26
(39.4%) were males and 40 (60.6%) were females with a
male: female ratio of 1:1.5 among cases while for the
controls, 30 (45.5%) were males and 36 (54.5%) were
females. Table 1 shows the nutritional status of the study
group and controls. Among the study group, under-
weight malnutrition had the highest score of 30 (45.5%)
followed by marasmus comprising 25 (37.8%), kwashi-
orkor 6 (9%) and marasmic-kwashiorkor 5 (7.5%). This
was calculated based on percentage of reference weight
for age, that is patients weight divided by weight of nor-
mal child of the same age, multiplied by one hundred, in
which 80% weight-for-age is the level below which
wasting malnutrition is defined.****

Table 2 shows the mean serum levels of retinol and pro-
tein. The highest mean serum vitamin A
(60.28+11.03ug/dl) and mean protein (61.24+10.12g/dl)
among malnourished group were seen in marasmic —
kwashiokor. For the controls, the mean serum protein is
62.96+5.99¢g/dl while the mean serum vitamin A is
59.44+13.90ug/dl. The overall mean serum protein for
study group and controls were 50.24+12.33ug/dl and

62.96+5.99g/dl respectively and the difference between
them was statistically significant (p<0.01)

Table 3 shows the relationship between serum vitamin A
and albumin. The highest mean retinol (60.28+11.03)
and albumin (38.43+30.14g/dl) were recorded among
the marasmic-kwashiorkor malnutrition, while for the
controls, the mean retinol was 50.44+13.90ug/dl and the
mean serum albumin was 37.62+40.98g/dl. The overall
mean serum albumin for both study group and controls
were37.17+12.22g/dl and 37.62+40.98g/dl respectively
and the difference between them was statistically signifi-
cant (p<0.04).

Table 1: Nutritional status of study group and control

Nutritional status Study group (%) Controls n=66 (%)
Normal 0 66 (100)
Marasmus 25 (37.8) 0

Kwashiorkor 6(9.0) 0

Marasmic- 5(7.7) 0

kwashiorkor

Under-weight 30 (45.5) 0

Table 2: Relationship between serum vitamin A and protein
according to classes of malnutrition and controls

Malnutrition Mean vitamin Mean protein ~ P-value
A (ng/di) (grdl)

Marasmus 58.82+13.78 59.12+11.12 0.03
Kwashiorkor 59.36+12.13 60.23+16.02 0.01
Marasmic- 60.28+11.03 61.24+10.12 0.01
kwashiorkor

Under-weight 58.20+12.20 59.30+30,21 0.04
Controls 59.44+13.90 62.9615.99 0.02

Overall mean serum protein: study group=59.24+12.33g/dl,
controls=62.96+5.99g/dl

Overall mean serum vitamin A: study group= 59.44+12.93g/dI,
control=59.90+14.06g/dl

Table 3: Relationship between serum vitamin A and albumin
according t0 classes of malnutrition in study group and control

Malnutrition Mean vitamin A Mean albumin P-value
(pg/d!) (g/d1)

Marasmus 58.82+13.78 37.06+16.15 0.02
Kwashiorkor  59.36+12.13 37.83+4014 0.01
Marasmic- 60.28+11.03 38.43+30.14 0.02
kwashiorkor

Under-weight 58.20+12.20 37.17+12.22 0.01
Controls 59.44+13.90 37.62+40.98 0.03

Overall mean albumin: study group=37.17+12.22, con-
trol=37.62+40.98

Overall mean serum vitamin A: study group= 59.44+12.93g/dl,
control=59.90+14.06g/dl
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Discussion

The present study demonstrated low serum vitamin A,
protein and albumin among the study group. This study
group showed majority of cases were underweight fol-
lowed by marasmus comprising, kwashiorkor and
marasmic-kwashiorkor. The highest mean serum vita-
min A was seen in marasmic-kwashiorkor patients.
There was significant association between the nutritional
levels and mean serum vitamin A levels. This is not
comparable to findings by West et a® in which they
found no difference in the nutritional status of children
with and without xerophthalmia. Molla et a in Kara-
chi,*” Pakistan also found no correlation between degree
of malnutrition and serum vitamin A levels.

The present study showed protein and albumin (useful
biochemical measures of nutrition status) showed posi-
tive correlation with serum vitamin A levels. There was
also low mean serum protein and albumin children with
serum vitamin A deficiency. Protein deficiency might
enhance VAD in one of two ways or both (1) by impair-
ing transport of vitamin A to the liver from the gut or (2)
from liver to tissues. Protein deficiency is probably of-
ten primary and VAD secondary, but the reverse is also
possible. This was comparable to the study done in
ljaiye- Orile*® in which they found low mean serum pro-
tein and albumin in children with vitamin A deficiency
The highest mean serum vitamin A and mean protein
among malnourished group were seen in marasmic —
kwashiokor.. Statistical analysis showed significant dif-
ference among malnourished and controls. The overall
mean serum protein for study group and controls were
statistically significant.

The highest mean retinol and albumin were recorded
among the marasmic-kwashiorkor malnutrition. Statisti-
cal analysis showed significant difference in both mal-
nourished and controls. The overall mean serum albu-
min for both study group and controls were statistically
significant.

Conclusion

The present study showed protein and albumin (useful
biochemical measures of nutrition status) showed posi-
tive correlation with serum vitamin A levels. The high-
est mean serum vitamin A, protein and albumin was
seen in marasmic-kwashiorkor among under-nourished
children studied in Zaria

Recommendations

Children who are 6-59 months of age with Protein En-
ergy Malnutrition should receive the daily recommended
nutrient intake of vitamin A throughout the treatment
period. Children with severe acute malnutrition should
be provided with about 5,000 U vitamin A daily, either
as an integral part of therapeutic food or as part of a
multi-micronutrient formulation.
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