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ABSTRACT

Background and Objective: Azanza garckeana fruit is widely consumed in Africa both as food and as
herbal medicine. This study evaluated the safety of the aqueous fruit extract of Azanza garckeana.
Materials and Methods: Twenty-five Wistar rats were randomly divided into five groups. Group 1
received distilled water while groups 2, 3, 4 and 5 received 200, 400, 600 and 800 mg/kg b.wt.,
aqueous Azanza garckeana fruit extract respectively for 14 days. After sacrificing the rats on the 15th day,
the blood, serum liver and kidney function parameters were evaluated using standard procedures.
Results: The red blood cell (RBC) count of the rats administered aqueous fruit extract of Azanza garckeana
significantly increased (p<0.05) when compared with the control. The values of hemoglobin (HB), Mean
Corpuscular Hemoglobin (MCH) and Mean Corpuscular Hemoglobin Concentration (MCHC) significantly
increased (p<0.05) at 600 and 800 mg/kg b.wt., aqueous fruit extract of Azanza garckeana when compared
with the control. The extract significantly increased (p<0.05) the level of Alanine Aminotransferase (ALT),
Aspartate Aminotransferase (AST) and Alkaline Phosphatase (ALP) when compared with the control. The
values of direct bilirubin, total bilirubin and albumin at 600 and 800 mg/kg b.wt., significantly increased
(p<0.05) when compared with the control. The significant increase in all the liver function indices was
within the normal range. All the kidney function indices assayed were not significantly different (p<0.05)
from the control. Conclusion: The aqueous fruit extract of Azanza garckeana is not toxic to the liver,
kidney and blood.
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INTRODUCTION

Azanza garckeana belongs to the family of Malvaceae. It is a shrub that grows up to 10 m tall. The leaves
are round, alternate, 3-5 lobe and up to 20x20 c¢m in size'. The flowers are purple or yellow with a dark
purple or dark red center and 6 cm in diameter'. The fruit is a round woody capsule, divided into 4 or 5
segments and red when mature. It is about 35 mm in diameter.
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Azanza garckeana is one of the popular multipurpose fruit trees in West Africa. It grows in Nigeria, Kenya,
Congo, Malawi, South Africa, Zimbabwe, South Sudan, Tanzania and Namibia. It has been identified by
the World Agroforestry Center as one of the fruits that should be integrated into the domestication
process in farming systems?. Its fruits are edible and used as food additives and herbal medicines’. Wild
edible fruits are characterized by remarkable nutrient values and are a good source of vitamins, minerals,
fibre, polyphenols and fatty acids**. There is a resurgence of interest in wild edible fruits because they
increase the number of foods**®. The ripe fruit is used traditionally to treat anemia, infertility problems
and malaria and is used as an aphrodisiac’"". Ahmed et al."* reported that ripe fruit inhibits alpha-amylase
and angiotensin-converting enzymes and can thus be used to treat diabetes and hypertension. Therefore,
the fruits of Azanza garckeana also serve as herbal medicines. The leaves, root and stem bark are used to
treat various diseases such as diabetes, liver problems and sexually transmitted diseases and are used to
induce labor™ .

Plant parts are generally accepted to be safe especially when it is used as food but recent research has
shown that some plants are toxic. Despite the use of the fruit of Azanza garckeana as food, its safety has
not been evaluated. This study, therefore, evaluated the effect of aqueous fruit extract of Azanza
garckeana on some biochemical and hematological parameters to elucidate its safety.

MATERIALS AND METHODS
Study area and duration: The study was conducted in Mubi, Adamawa State, Nigeria. It was conducted
between July and September, 2023.

Collection and identification of plant: Azanza garckeana (1000 g) was purchased from a reputable
dealer in a local market in Tula town, Kaltingo Local Government area of Gombe State, Nigeria. It was
authenticated by a botanist in the Department of Botany, Adamawa State University, Mubi.

Preparation of aqueous extract: The pulp was removed, washed and carefully crushed into small pieces.
It was then dried under shade to constant weight. Afterward, the dried pulp was ground to a fine powder
using a pestle and mortar. As 400 g of the powder were soaked in 1.6 L of water. It was filtered using a
conical flask and Whatman filter paper. The extract was evaporated to dryness in a vacuum evaporator
at 50°C.

Experimental animals: As 25 male Wistar rats weighing between 120-150 g were obtained from the
National Veterinary and Research Institute (NVRI), Vom, Plateau State. The animals were handled under
ethical conditions as approved by the Adamawa State University, Mubi Institutional Animal Care and Ethics
Committee. The animals were fed with standard feed pellets and water ad libitum. They were left for two
weeks to acclimatize to the environment before the commencement of the experiment.

Experimental design: As 25 Wistar rats were randomly divided into five groups. Group 1 received distilled
water and groups 2, 3, 4 and 5 received 200, 400, 600 and 800 mg/kg b.wt., aqueous Azanza garckeana
fruit extract respectively for 14 days.

Collection of blood samples: The animals were sacrificed on the 15th day using ether anesthesia. Blood
was collected in EDTA bottles as well as plain sample bottles. Blood in the plain bottles was then
centrifuged at 3,000 rpm for 10 min and serum was collected and used for biochemical analysis. The blood
in the EDTA bottle was used for hematological analysis.

Hematological analysis: The Packed Cell Volume (PCV), White Blood Count (WBC), Red Blood Cell (RBC),
Hemoglobin (Hb), Mean Corpuscular Hemoglobin (MCH) and Mean Corpuscular Hemoglobin
Concentration (MCHC) were determined according to the method described by Ochei and Kolhatkar'.
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Biochemical analysis: Serum protein, albumin, Alanine Aminotransferase (ALT), Aspartate
Aminotransferase (AST), Alkaline Phosphatase (ALP), direct bilirubin (DB) and total bilirubin (TB) were done
using standard methods described by Weichselbaum™ Doumas et al.’®, Reitman and Frankel®,
Shephard et al.*" and Levitt and Levitt®, respectively. The serum sodium, potassium, chloride, bicarbonate,
urea and creatinine were done according to the method described by Wooten et al.”?, Fawelt and Scoth**
and Evans®, respectively.

Statistical analysis: All data was subjected to one-way ANOVA followed by Duncan's multiple post hoc
test using SPSS version 26. The p<0.05 was considered significant. All values are expressed as
MeantStandard Error of mean (SEM).

RESULTS

Table 1 shows the result of the hematological parameters of rats administered aqueous fruit extract of
Azanza garckeana. The levels of PCV, WBC and MCH of rats administered Azanza garckeana were not
significantly different from the control. The red blood cell (RBC) count of rats administered aqueous fruit
extract of A. garckeana significantly increased (p<0.05) when compared with the control. As 600 and
800 mg/kg b.wt., of A. garckeana aqueous fruit extract significantly increased (p<0.05) the level of
hemoglobin when compared with the control. The level of MCHC in rats administered 400, 600 and
800 mg/kg b.wt., of aqueous fruit extract of A. garckeana significantly increased (p<0.05) when compared
with the control.

The serum liver function indices of rats administered aqueous fruit extract of A. garckeana are shown in
Table 2. The extract at all doses significantly increased the level of ALT, AST and ALP when compared with
the control. The level of direct and total bilirubin was significantly increased by administration of 400, 600
and 800 mg/kg b.wt., aqueous fruit extract of A. garckeana. The concentration of albumin in rats
administered 600 and 800 mg/kg b.wt., aqueous fruit extract of A. garckeana significantly increased when
compared with the control.

The serum kidney function indices of rats administered aqueous fruit extract of Azanza garckeana are
shown in Table 3. All the kidney function indices assayed for were not significantly different from the
control.

Table 1: Hematological indices of rats administered aqueous fruit extract of Azanza garckeana

Group PCv WBC RBC HB MCV MCH MCHC
42.33+0.88° 66.33+1.76° 6.86+0.08° 13.99+0.38° 55.66+1.20° 19.06+0.12° 35.26+0.31°
40.00+0.57° 63.00+2.08° 7.26+0.14° 13.22+0.11° 57.00+1.15° 18.60+0.11° 33.53+0.14°
41.67+0.66° 66.33+0.45° 7.06+0.08° 13.67+0.33° 56.00+1.15° 18.46+0.14° 36.13£0.08°
43.00+1.15° 62.33+0.88° 7.53+0.08° 14.22+0.48° 62.00+1.15° 18.03+0.08° 35.13£0.17°
43.66+0.88° 75.67+0.88¢ 7.73+0.06° 14.55+0.29° 66.66+0.88° 19.70+0.11° 36.53+0.08"
Values with different superscripts down the column are statistically different from each other (p<0.05), PCV: Packed Cell Volume,
WBC: White Blood Cell, RBC: Red blood cell, HB: Hemoglobin, MCV: Mean Corpuscular Volume, MCH: Mean Corpuscular Hemoglobin
and MCHC: Mean Corpuscular Hemoglobin Concentration

v A W N =

Table 2: Serum liver function indices of rats administered aqueous fruit extract of Azanza garckeana

Group Protein (mg/dL) Albumin (mg/dL)  ALT (IU/L) AST (1U/L) ALP (1U/L) DB (mmol/L)  TB (mmol/L)
1 5.43+0.18° 3.50+0.05° 13.33+0.88° 61.33+0.88° 53.33+1.20° 0.04+0.01° 0.06+0.01°
2 6.3620.06° 3.73+0.08° 22.33+0.33° 75.66+1.20° 64.00£1.73° 0.06+0.01° 0.07+0.01°
3 6.36+0.08° 3.96+0.06° 25.66+0.33° 79.33+0.33¢ 75.00+1.15¢ 0.08+0.01° 0.090.01°
4 6.53£0.06° 4.26+0.06° 32.33+0.88° 82.33+0.66° 93.00+1.73¢ 0.090.01° 0.090.01°
5 6.60+0.05° 4.56+0.03° 34.66+0.66° 88.33+0.66° 97.00+1.15¢ 0.10£0.01° 0.10£0.01°

Values with different superscript down the column are statistically different from each other (p<0.05), ALT: Alanine Aminotransferase,
AST: Aspartate Aminotransferase, ALP: Alkaline Phosphatase, DB: Direct bilirubin and TB: Total bilirubin
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Table 3: Serum kidney function indices of rats administered aqueous fruit extract of Azanza garckeana

Group Na* (mmol/L) K* (mmol/L) CI~ (mmol/L) HCO?* (mmol/L) Urea (mmol/L) Creatinine (mmol/L)
1 140.00 +0.57° 4.43+0.08° 101.33+0.88° 30.33+0.33° 16.33+0.88° 0.56+0.06°
2 144.33+0.88° 4.50+0.17° 98.33+0.33° 26.33+0.66° 15.76+0.66° 0.66+0.33°
3 141.66+1.20° 4.56+0.08° 103.33+0.66° 27.00+£1.15° 14.66+0.33° 0.56+0.03°
4 140.00+0.66° 4.26°+0.14° 101.33+0.33° 30.33+0.33° 15.66+-0.88° 0.63+0.03°
5 142.00+0.57° 4.66+0.14° 103.33+0.88° 30.00+0.57° 17.33+0.66° 0.66+0.03°

Values with different superscript down the column are statistically different from each other (p<0.05)

DISCUSSION

The non-significant difference in WBC suggests that the extract does not have immunological properties
which can boost the defense system of the animals. White blood cells (WBC) fight infections, defend the
body against invasion by foreign bodies and produce antibodies in immune response.

Elevated levels of MCHC indicate that the extract contains phytochemicals that can stimulate the secretion
of erythropoietin which stimulates the stem cells in the bone marrow to produce RBC. This might be the
reason for the observed elevated RBC count. An increase in red blood cells, hemoglobin and MCHC
suggests that the extract has hematopoietic properties and thus promotes erythropoiesis in animals.

There was a significant increase in the values of ALT, AST and ALP. Alanine Aminotransferase (ALT) is an
enzyme found predominantly in the liver''* while AST is present in the liver, kidney, skeletal muscle,
pancreas and heart. High levels of serum ALT indicate liver damage. The primary pathological marker of
liver dysfunction is ALT, AST is used to supplement ALT?. Alanine aminotransferase is found in the cytosol
of the liver. The enzyme leaks out of the cytosol into the serum when there is damage to the plasma
membrane of the liver. The reference ranges of AST, ALT and ALP in rats are 50-150, 10-40 and
30-130 IU/L, respectively®’. Though there was a significant increase in the values of these enzymes, the

values are still within the normal range which indicates that the extract is not toxic to the liver.

The values of the total and direct bilirubin are within the normal range of bilirubin. This suggests that the
extract did not affect the excretory function of the liver. This is because bilirubin is a useful index of the
excretory functions of the liver®. It passes through the liver and is excreted out of the body.

Though there was a significant increase in the level of albumin at high doses, the level is within the normal
range of 3.4-4.8 mg/dL. This indicates that the synthetic capacity of the liver is not affected by the plant
because the liver synthesizes albumin. Albumin levels are used to evaluate the synthetic capacity of the
liver. The non-significant difference in all kidney function parameters assayed indicates that the extract
is not toxic to the kidney.

CONCLUSION

The aqueous fruit extract of Azanza garckeana caused some alterations in the liver function indices
assayed for, but these alterations were within the normal range. The extract did not cause any alterations
in the kidney and blood parameters. This indicates that the extract is not toxic to the liver, kidney and
blood at the doses and number of days tested for. However, higher doses for a prolonged time should
be used with caution. Prolonged usage at higher doses may further increase the liver function indices
beyond the normal range leading to toxicity of the fruit.

SIGNIFICANCE STATEMENT

Azanza garckeana fruit is widely consumed in the Northeastern part of Nigeria. Medicinal plants are
usually assumed to be safe but current research has shown that some are not safe. Despite the wide
consumption of Azanza garckeana fruits, its safety has not been authenticated. This study therefore
evaluated the safety of Azanza garckeana fruit. The study found that aqueous Azanza garckeana fruit

https://doi.org/10.3923/asb.2024.298.303 | Page 301



Asian Sci. Bull,, 2 (4): 298-303, 2024

extract significantly increased all the liver function indices assayed for, but this increase was within the
normal range. The levels of PCV, WBC, MCH and the kidney function indices of rats administered Azanza
garckeana were not significantly different from the control. This suggests that Azanza garckeana fruit is
not harmful to the blood, liver and kidneys.

ACKNOWLEDGMENT
The authors acknowledge the assistance rendered by Mr. Mujib Suleiman during the laboratory work.

REFERENCES

1.

10.

11.

12.

13.

14.

15.

16.

17.

Schmidt, E., M. Lotter and W. McCleland, 2002. Trees and Shrubs of Mpumalanga and Kruger National
Park. Jacana Media, Johannesburg, South Africa, ISBN-13: 9781919777306, Pages: 702.

Akinnifesi, F.K,, F.R. Kwesiga, J. Mhango, A. Mkonda, T. Chilanga and R. Swai, 2004. Domesticating
priority miombo indigenous fruit trees as a promising livelihood option for small-holder farmers in
Southern Africa. Int. Soc. Hortic. Sci,, 632: 15-30.

Maroyi, A., 2012. Local plant use and traditional conservation practices in Nhema Communal Area,
Zimbabwe. Int. J. Afr. Renaissance Stud. Multi-Inter Transdisciplinarity, 7: 109-128.

Glew, RS, D.J. Vanderjagt, L.T. Chuang, Y.S. Huang, M. Millson and R.H. Glew, 2005. Nutrient content
of four edible wild plants from West Africa. Plant Foods Hum. Nutr., 60: 187-193.

Lamien-Meda, A, C.E. Lamien, M.M.Y. Compaoré, R.N.T. Meda and M. Kiendrebeogo et al., 2008.
Polyphenol content and antioxidant activity of fourteen wild edible fruits from Burkina Faso.
Molecules, 13: 581-594.

Maroyi, A. and A. Cheikhyoussef, 2017. Traditional knowledge of wild edible fruits in Southern Africa:
A comparative use patterns in Namibia and Zimbabwe. Indian J. Tradit. Knowl., 16: 385-392.

Morris, B., 1996. Chewa Medical Botany: A Study of Herbalism in Southern Malawi. LIT Verlag Minster,
Miunster, Germany, ISBN: 9783825826376, Pages: 557.

Maroyi, A, 2017. Azanza garckeana fruit tree: Phytochemistry, pharmacology, nutritional and primary
healthcare applications as herbal medicine: A review. Res. J. Med. Plants, 11: 115-123.

Ahmed, R.H., M.S. El Hassan and H.M. El Hadi, 2016. Potential capability of Azanza garckeana fruits
aqueous extract on enhancement of iron absorption in Wistar albino rats. Int. J. Adv. Res. Biol. Sci.,
3: 245-250.

Chinsembu, K.C., 2016. Ethnobotanical study of plants used in the management of HIV/AIDS-related
diseases in Livingstone, Southern Province, Zambia. Evidence-Based Complementary Altern. Med.,
Vol. 2016. 10.1155/2016/4238625.

Dikko, Y.J.,, M.E. Khan, T.A. Tor-Anyiin, J.V. Anyam and U.A. Linus, 2016. In vitro antimicrobial activity
of fruit pulp extracts of Azanza garckeana (F. Hoffm.) Exell & Hillc. and isolation of one of its active
principles, betulinic acid. J. Pharm. Res. Int., Vol. 14. 10.9734/BJPR/2016/30152.

Ahmed, M.U., M. Ignatus, B. Yakubu, I.J. Umaru and Z.I. Muhammad et al., 2022. Alpha amylase and
angiotensin converting enzyme inhibitory potential of aqueous extract of Azanza garckeana fruit.
J. Appl. Nat. Sci., 14: 283-288.

Ndubani, P. and B. Hojer, 1999. Traditional healers and the treatment of sexually transmitted illnesses
in rural Zambia. J. Ethnopharmacol., 67: 15-25.

Augustino, S., J.B. Hall, F.B. Makonda and R.C. Ishengoma, 2011. Medicinal resources of the miombo
woodlands of Urumwa, Tanzania: Plants and its uses. J. Med. Plants Res., 5: 6352-6372.

Maroyi, A. 2013. Traditional use of medicinal plants in South-Central Zimbabwe: Review and
perspectives. J. Ethnobiol. Ethnomed., Vol. 9. 10.1186/1746-4269-9-31.

Ochokwu, 1J., A. Dasuki and J.O. Oshoke, 2015. Azanza garckeana (Goron Tula) as an edible
indigenous fruit in north eastern part of Nigeria. J. Biol. Agric. Healthcare, 5: 26-31.

Ochei, J. and A. Kolhatkar, 2000. Medical Laboratory Science: Theory and Practice. McGraw Hill
Education, New Delhi, India, ISBN: 9780074632239, Pages: 1338.

https://doi.org/10.3923/asb.2024.298.303 | Page 302



18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

Asian Sci. Bull,, 2 (4): 298-303, 2024

Weichselbaum, C.T.E,, 1946. An accurate and rapid method for the determination of proteins in small
amounts of blood serum and plasma. Am. J. Clin. Pathol., 16: 40-49.

Doumas, B.T., W.A. Watson and H.G. Biggs, 1971. Albumin standards and the measurement of serum
albumin with bromcresol green. Clin. Chim. Acta, 31: 87-96.

Reitman, S. and S. Frankel, 1957. A colorimetric method for the determination of serum glutamic
oxalacetic and glutamic pyruvic transaminases. Am. J. Clin. Pathol., 28: 56-63.

Shephard, M.D., M.J. Peake and R.N. Walmsley, 1986. Quantitative method for determining serum
alkaline phosphatase isoenzyme activity Il. Development and clinical application of method for
measuring four serum alkaline phosphatase isoenzymes. J. Clin. Pathol., 39: 1031-1038.

Levitt, D. and M. Levitt, 2014. Quantitative assessment of the multiple processes responsible for
bilirubin homeostasis in health and disease. Clin. Exp. Gastroenterol., 7: 307-328.

Wootton, I.D.P., H. Freeman and E.J. King, 1982. Microanalysis in Medical Biochemistry. 6th Edn.,
Churchill Livingstone, Edinburgh, Scotland, ISBN: 9780443026614, Pages: 297.

Fawcett, J.K. and J.E. Scott, 1960. A rapid and precise method for the determination of urea. J. Clin.
Pathol., 13: 156-159.

Evans, R.T., 1968. Manual and automated methods for measuring urea based on a modification of its
reaction with diacetyl monoxime and thiosemicarbazide. J. Clin. Pathol., 21: 527-529.

Ozer, J., M. Ratner, M. Shaw, W. Bailey and S. Schomaker, 2008. The current state of serum biomarkers
of hepatotoxicity. Toxicology, 245: 194-205.

Sharp, P.E., M.C. La Regina and M.A. Suckow, 1998. The Laboratory Rat. CRC Press, Boca Raton, Florida,
ISBN: 9780849325656, Pages: 214.

Olusanya, AR, B.S. Ifeoluwa, J.A. Aboyewa and B. Khadijat, 2018. Antidiabetic and Safety Properties
of Ethanolic Leaf Extract of Corchorus olitorius in Alloxan-Induced Diabetic Rats. In: Diabetes Food
Plan, Waisundara, V. (Ed.), IntechOpen, London, United Kingdom, ISBN-13: 978-1-78923-275-2,
pp: 57-70.

https://doi.org/10.3923/asb.2024.298.303 | Page 303



