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Abstract: The present study was carried out on 50 patients infected with suspected visceral leishmaniasis
showed that the infection in male's population was more than female's population. Also, the study showed high
percentage of disease was in patients with visceral leishmaniasis infection at age group 1 year to 3.11 months,
when compared with other age group. And this study showed the rate of prevalence in January and February
months compared with other months. Also this study indicated a decrease in hemoglobin ratio and white blood
cells counts in patients which infected with visceral leishmaniasis, compared with other groups. The data in this
study showed decrease in packed cell volume in patients whose infected with this disease, compared with other
groups, while the monocytes should increase within normal range. Finally the present study showed the
significant correlation between white blood cells and hemoglobin concentration.
Keywords:Leishmaniasis,visceral leishmaniasis, rate of prevalence, hemoglobin, white blood cells counts,
packed cell volume, monocytes.

I. Introduction

Leishmaniasis, a vector-borne disease that is caused by obligate intra-macrophage protozoa, is endemic
in large areas of the tropics, subtropics and the Mediterranean basic. This disease is characterized by both
diversity and complexity [1].Leishmaniasis consists of four main clinical syndromes:Cutaneousleishmaniasis;
muco-cutaneous leishmaniasis; visceral leishmaniasis (VL).and post-kala-azardermalleishmaniasis (PKDL) [2].
Visceral leishmaniasis (VL), also known kala-azar, black fever, and Dumdum fever [3], is the most severe form
of leishmaniasis,this disease is the second-largest parasitic killer in the world (after malaria) Responsible for an
estimated 500,000 cases each year Worldwide [4]. Kala-azar, so called for the darkening of the skin on the
extremities and abdomen that is a symptom of the Indian form of the disease. The agent of the disease was also
first isolated in India by Scottish doctor Williamin 1903 and Irish physician Charles Donovan, working
independently of each other. As they published their discovery almost simultaneously, the species was named
for both of them Leishmaniadonovani.Today, the name kala-azar is used interchangeably with the scientific
name visceral leishmaniasis for the most acute form of the disease [5] .in Iraq the infectious agent is
L.donovani.The yearly incidence of VL was less than 1000 cases before 1990, most of them in the central part
of Irag within a 100 km radius around Baghdad. After the Gulf war 1991, the annual incidence increased to over
3000 cases. In 1989:491 cases while in 1991:3,713 cases (incidence rate per 100,000). Many factors could
explain the increase of VL in Iraq in recent years: Deterioration of the health status of children below 5 years:
malnutrition,Immunodeficiency and co-infections are probably the most important factors. And population
movements from urban to rural settings due to economic. Difficulties that followed the imposition of sanctions:
this can bring nonimmune population into transmission areas: Increased density of sand fly vectors due to
increased number of breeding sites generated by the destruction of water and sanitation systems, and shortage
of proper insecticides, spraying and fogging machines and other supplies and equipment, also inefficient sewage
treatment and disposal system. As well as accumulation of garbage in urban settings. And last but least increase
in canid (dog etc.) population [6]. Therefore the aims of this study were determine the most of hematological
parameters such as the total white blood cell count, the differential count of monocyte, level of blood
hemoglobin, and packed cell volume in children infected with visceral leishmaniasis.

I1. Materialsand Methods
1-Sample collection:
5 ml of Venus Blood had been collected from (50) patients for detection hemoglobin (Hb) & packed
cell volume (PCV) & Total WBC count. For (30) of these patients differential count of WBC done for detection
the monocyte percentage in addition to the other tests that written above.
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2-Materials:

1. Blood sample (5 ml).

2. 0.02 ml pipette (Sahli pipette).

3. Test tube and rack.

4. Diluting fluid (glacial acetic acid).
5. Pasteur pipette or capillary tube.

6. Improved new Bauer chamber.

7. Slides and smooth edges spreader.
8. Leishman stain and staining rack.
9. Distilled water.

10. Microhaematocrit centrifuge.

11. Scale reader.

12. Heparinized capillary tube.

13. Sealing material or soft wax clay.
14. Sterile blood lancet.

15. 70% ethanol.

16. Photometer (colorimeter or spectrophotometer).
17. Standard solution.

3- Methods:

3.1- Total white blood cell count

Method:

1. Measure 0.4 ml of diluting fluid and transfer to test tube.

2. Measure 0.02 ml of blood by micropipette and transfer to test tube which contains diluting fluid.
3. Mix and charge the chamber by capillary tube.

4. Leave to settle for about 2 minutes.

5. Count the cell in the 4 corner squares per cubic mm.

Calculation: Total white blood cell count=number * 50

3.2 Differential count of leukocytes

Method:

1. Write the name of patient on clean and slide.

2. Spread drop of patient's blood on the slide by spreader at 45 angles.
3. Leave to dry in air, and put on staining rack.

4. Put 10 drops of Leishman stain on the film, and leave for 2 minutes.
5. Add double amount of distilled water and mix by blowing.

6. Leave for 10 minutes and wash with distilled water.

7. Clean the back of slide by water and dry it by piece of cloth.

8. Leave the slide dry in air.

9. Examine under oil immersions lens.

10. Count 200 leukocyte and record the percentage of each type.

3.3 Hematocrit (HCT), packed cell volume (PCV)
3.4 Estimation of Hb by cyanomethemoglobin method

Principle:
It is measuring the ratio of volume occupied by the red cells to the volume of whole blood in a sample of
capillary blood after centrifugation, & it is recorded as the (%).

Method:

1. Wipe the tip of the finger with anti-septic.

2. Allow the finger to dry.

3. Stick the tip with sterile lancet.

4. Full 2/3 of heparins capillary tube from the drop of blood by just touching the side of the drop with the tube.
5. Seal one end of the tube with sealing wax.

6. Place the capillary tube in hematocrit centrifuge, the sealed end away from the center.

7. Centrifuge for 5 min.

8. Read, by using the proper, and placing the two ends of the capillary on the zero line & 100 mark line by

sliding on the reader.
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Principle:

The hemoglobin is converted by the action of ferricyanide to methemoglobin; this is then converted to
cyanomethemoglobin by the action of potassium cyanide. The absorption then measured with spectrophotometer
at wave length of 540 nm.

Method:

. Take 5 m of drab kin solution in test tube.

. Draw 0.02 ml of blood and transfer it to test tube which containing drabkin solution.

Mix well.

.leave for 5 minute to complete reaction.

.Readthe absorbance at 540 nm by using drabkin solution as a blank.

.Read the standard solution of test.

. Refer to calibration curve (standard curve) to find out the concentration of Hb in g/dl. This can simplify by
taking the absorbance of the standard equivalent to 15 g/dl and applying the following formula: -Hb

~NOoO Ok, WN -

Absorbanceofthetestsolution

Concentration of test = x conc. Of standard.

Absorbanceofthestandard
I11. The Results
The following table and figures involved the results for many parameters done to evaluate to evaluate
pediatric affected by L. donovani. These parameters included following:

1- Prevalence of kala-azar in relation to gender
The table and figure (1) showed that were the males higher infected 54% (52/97) than female 46% (45/97) in
patients groups.
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Fig. (1): Prevalence kala-azar dependingon gender

2- Distribution of kala-azar according to age group
Results in table and figure (2) showed the highest infection with kala-azar occur in the age group (1year-3.11
month), which were 61% (59/97) than other age group such as 7years — 12years 6% (6/97).
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Fig. (2): Distribution of kala-azar patients according to age

3- Monthly distribution of Kala-azar during 2011

The table and figure (3) showed the highest infection rate of Kala-azar were appeared during January and
February 2011 which were 16.67% (9/54), while the lowest rate were during May 2011, which were 3.70 %

(2/54). But not found any infections were in August and September 2011.
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Fig. (3): Monthly distribution of Kala-azar during 2011
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4- Monthly distribution of Kala-azar during 2012

Table and figure (4) show the highest infection rates of Kala-azar were appeared during January. 2012,
were (10/43), but the lowest rate infection were during August, October and December.2012, which were (2/43),
and don’t have any infection were in July and November 2012.
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Fig. (4): Monthly distribution of Kala-azar during 2012

5-Prevalence of Kala azar in provinces of Iraq

The higher prevalence of Kala —azar was seen at many Diyala 46.39% (45/97), Baghdad 19.59%
(19/97) and Wassit 15.46% (15/97) than in other provinces such as Al-Anbar and Salah Al-Din 1.03% (1/97).

120

H Diyala
M Baghdad

100

80

M Wassit
H Al_Qadisiyah

60

M Babil

i Maysan

i Al_Muthanna

M Salah Al-Din

i Total

Governorates

- 40

- 20

Percentage (%)

Fig. (5): Prevalence of Kala —azar in provinces of Iraq

6 - WBCs count in patients infected with kala-azar
Table and figure (6) observed that the data showed decrease in number of WBCs counts in visceral

leishmaniasispatientsespeciallyunder normal range, which were 77 %( 31/50).
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Fig. (6): WBCs count in patients infected with kala-azar

7- Monocytes count in patients infected with kala-azar

The results in tables and figure (7) showed that there were highest percentages of monocyte in within normal
range, which were 70 %( 21/30) When compared with other ranges.
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Fig. (7):Monocytes count in patients infected with kala-azar

8 - Packed cells volume (PCV) in patients infected with kala-azar

Results in table and figure (8) showed that there were higher decreases in the concentration of
(PCV)inpatient infected with kala-azar, which decrease reach to 94% (47/50) in patient who classified as under
the normal range comparison with other ranges.
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Fig. (8):Packed cells volume in patients infected with kala-azar

9- Concentration of Hb in patients infected with kala-azar

Results in table and figure (9) showed that there was decrease in the concentration of hemoglobin in
patient infected with VL, Which were 97% (47/50) when compared with other mean concentration of
hemoglobin in normal range and above normal range.
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Fig. (9)Concentration of Hb in patients infected with kala-azar

Tab. (10): Mean and Standard Deviation for Total W.B.Cs and Hemoglobin
Descriptive Statistics

Std.
Mean Deviation N
Total wbc 71776 4. 1659 50
Hemoglobin 8.3286 2.3294 50

Tab. (11):The correlation between Total W.B.Cs and Hemoglobin

Correlations
Hemoglo
Total wbc bin

Total wbc Pearson Correlation 1.000 A7
Sig. (2-tailed) . 235

M 50 50

Hemoglobin Pearson Correlation A7 1.000
Sig (2-tailed) 235 .

N 50 50
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IV. Discussion

Visceral leishmaniais has become arising public health problem in various regions and countries, with the
highest prevalence of the disease. In Iraq has been prevalent for more than eight decades causing a serious
public health problem [7]. These result showed that the number and percentage of males patients were
higher than number and percentage of females patients, this result similar to other studies such as Mahdy
[8] who found that the number and percentage of males patients (40, 56.3%) which were higher than
females patients (31, 43.7%). Also the study of kumaret at. [9] Whosefound that infection of V.L had
higher prevalence in males than females in India? The prevalence of V.L in patients with age groups range
(1 year — 3.11 month) were more prevalence from other age group ranges, this means that the disease
affectson infants and young children and decreases the disease in patients with increasing of age. These
findings might be due to immunological mechanisms including (humeral and cell mediated immune
response) that will be considered in infant is not well developed at an early stage of life [10].Also the
children with age 1-3 years were more susceptible to infection, because they started to develop their own
immune system [11]. But older children in age 3-7 years were less liable to infection probably, because
they developed their own immune system depended on an acquired immunity [12]. Similar results were
obtained in study of Mahdy [8] who found that the patients in age groups (1-2.9 and 3-4.9) years were
respectively more prevalence from other age groups ranges. But this study disagreement with Mohammed
[13] who found that the patients with age groups (<1, 1-2.9) years were higher than other age groups. In this
study, a comparison between Diyala, Baghdad and Wassit and with other provinces in Irag, which were
showed a highly percentage differences. Therefore, the proportion of kala-azar infection on Diyala,
Baghdad and Wassit are higher than other provinces in Irag.This may be due to many reasons, such as the
living standard, way of living, the presence of reservoir or domestic animals, and above all the viability of
infected sand fly due to suitable environmental conditions [14]. Additionally, all risk factors favorable for
an outbreak of V.L. such as inefficient sewage treatment and disposal system and accumulation of garbage
in urban setting, increase density number or breeding sites generated by the destruction of water and
sanitation system [15] . This study disagreement with other study such as study of Al-Gunima [16] who
found that the infection with Kala-azar in Wassit higher than in Baghdad. But this result agreement with
Nuseif [17] who found that the increased of V.L .cases in middle and southern governorates of Iraq. While
monthly distribution of cases registered during winter season mainly January and February months, due to
growth and propagation of vector and declined in July and other months. These results are disagreement
with Korzeniewski [18] who found the peak incidence of cases was during December. Distribution of kala-
azar during January month. The present data showed in WBCs counts in V.L. patients .The decreased in
WBCs counts considered to be the results of pooling and probable reduction of neutrophils in spleen and
possibly the liver duo to the presence of infection with L.donovani[19]. Our result obtained disagreement
with Grechet al.[20] who stated that decrease in the number of WBCs counts in patients with VL.
Comparison with normal individuals, but this decrease was within abnormal value of WBCs counts .but
these results agreement with Herwaldt [1] who stated that decreased of WBCs counts was one of signs and
symptoms of V.L. patients. This study showed that there was higher decrease in the mean concentration of
hemoglobin in patients, who's infected with kala- azar. The result of this study agreement with other studies
such as Abd [21].When found that the anemia was almost a variable finding in kala- azar patients .Anemia
was probably duo to reduction of life span of erythrocyte or hemolysis occurring in both the massively
enlarged spleen and liver due to hyperplasia of kupffer cells which are packed with amastigote form of the
parasite. The anemia that happened in VL patients which also can be explained by the effect on the red cell
precursors in the bone marrow by the infected with L. donovani[22]. The percentage of the monocyte in this
study was within normal range, therefore this result disagreement with Pearson et al. [23].When found
increase the monocytes and lymphocytes, But occurred decreases in thrombocytopenia. This differences in
the results may be due to the number of monocytes in the samples were less, or may be dependent on the
number of parasites which ingested by the monocytes. Then refers to the results of examination was
apparent after many days in the laboratory [24]. But the correlation between the counts of white blood cells
and hemoglobin was significantly relationship. This result agreement with Lafuseetet al.[25]. Who's found
that the hamsters infected with leishmaniasis were anemic with significantly decreased hemoglobin levels
and hemocrite.Leucopenia was present with numbers of red and white blood cells in the blood. But out
result disagreement with Carneirode de Freitas et al.[26]. When found the groups of animals that infected
with leishmaniasis, there were no changes observed in the parameters of the white blood cells .But there
was a reduction in the mean values of erythrocyte, hematocrit and hemoglobin. The results in this study
refers to the white blood cells which consider as a first line for immunity system which effected when
infection with visceral leishmaniasis, then the patients suffer from decreases in all number of white blood
cells, generally accompanied increased in percentage in monocytes and anemia due to short in life cycle of
erythrocytosis in blood [23].
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V. Conclusions
According to this study, an increased male: female ratio was found in patients with visceral leishmaniasis.
A higher prevalence of patients at age range groups of (1year 3.11 month) among other age range groups.
The Kala-azar infection was higher in Diyala and Baghdad province than other provinces in Iraq.
The highest infection rate of Kala-azar was appeared during January and February in 2011-2012 than other
months.
The laboratory results showed decreased in WBCs counts in V.L. patients compared with normal and above
the normal range.
The blood test showed high significance in percentage of monocyte especially in the normal range
comparison with other ranges.
This study recorded highest increased in concentration of PCV especially in under the normal range
comparison with other ranges.
The laboratory results showed higher decrease in mean concentration of hemoglobin of patients infected
with V.L. when compared with other ranges.
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