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Abstract

This study investigated the effect of Nescafe coffee on the haematological parameters in alloxan-induced diabetic male
Wistar rats. Thirty male Wistar rats of body weight between 150 and 260 g were used for the study. They were divided
randomly into five groups of six rats each. The 24 rats in groups 2, 3, 4, and 5 were alloxanized with 120 mg/kg of alloxan
(intraperitoneally) and were confirmed diabetic before the commencement of the experiment. Group 1 rats (control)
received feed and water, group 2 (diabetic rats) received 1.5 ml of 0.9% normal saline, group 3 received 500 mg/kg of
Nescafe coffee extract, group 4 received 800 mg/kg of Nescafe coffee extract, while group 5 received 5 mg/kg of
glibenclamide. After 28 days of experiment, the animals were sacrificed and blood samples were collected from the rats
via cardiac puncture for haematological tests. Fasting blood glucose level was determined weekly via tail puncture using
a glucometer and readings were recorded. The result for RBC showed a significant decrease (P < 0.05) in groups 2 and
4 compared to group 5. PCV result showed a significant decrease (P < 0.05) in group 4 compared to group 5. The MCH
and MCHC result showed a significant increase (P < 0.001) in group 3, compared with group 5.There was also a
significant decrease (P < 0.001) in group 2, group 4 and group 5, compared with group 1 (control). The haemoglobin,
MCV, WBC count, lymphocyte, neutrophil, monocyte counts, MPV, and ESR, result showed no significant difference (P >
0.05) in all other groups when compared with group 1 and group 5. There was a significant decrease (P < 0.05) in the
platelet count of the animals in groups 2 and 4 when compared with the control group. Furthermore, a significant
decrease (P < 0.001) was noted in the eosinophil count and basophil count (P < 0.01) of the animals in groups 3, 4, and
5 when compared to the control group. On the contrary, a significant increase (P < 0.001) was noted in the eosinophil
count and basophil count (P < 0.01) of the animals in group 2 when compared to group 5. In conclusion, the results
showed that Nescafe coffee (especially when consumed in high quantity) significantly decreased some of the blood
parameters of the diabetic animals.
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1. Introduction

Diabetes mellitus is a metabolic disorder of global health concern?. The disease is characterized by a high glucose level
in the blood (hyperglycemia), in urine (glycosuria), and inadequate production and utilization of insulin. The symptoms
include polyuria, polydipsia, polyphagia and loss of weight?.

* Corresponding author: Cornelius Nwozor

Copyright © 2024 Author(s) retain the copyright of this article. This article is published under the terms of the Creative Commons Attribution Liscense 4.0.


http://creativecommons.org/licenses/by/4.0/deed.en_US
https://wjarr.com/
https://doi.org/10.30574/wjarr.2024.22.3.1794
https://crossmark.crossref.org/dialog/?doi=10.30574/wjarr.2024.22.3.1794&domain=pdf

World Journal of Advanced Research and Reviews, 2024, 22(03), 923-930

Caffeine is the most widely consumed stimulant worldwide, and coffee is the main dietary source?2. The caffeine content
varies between 65-150 mg of coffee cup, depending on the type of coffee and its preparation method. One cup of Nescafé
instant coffee containing a teaspoon of powder may contain 30-90 mg of caffeine, while one cup of regular coffee
contains about 70-140 mg of caffeine3.

Caffeinated coffee are consumed for different reasons, such as, for weight reduction, as a means of food especially
breakfast in homes, and as stimulant to remain active during exercise or strenuous activities*.

The commonly grown coffee bean types are C. arabica and C. robusta. Coffee plants are grown in the Americas, Asia, and
Africas.

Coffee can stimulate the central nervous system, increasing a person’s mood, vigilance and mental alertness. It also
decreases fatigue and depression®.

Very high doses of about 100 cups of coffee containing 10 grams of caffeine have been reported to induce cardiac
arrhythmias, lethargy, increased secretion of gastric acid and irritability?.

Hematological parameters include platelet count, red blood cell count (RBC), white blood cell count (WBC) and
differentials, hemoglobin, packed cell volume (PCV), mean cell volume (MCV), mean cell hemoglobin (MCH), mean cell
hemoglobin concentration (MCHC). They are clinical indicators in health and disease and they give a good report on the
physiological status of an individual®. This study aimed to evaluate the effect of Nescafé coffee on the hematological
parameters in alloxan-induced male diabetic Wistar rats.

2. Methodology

2.1. Study area

The research was done in the animal house, Department of Human Physiology, Faculty of Basic Medical Sciences,
Chukwuemeka Odumegwu Ojukwu University Uli Campus, Anambra State, Nigeria.

2.2, Experimental animals

Thirty (30) male Wistar weighing 150-260 g were used for the study. The animals were housed in wooden cages with
stainless-steel wire lids on sawdust bedding and maintained at room temperature and 12-hour cycles of light and
darkness. Animals were allowed access to feed and clean water ad libitum throughout the experiment. They were
allowed to acclimatize for two weeks.

2.3. Experimental design

After acclimatization of the animals, the weight of the rats was recorded. At the commencement of the experiment, they
were divided into five (5) groups. Each group consisted of six rats. Group 1 (control), group 2 (120 mg/kg alloxan i.p),
group 3 (alloxan +500 mg/kg Nescafe coffee), group 4 (alloxan +800 mg/kg Nescafe coffee, group 5 (standard drug:
glibenclamide, 5 mg/kg).

2.4. Induction of diabetes mellitus

One of the very active methods to induce experimental type 1 diabetes mellitus is through chemical induction by the
diabetogenic substance, alloxan®.

Experimental diabetes mellitus was induced on all the rats (except the rats in the control group) by the use of alloxan
(Sigma St. Louis, Mo, USA). It was purchased in a powdered form at Pyrex I.G Chemical Company, Benin Nigeria. The
rats were fasted overnight and the fasting blood glucose level and body weight were recorded before induction of
diabetes. Twenty four rats were administered with alloxan (120 mg/kg of alloxan intraperitoneally according to the
individual weight of rats). The rats were held in a tactfully while the drug was administered. After three days of
induction, blood was obtained through the tail vein of the rats via tail puncture, and glucose level was determined using
a glucometer. The rats were marked as diabetic and were used for the study. Their blood glucose level ranged between
250-550 mg/dl. The diabetic rats were weighed and divided into four experimental groups (groups 2, 3, 4, 5,) and the
experiment lasted for 28 days post induction of diabetes.

924



World Journal of Advanced Research and Reviews, 2024, 22(03), 923-930

2.5. Preparation of coffee extract

50 g of Nescafe coffee extract was measured and then dissolved in 500ml of distilled water to give a stock solution of
100 mg/ml.500 mg/kg and 800 mg/kg were used as low dose and high dose respectively.

2.6. Administration of Nescafe coffee extract to the rats

The aqueous extract of Nescafe coffee was given to the rats once daily (orally) for 28 days using a 2ml syringe (with the
needle removed). Administration was done in the early hours of the morning before the animals were fed.

2.7. Administration of the standard drug

The animals in group 5 were given glibenclamide once daily (orally) for a period of 28 days.

2.8. Monitoring of the animals

There was constant monitoring of the rats to ensure a well-conducive environment for the animals. The rats were
provided with sufficient feed and clean water to ensure adequate growth and good health. Also, good hygienic practices
were maintained by constant removal of waste products from the cages. This was done on a daily basis. The rats were
weighed weekly and were closely monitored for weight changes. The blood sugar level was checked weekly throughout
the treatment to ensure any fluctuation in blood sugar level is detected easily.

2.9. Sample collection and analysis

After twenty-eight (28) days of treatment, the rats were starved for the next 24 hours. The animals were anaesthetized
using chloroform and cotton wool in a chamber and then sacrificed. Blood was collected via cardiac puncture using a
syringe and then emptied into labeled EDTA bottles for hematological assays.

2.10. Statistical analysis

The results of this study were expressed as mean * standard deviation (mean * SD). The statistical significance between
the groups was assessed by one way analysis of variance (ANOVA) followed by least significant difference (LSD) test.
The level of significance was P < 0.05.

3. Results

There was a significant decrease in RBC in groups 2 (diabetic) (7.28+0.52) and 4 (7.25+0.81) when compared to group
5 (glanil) (8.42 + 0.26) (p<0.05).

There was no significant difference in hemoglobin level in groups 2 (diabetic), 3, and 4 when compared to groups 1 and
5 (p>0.05).

There was a significant decrease in hematocrit (P < 0.05) in group 4 (42.20+3.76a) when compared to group 5 (glanil)
(49.20£3.91) (see Table 1).

Table 1 The effect of Nescafe coffee on red blood count (RBC), hemoglobin (HB) and packed cell volume (PCV)

GROUPS RBC (X10”79/L) £S.D | HB (g/dL)* S.D | PCV (%)*S.D
Group 1 (Control). n=6 7.42+0.36 15.52+#1.90 43.02+2.01
Group 2 (Diabetic Control).n=6 | 7.28+0.52 a 14.10+0.92 43.14+2.81
Group 3 (Low Dose).n=6 7.55+0.39 15.45+1.04 43.85+2.21
Group 4 (High Dose).n=6 7.25+x0.81 a 13.93+1.53 42.20+3.76 a
Group 5 (Glanil).n=6 8.42+0.26 15.58+0.61 49.20+3.91
p-value 0.021 0.073 0.025

Data were expressed as mean * SD, (a) MCH and MCHC significantly different in comparison with the glanil group, and (*) in comparison with the
control group.
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There was a significant decrease (P < 0.001) in MCH in group 2 (diabetic) (19.34+0.72*), group 4 (19.15£0.37%), and
group 5 (glanil) (18.43+0.62*), when compared to group 1 (control) (20.88+0.98), and there was also a significant
increase (P < 0.001) in group 3 (20.40+0.64a), when compared with group 5 (18.43+0.62).

MCHC result showed a significant decrease (P < 0.001) in group 2 (diabetic) (32.66+1.12*), group 4 (32.93+1.11%*), and
group 5 (glanil) (31.70+1.26*), when compared to group 1 (control) (36.00£1.55), and there was also a significant
increase (P < 0.001) in group 3 (35.18+1.24a), when compared with group 5 (31.70£1.26).

Regarding MCV, there was no significant difference (P < 0.05) in groups 2, 3, and 4 when compared with groups 1
(control) and 5 (see Table 2).

Table 2 The effect of Nescafé coffee on the mean corpuscular hemoglobin, mean corpuscular hemoglobin concentration,
and means corpuscular volume

GROUPS MCH (pg)+ S.D | MCHC (g/dL) + S.D | MCV (fL)+ S.D
Group 1 (Control).n=6 20.88+0.98 36.00+1.55 58.08+2.08
Group 2 (Diabetic Control). | 19.34+0.72 * 32.66+1.12 * 59.38+1.26
n==6

Group 3 (Low Dose).n=6 | 20.40+0.64 a 35.18+1.24a 58.38+1.15
Group 4 (High Dose).n=6 | 19.15+£0.37 * 32.93+1.11* 58.38+1.80
Group 5 (Glanil) n=6 18.43+0.62 * 31.70+1.26 * 58.08+2.08
p-value <0.001 <0.001 0.883

Data represented as mean + SD; (a) (P < 0.05) in total WBC count, neutrophil, monocyte, and lymphocyte count, (P < 0.001) in eosinophil count and
(P < 0.01) in basophil count, significantly different in comparison with the glanil group and (*) in comparison with the control group.

For the WBC count, neutrophil, monocyte, and lymphocyte count, there was no significant difference (P < 0.05) in groups
2,3, and 4, when compared to groups 1 (control) and 5 (see Table 3).

There was a significant decrease (P < 0.001) in the eosinophil count in groups 3(0.30 + 0.20*), 4 (0.68 * 0.30*) and 5
(0.58 £ 0.21*) compared to group 1(2.70 * 1.61) and also a significant increase (P < 0.001) in the eosinophil count in
groups 2(2.43 £ 0.95a) when compared to group 5 (0.58 £0.21*) (see Table 4).

There was a significant decrease (P < 0.01) in the basophil count in groups 3 (0.03 + 0.02%*), 4 (0.05 + 0.03*) and 5 (0.08
+ 0.05*%) compared to group 1(0.48 + 0.26). There was a significant increase (P < 0.01) in the basophil count in group 2
(0.33 + 0.22a) when compared to group 5 (0.08 + 0.05*) (see Table 4).

Table 3 The effect of Nescafé coffee on the total white blood cell count, neutrophils, lymphocytes, and monocyte count

GROUPS WBC LYMPHOCYTES | NEUTROPHILS MONOCYTES
(X1079/L)*S.D | (%)+S.D (%)+ S.D (%)+S.D

Group 1 (Control).n=6 5.02+1.68 40.36+6.72 41.44+11.70 18.20+7.32
Group 2 (Diabetic Control).n =6 7.64+2.82 46.94+8.08 29.98+10.50 23.08+3.45
Group 3 (Low Dose).n=6 5.95+2.59 48.18+4.35 33.23%+1.35 18.60+3.98
Group 4 (High Dose).n =6 7.60+0.65 50.50+7.44 28.45+5.00 21.05+5.53
Group 5 (Glanil) n=6 5.90+1.60 50.90+10.54 30.18+10.11 18.93+1.98
p-value 0.257 0.267 0.221 0.526

926



World Journal of Advanced Research and Reviews, 2024, 22(03), 923-930

Table 4 The effect of Nescafe coffee on eosinophils and basophils

GROUPS EOSINOPHILS (%) + S.D | BASOPHILS (%) = S.D
Group 1 (Control).n=6 +1.61 0.48 +0.26

Group 2 (Diabetic).n=6 2.43 +0.95a 0.33 +0.22a

Group 3 (Low Dose).n=6 0.30 +0.20* 0.03 £ 0.02*

Group 4 (High Dose).n=6 0.68 +0.30* 0.05 + 0.03*

Group 5 (Glanil) n=6 0.58 £0.21* 0.08 £ 0.05*

P- value 0.0006 0.0024

Data represented as Mean * SD; (a) (P < 0.05) significantly different in comparison with the glanil group and (*) in comparison with the positive
control group.

Considering platelet count, there was a significant decrease (P < 0.05) in group 2 (379.00+67.34*) and group 4
(390.25£131.48*) when compared with group 1 (control) (584.20+126.00).

For MPV and ESR there was no significant difference (P < 0.05) in groups 2, 3, and 4 when compared to groups 1
(control) and 5 (glanil) (see Table 5 below).

Table 5 The effect of Nescafé coffee on the platelet count, mean platelet volume, and erythrocyte sedimentation rate

GROUPS PLATELET (X1073/uL)*S.D MPV (fL)+ S.D ESR (mm/hr)+ S.D
Group 1 (Control)n=6 584.20+126.00 7.38+0.34 2.21+0.84

Group 2 (Diabetic Control) n=6 | 379.00+67.34* 7.24+0.13 1.60+0.55

Group 3 (Low Dose) n=6 575.25+180.80 7.60+0.22 1.50+0.57

Group 4 (High Dose) n=6 390.25+131.48* 7.58+0.21 2.00+1.16

Group 5 (Glani)n=6 569.00+85.90 7.50+£0.26 1.25+0.50

p-value 0.035 0.193 0.372

4. Discussion

Hematological assessment is crucial for the evaluation of the health status of the body. It estimates the effect of a given
extract on the hematological functions of the body'?. An elevation or reduction in one or more of the hematological
parameters could be an indication of a disease condition or an injury to the blood producing organs.

There was a significant decrease in the RBC count of the diabetic rats in group 2 (diabetic rats) and group 4 when
compared with group 5 (treated with glibenclamide) suggesting that untreated diabetes and high consumption of
Nescafé coffee caused a reduction in the erythrocyte count in the animals. Low RBC count indicates anemia..

There was an insignificant difference in the hemoglobin concentration of the diabetic rats in group 2 (diabetic rats),
group 3 and group 4, when compared to the control group and group 5 (treated with glibenclamide).

There was a significant decrease in the volume of the packed cells (hematocrit) of the diabetic rats in group 4 given high
dose of Nescafé coffee, when compared with the diabetic rats in group 5 treated with glibenclamide. This suggests that
a high consumption of Nescafé coffee in the male diabetic rats caused a significant decrease in the hematocrit level. A
decrease in the PCV level suggests anemia (a reduction in the total amount of RBCs) which could be due to an inability
of the bone marrow to produce erythrocyte. Hematological indices indicate the red cell size (MCV), level of hemoglobin
content (MCH), hemoglobin concentration (MCHC), and are important markers for diagnosing the causes of anaemial.

MCV shows the average sizes of the erythrocytes and it helps to monitor and diagnose certain blood disorders. From

the results, there was an insignificant difference in the MCV of the diabetic rats in group 2 (diabetic rats), group 3 and
group 4, administered with low and high doses of Nescafé coffee when compared to the control group and group 5

927



World Journal of Advanced Research and Reviews, 2024, 22(03), 923-930

(treated with glibenclamide). This suggests that the MCV was normal and consumption of Nescafé coffee had no effect
on the average size of the red blood cells of the diabetic animals (RBCs are said to be normocytic).

There was a significant decrease in the MCH and MCHC of the diabetic rats in group 2 (diabetic rats), group 4 and group
5, when compared to the control group and there was also a significant increase in group 3 when compared with group
5 ( glibenclamide). MCHC as a diagnostic test helps to identify the cause of anemia. The low level of MCHC shows an
insufficiency of haemoglobin content indicating anemia. From the result, high consumption of Nescafé coffee caused a
decrease in MCH and MCHC leading to anemic conditions. RBCs are hypochromic and the type of anemia indicated is
known as the hypochromic microcytic anemia which occurs when the RBCs are too small and fragile to accommodate
sufficient hemoglobin.

The reduction in the levels of these blood indices could be due to dietary problems (lack of iron or inability of the body
to absorb iron leading to iron deficiency anemia), lack of vitamins C, B12 and folic acid supplements, haemolysis and
chemical or substance poisoning.

Acrylamide present in coffee products has been indicated to significantly decrease hematocrit values after ingestion12.
Reduction in the PCV value in acrylamide exposure or consumption could be as a result of low production of RBCs 12.
Acrylamide has also been found to destroy the cell membrane of erythrocytes and cause a change in the parameters of
blood viscosity; hence it causes a reduction in the erythrocytes count!3. Acrylamide is converted to glycidamide, and
both compounds can bind to hemoglobin and cause an imbalance in some of the blood parameters.

It is common for diabetics to develop anemia. Diabetes often leads to kidney dysfunction and further renal damage.
Healthy kidneys release a hormone called the erythropoietin hormone (EPO) when the body needs new red blood cells,
this hormone signals the bone marrow to make more red blood cells 4. The hormone becomes deficient when the
kidneys are damaged. Also, in diabetes the blood vessels are likely to be inflamed preventing the bone marrow from
getting signals to produce more erythrocytes 4.

This research study is in agreement with Tarskikh 15, who reported that acrylamide leads to a reduction in erythrocytes
count due to its attack on the cell membrane. Also, 1¢ and 17 reported reduction in the haematocrit level and platelet
count. This research also supports the work of 18, who reported a non-significant difference in the WBC count in
acrylamide in coffee intake. Caffeine is very much present in coffee and this research also agrees with 1° who also
reported a reduction in the RBC and PCV of animals administered with caffeine.

There was an insignificant difference in the total WBC count of the diabetic rats in group 2 (diabetic rats), group 3 and
group 4, when compared to the control group and group 5 (glibenclamide) suggesting that Nescafé coffee had no
significant effect on the total leukocyte count.

In the white cell differential count, there was an insignificant difference on the lymphocyte, neutrophils, and monocyte
count in the animals in groups 2, 3, and 4 when compared to the control group and group 5 (glibenclamide) suggesting
that Nescafé coffee had no significant effect on these parameters.

Though, caffeine present in coffee can sometimes change immune responses and may induce lymphocytosis and
neutrophilia 18,

There was a significant decrease in the eosinophil and basophil counts of the animals in groups 3, 4, and 5. Eosinopenia
could be linked to the oxidative stress from the diabetes while basopenia could be linked to hypersensitivity or allergic
reactions from drugs or substance.

There was an insignificant difference in the MPV and ESR of the diabetic rats in group 2 , group 3 and group 4,
administered with low and high doses of Nescafé coffee when compared to the control group and group 5

(glibenclamide) suggesting that Nescafé coffee had no effect on both parameters.

There was a significant decrease in the platelet count of the animals in groups 2 and 4 given the high dose of Nescafé
coffee when compared to group 1 (control).

928



World Journal of Advanced Research and Reviews, 2024, 22(03), 923-930

5. Conclusion

From this study, it can be deduced that, although Nescafé coffee may have many health benefits, it also has some negative
effects on some of the hematological parameters of diabetic rats, especially when consumed in large quantities.
Therefore, we recommend a reduction in the consumption of Nescafe coffee by diabetic individuals to minimize its
negative effect on some blood parameters.
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