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Abstract
Background: Consumption of medicinal plants has diverse therapeutic benefits and could also have toxic effect.
Justicia carnea is a medicinal plant that is used conventionally as blood tonic from time immemorial in Nigeria. The
aim of this study is to evaluate the safety of ethanol extract of J. carnea leaf assessing the hematology indices,
organ antioxidant system and histology in healthy male wistar rats.
Methods: Powdered sample was extracted using absolute ethanol and concentrated to obtain a slurry paste of J.
carnea ethanol extracts. Acute toxicity was determined in two phases using Lorke method. In subacute study, rats
were randomized into six groups of five rats per group: Group 1 (control) received distilled water, group 2, 3, 4, 5, 6
received 50, 100, 500, 800 and 1200 mg/kg body weight of J. carnea ethanol extract once daily using oral gavage.
At the end of 14th day of administration, rats were allowed to fast overnight, sacrificed to collect samples for
biochemical analysis and histopathological examination.
Results: The LD50 of extract was greater than 5000 mg/kg body weight. Higher doses (> 500 mg/kg) of extract
significantly (p < 0.05) increased RBC, hemoglobin and platelet compared to the control. Liver superoxide dismutase
(SOD) activity was significantly (p < 0.05) increased at 1200 mg/kg while other tested doses caused no detrimental
effect on glutathione, catalase, SOD and malondialdehyde level in liver and kidney. Histopathological examination
of liver and kidney showed mild to severe pathological lesion in a dose dependent manner.
Conclusions: The results of this study suggests that ethanol extract of J. carnea leaf is relatively safe, could be
beneficial in alleviating hematology related abnormalities without causing adverse effects on endogenous
antioxidant system. However, caution should be taken as higher dose at 1200 mg/kg could cause noticeable tissue
injury.
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Background
In recent time, copious attention has been focused on the
use of medicinal plants in the management and treatment
of ailments such as anemia, diabetes and malaria. Due to
the local availability, easy access and relatively low cost,
medicinal plants are gaining attentions in health care
programmes. Based on estimation by World Health
Organization (WHO), larger percentage (between 80 and
90%) of the world’s population especially in developing
countries depends on traditional system of medicine [1, 2].
Despite the therapeutic importance of medicinal plants,
toxic substances have been shown to be present in large
numbers of plants investigated [3]. Contamination of medicinal plant could be as a result of contaminants (such as
heavy metals, aflatoxin and pathogenic microbes) from soil
and manner of herbal preparations [4].
Consumption of medicinal plants without scrutinizing
its efficacy and safety can result in unexpected toxic
effects resulting in physiology changes of different
organs in the body. Liver and kidney are the main
targets of toxicants because they are respectively
involved in biotransformation and excretion of xenobiotics. Hepatic and renal damage has been recently linked
with the use of medicinal plants in the treatment of
various diseases [5, 6].
Justicia carnea (belonging to Acanthaceae family) is a
flowering plant consisting ~ 600 species that are widely
distributed in the tropics and subtropics [7]. In various
parts of Africa, several species of Justicia are used in
traditional medicine for the treatment of anemia, inflammation, fever, diarrhea, liver diseases and arthritis respiratory and gastrointestinal disorder [8, 9]. Recently, it
has also been reported that the species possess cardioprotective properties, antioxidant and are generally rich
in vitamins and minerals [10–12].
In Nigeria, the leaf of Justicia carnea is usually prepared with edible vegetables to make soup, boiled separately in water to make tea or prepared by cooking with
other medicinal plants for therapeutic purposes. Despite
the avalanche use of medicinal plant, preliminary toxicity
studies remain essential tools to ensure safe consumption and prevent unexpected toxicity that could arise
from long term exposure. The aim of this study is to
evaluate the effects of J. carnea leaf extract on
hematology indices and organ antioxidant system in
healthy wistar rats.
Methods
Plant sample

Fresh leaves of Justicia carnea were collected from
Okitipupa area Ondo State. The fresh leaves were thoroughly washed under running tap, air dried under shade,
pulverized and extracted with ethanol. Extraction was
carried out by maceration (72 h) following the method
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of Onoagbe et al., [13]. Powdered sample (1000 g) was
soaked in absolute ethanol (3000 mL) with constant
stirring. After 72 h of soaking, the wine (dark purplish
red) colored filtrate was filtered using a double cheese
cloth, concentrated under reduced pressure using rotary
evaporator and subsequently water bath at 40 °C to
obtain a slurry (dark purple) extract termed Justicia
carnea ethanol extract (JCEE).
Experimental animals

A total number of forty two (42) male albino rats weighing between 120 and 170 g were used in this study.
These animals were obtained from the animal house of
the Department of Chemical Sciences, Ladoke Akintola
University of Technology Ogbomoso Oyo State, Nigeria.
The animals were randomly distributed into cages and
allowed to acclimatize for 2 weeks in a well ventilated
room under natural lighting condition. The animals
were allowed free access to rat chow and water ad libitum. Treatments of experimental animals were in accordance with the Principle of Laboratory Animal Care
manual guide of National Institute of Health [14] as approved by the Institution Research Ethics committee.
Toxicity study

Oral acute toxicity study on J. carnea ethanol extract
(JCEE) was carried out according to Lorke [15] method
using the total of twelve (12) albino rats in two phases.
In phase I, rats were randomized into 3 groups of 3 rats
per group. Rats in the 3 different groups received 10,
100 and 1000 mg/kg body weight of JCEE orally using
oral gavage. The animals were initially examined for any
signs of toxicity after 60 min of administration and further observed for a period of 24 h. The absence of rat
mortality in phase I necessitated the conduct of the second phase. In phase two, three rats were separated into
3 groups of one rat per group. Each of the rats received
1500, 2900 and 5000 mg/kg body weight of JCEE respectively and examined within 24 h for manifestation of
toxicity. Rats were further observed for extended hours
of 48 h to see if mortality would occur. In sub-acute
toxicity study, total of thirty (30) rats were randomized
into six groups of five rats per group: Group 1 served as
control and was administered with 1 ml of distilled water
(dH2O). Group 2, 3, 4, 5, 6 were respectively administered orally with 50, 100, 500, 800 and 1200 mg/kg
body weight of JCEE once daily for 14 days using an
oral gavage. Rats were routinely observed for signs of
toxicity.
Experiment termination and biochemical analysis

At the end of the 14th day of administration, the rats
were allowed to fast overnight and sacrificed the following morning by anesthetizing each rat in a closed
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chamber containing drops of chloroform. Each rat was
dissected and blood samples were collected by cardiac
puncture using 5 mL into tubes containing ethylenediaminetetraacetic acid (EDTA) for hematological analysis.
The liver and kidneys were excised and rinsed immediately in a normal saline (0.9% Nacl) to remove blood
stain, dried between layers of Whatman filter paper,
weighed and homogenized to obtain the supernatant
for biochemical analysis. Section of livers and kidneys
were excised and fixed in 10% formalin for histopathology examination.
Hematological analysis

The haematological indices of the blood samples were
determined using an automated URIT – 2900 Plus 3
Differential Haematological Analyzer. Parameter that
were determined include total haemoglobin concentration (HGB), packed cell volume (PCV), red blood cell
count (RBC), mean corpuscular haemoglobin (MCH),
mean corpuscular haemoglobin concentration (MCHC),
mean corpuscular volume (MCV), white blood cell
count (WBC), Lymphocyte count (LYM), MID – sized
cell (MID), Granulocyte Count (GRM) and platelet
count (PLT).
Total protein

Total protein concentration in tissue homogenates were
determined using biuret method Tietz [16]. The
principle is based on the formation of coloured complex
when protein peptide interacts with cupric ions in an alkaline medium. Sample (or standard solution) (0.01 ml)
was mixed with diluted (1:4 v/v distilled water) biuret reagent (100 mM sodium hydroxide, 16 mM sodiumpotassium tartrate, 15 mM potassium iodide and 6 mM
copper sulphate). The mixture was incubated at 28 °C
for 30 min and the absorbance read at 550 nm against
the reagent blank.
Total protein ¼

Absorbance of sample
Absorbance of standard
 Concentration of standard

Oxidative stress markers
Catalase activity

Catalase activity (U/ml) was measured following the
method of Sinha [17]. The principle is based on the reduction of dichromate in a weak acid medium (acetic acid) to
chromic acetate which is further heated in the presence of
hydrogen peroxide to form an unstable intermediate (perchromic acid) that can be monitored spectrophotometrically at 620 nm. In a reaction mixture containing 0.01 M
phosphate buffer (pH 7.0), 0.5 ml of 0.2 M H2O2 and 0.4
ml distilled water, 0.5 ml of sample was added. The
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reaction is terminated by the addition of 2 ml of dichromoacetic acid mixture (potassium dichromate (5%) and
glacial acetic acid; 1:3 v/v) and heated at 60 °C for 10 min.
Absorbance reading was taken at 620 nm regularly at an
interval of 1 min against reagent blank. The catalase activity was calculated using the expression:
Catalase activity ðU=mlÞ ¼

ΔA= min  TV
ε  SV  TP

Note: ΔA = change in absorbance, TV = total volume,
TP = total protein, SV = sample volume, ɛ = molar
extinction = 40 M− 1 cm− 1.
Superoxide dismutase (SOD) activity

Superoxide dismutase was carried out using the method
of Sun and Zigma [18]. SOD activity was determined by
its ability to inhibit the auto-oxidation of epinephrine
determined by the increase in absorbance at 480 nm.
Total reaction mixture of 3 ml contained 2.95 ml of 0.05
M sodium carbonate buffer (pH 10.2), 0.02 ml tissue
sample and 0.03 ml of epinephrine (2 mM) in 0.005 N
HCl was used to initiate the reaction. The reference
cuvette contained 2.95 ml buffer, 0.03 ml of substrate
(epinephrine) and 0.02 ml of water. The absorbance was
taken at interval of 1 min for 3 min at 480 nm.
SOD activity ðU=ml=mg proteinÞ
ΔA= min  TV
¼
ε  SV  TP
Note: ΔA = change in absorbance, TV = total volume,
SV = sample volume, ɛ = molar extinction = 4020 M− 1
cm− 1, TP = total protein.
Reduced glutathione (GSH)

The concentration of reduced glutathione content of the
tissues was estimated according to Sedlak and Lindsay
[19] method. Exactly 1.0 ml of tissues (liver and kidney)
was deproteinised using 0.1 ml of 10% TCA and centrifuged at 650×g for 5 min to obtain supernatant. Further,
0.5 ml of supernatant was treated with 0.5 ml of Ellmans
reagent (containing 19.8 mg of 5′,5′ – dithiobis - (2nitrobenzoic acid) (DTNB) in 100 ml of 0.1% sodium nitrate) and 3.0 ml of phosphate buffer (0.2 M, pH 8.0).
The absorbance was read at 412 nm against the reagent
blank.
Concentration o f reduced GSH ¼

ðΔA  TVÞ
ðε  SV  TPÞ

Note: ΔA = change in absorbance, TV = total volume,
SV = sample volume, TP = total protein, ɛ = molar
extinction =1.34 × 104 M− 1 cm− 1.
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Malondialdehyde

Lipid peroxidation was determined by measuring the
formation of thiobarbituric acid reactive substances
(TBARS) according to the method described by Buege
and Aust [20]. Briefly, 1.0 ml of the sample was mixed
with 2 ml of TCA-TBA-HCl reagent (0.37% thiobarbituric acid, 15% trichloroacetic acid and 0.24 N HCl in 1:1:
1) and boiled at 100 °C in a water bath for 15 min. The
mixture was allowed to cool and centrifuged at 650×g
for 10 min to obtain the supernatant. The absorbance of
the supernatant was measured against reagent blank at
532 nm.
Malondialdehyde ¼

ðA  TVÞ
ðε  SV  TP

Extinction coefficient (ε) of MDA – TBA complex =
1.56 × 105 M− 1 cm− 1.
Where, A = absorbance, TV = total volume, SV = sample volume, ɛ = extinction coefficient, TP = total protein.
Histopathological examination

The liver and kidneys excised from all the experimental
rats were fixed in a labeled sample bottles containing
10% formalin and processed for histological examination. Tissues were processed automatically using automatic tissue processor (Leica TP 1020) and allowed to
pass through varying percentage of alcohol and absolute
alcohol for the purpose of dehydration following dewaxing in Xylene for 15 mins. Tissues were stained with
haematoxylin and eosin, mounted on glass slides and
examined under a standard light microscope.
Statistical analysis

Data were analyzed using one-way analysis of variance
(ANOVA) using Statistical Product and Service Solutions (SPSS) version 17.0 and results were expressed as
mean ± SEM. Differences between means were considered to be significant at (p < 0.05) using LSD (Least
Square Difference) post hoc test.

Results
Acute toxicity result

Results obtained from the acute oral toxicity study
revealed tolerance of experimental rat to acute administration of J. carnea ethanol extracts since no mortality
Table 1 Acute oral toxicity of ethanol extracts of J. carnea
Extract Phase I

Phase II

Dose (mg/kg bw.) Mortality Dose (mg/kg bw.) Mortality
JCEE

10

0/3

1600

0/1

100

0/3

2900

0/1

1000

0/3

5000

0/1

Table 2 Effects of J. carnea leaf ethanol extract on the weight
of liver and kidney
Group

Weight of Organs (grams)
Liver

Kidney

Control (1 ml dH2O)

5.47 ± 0.21

1.19 ± 0.06

50 (mg/kg)

8.18 ± 0.25*

1.30 ± 0.05

100 (mg/kg)

7.05 ± 0.30*

1.22 ± 0.01

500 (mg/kg)

6.10 ± 0.46

1.10 ± 0.04

800 (mg/kg)

5.95 ± 0.69

0.85 ± 0.06*

1200 (mg/kg)

4.37 ± 0.33

0.88 ± 0.05

Data are presented as mean ± SEM, n = 5 determinations. Values with asterisk
(*) in the same column indicate significant difference (p < 0.05) compared
to control

and signs of toxicity were observed after 24 h (Table 1).
Mean lethal dose of the extract was found to be above
5000 mg/kg body weight (bw).
Organ weights

The weight of liver and kidney of rats were measured
immediately after excising the organs and is presented in
Table 2. Rats that received 50 and 100 mg/kg body
weight JCEE showed significant (p < 0.05) increase in
liver weight while other doses showed no significant difference compared to the control. Kidney weight of rats
treated with JCEE showed no significant difference with
exception in 800 mg/kg JCEE that demonstrated significant reduction.
Hematology indices

The result of hematology indices is presented in Table 3.
Ethanol extracts of J. carnea leaf increased RBC,
hemoglobin and platelet with significant increase
(p < 0.05) in groups that received higher dose (> 500 mg/
kg b.w) of extract compared to the control. WBC reduced in rats treated with doses of J. carnea with significant decrease (p < 0.05) in rats that received 50, 100 and
1200 mg/kg body weight. Relative to control, lymphocyte
and granulocyte exhibited no significant difference in all
doses while MID was elevated in treated groups with
significant increase in rats administered with 500 and
800 mg/kg body weight. Packed cell volume (PCV) and
mean corpuscular volume (MCV) in treated rats with
JCEE were statistically unperturbed compared to the
control. Mean corpuscular hemoglobin (MCH) and
mean corpuscular hemoglobin concentration (MCHC)
showed significant (p < 0.05) increased at 50 mg/kg
while doses greater than 100 mg/kg showed no significant difference compared to the control.
Total protein and antioxidant system in organs

The effects of ethanol extract of J. carnea leaf on total
protein concentration and antioxidant system in liver
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Table 3 Effects of ethanol extracts of J. carnea leaf on hematology parameters
Group

Control

50 mg/kg

100 mg/kg

500 mg/kg

800 mg/kg

1200 mg/kg

WBC (*109/L)

22.35 ± 2.34

16.17 ± 1.90*

13.20 ± 1.91*

17.55 ± 1.18

20.10 ± 1.10

15.65 ± 1.76*

LYM (%)

82.85 ± 3.84

78.25 ± 2.45

85.10 ± 1.56

72.65 ± 6.90

73.5 ± 1.44

83.75 ± 1.41

MID (%)

10.10 ± 1.59

10.40 ± 0.12

10.65 ± 1.47

15.35 ± 2.92*

17.5 ± 1.67*

9.75 ± 0.10

Parameters

GRAN (%)

7.10 ± 2.25

11.35 ± 1.30

4.25 ± 0.09

12.00 ± 3.98

9.00 ± 0.23

6.50 ± 1.33

RBC (*1012/L)

5.42 ± 1.27

4.46 ± 2.19

5.32 ± 1.16

7.81 ± 0.25*

8.00 ± 0.36*

7.50 ± 0.06*

HGB (g/dL)

13.03 ± 0.72

13.60 ± 1.04

14.00 ± 0.23

14.05 ± 0.95

14.20 ± 0.52*

13.95 ± 0.66

PLT (*109/L)

422.50 ± 33.20

532.67 ± 74.19

689.50 ± 1.44*

719.00 ± 95.84*

637.00 ± 54.27*

630.00 ± 56.58*

PCV (%)

34.20 ± 5.83

37.00 ± 12.47

34.95 ± 5.17

43.70 ± 1.21

45.60 ± 1.15

43.70 ± 1.39

MCV (fL)

66.55 ± 4.88

70.45 ± 6.61

69.40 ± 5.37

56.10 ± 0.23

56.70 ± 1.44

56.25 ± 1.07

MCH (pg)

27.10 ± 5.14

95.77 ± 6.22*

31.00 ± 7.22

17.90 ± 0.64

17.70 ± 0.17

17.90 ± 0.64

MCHC (g/dL)

39.75 ± 4.82

104.05 ± 10.70*

43.10 ± 7.04

32.00 ± 1.27

31.40 ± 0.52

31.80 ± 0.52

Data are presented as mean ± SEM in n = 5 determinations. Values with asterisk (*) between groups indicate significant difference (p < 0.05) compared to control
WBC white blood cell count: LYM lymphocyte count: MID Mid – sized cell: GRAN granulocyte Count: RBC red blood cell count: HGB hemoglobin: PLT platelet count:
PCV packed cell volume: MCV mean corpuscular volume: MCH mean corpuscular haemoglobin and MCHC mean corpuscular haemoglobin concentration

and kidney of normal wistar rat is presented in Table 4.
Compared to the control, total protein in liver and kidney were statistically not altered except rats that were
administered with 1200 mg/kg JCEE that showed significant (p < 0.05) decrease in the liver. Except the group
that received 1200 mg/kg JCEE which showed significant
(p < 0.05) elevation of SOD and MDA in the liver, other
doses (< 1200 mg/kg) demonstrated no significant difference compared to the control. In the kidney, SOD and
MDA level were indistinguishable compared to the control except SOD level in rats that received 800 mg/kg
JCEE that reduced significantly (p < 0.05). While graded
doses of J. carnea ethanol extract showed no significant
difference in the liver and kidney GSH compared to the
control, only rats that received 1200 mg/kg body weight

JCEE statistically decreased in the kidney. Liver and
kidney in all treated groups maintained similar activities
of catalase (CAT) compared to the control.
Histopathological studies

Photomicrograph of liver sections stained with haematoxylin and eosin (H & E) are presented in Fig. 1. Relative to the control, liver of rats treated with doses of J.
carnea ethanol extract showed varied degree of hepatic
injury in a dose dependent manner. With exception of
low doses that showed normal morphology of the hepatocyte and sinusoid that is not infiltrated, high doses of
extract greater than 500 mg/kg showed mild fat congestion in the central venules with liver parenchyma showing area of hemorrhage compared to the control. The

Table 4 Effects of JCEE on protein and antioxidant system in liver and kidney of healthy wistar rats
Groups
Control (1 ml dH2O)
50 (mg/kg)

100 (mg/kg)

500 (mg/kg)

800 (mg/kg)

1200 (mg/kg)

Organ

Total protein
(g/l)

GSH (μmol/g
of protein)

CAT (U/g
of protein)

SOD (U/g
of protein)

MDA (μmol/g of protein)
× 103

Liver

50.86 ± 3.99

0.87 ± 0.11

3.00 ± 0.10

1.97 ± 1.08

29.81 ± 4.84

Kidney

61.49 ± 19.91

1.09 ± 0.37

3.08 ± 1.24

4.25 ± 0.58

16.19 ± 3.76

Liver

50.52 ± 8.74

0.84 ± 0.06

3.57 ± 1.74

2.36 ± 0.74

26.15 ± 2.36

Kidney

52.85 ± 8.59

0.71 ± 0.14

3.98 ± 1.07

3.21 ± 0.44

20.01 ± 3.03

Liver

49.53 ± 2.72

0.48 ± 0.09

1.91 ± 0.95

2.51 ± 1.42

27.66 ± 10.49

Kidney

49.86 ± 4.35

0.61 ± 0.09

3.57 ± 0.14

1.44 ± 0.52

15.17 ± 4.05

Liver

43.54 ± 3.32

0.68 ± 0.19

3.37 ± 0.83

3.79 ± 0.59

42.85 ± 5.49

Kidney

49.19 ± 1.33

0.99 ± 0.17

3.10 ± 0.58

4.56 ± 1.62

19.05 ± 8.45

Liver

42.89 ± 2.64

0.78 ± 0.08

2.93 ± 0.13

3.53 ± 1.29

43.70 ± 4.28

Kidney

50.19 ± 2.66

0.85 ± 0.16

3.83 ± 0.27

1.00 ± 0.35*

23.01 ± 8.86

Liver

38.22 ± 3.52*

0.86 ± 0.19

3.65 ± 0.81

5.38 ± 2.06*

48.98 ± 5.66 *

Kidney

52.85 ± 3. 50

0.48 ± 0.02*

3.80 ± 0.47

3.97 ± 3.56

23.35 ± 8.33

Data are presented as mean ± SEM: n = 5 determinations. Values with asterisk (*) in the same column indicate significant difference (p < 0.05) compared to control
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Fig. 1 Photomicrograph of a liver sections stained with Haematoxylin and Eosin (Mag. × 400). The Portal triad (blue arrow) composed of the
hepatic vein and artery as well as the bile duct (PT), the well distributed hepatocytes (H) (yellow arrow) and hepatic sinusoids (black arrow) are
demonstrated across study groups. Control treatment showed normal central venules without congestion, the morphology of the hepatocytes
appear normal, the sinusoids appear normal with no observable form of infiltration and no observable pathological lesion seen. 50 mg/kg-1200
mg/kg treatments relative to control showed varied degree of hepatic injury that is dose dependent. In these groups, from mild to severe order;
shows observable congested portal vein, the liver parenchyma showed area of harmorrhage, the morphology of the hepatocytes appear
pyknotic, some show mild fat infiltration (red arrow) the sinusoids appear fibrotic with infiltration of inflammatory red cells (red arrow). Summarily,
experimental group shows some degenerative changes that can be termed as necrosis, some mild fibrosis and hemorrhage characterized by the
presences of infiltrated red hemorrhagic and inflammatory cells. Also observed is a distortion in the walls of the blood vessels (red arrow),
pyknotic hepatocytes and signs of inflammation (red arrow)

kidney of rats treated with doses of J. carnea ethanol extract revealed dose dependent degree of renal injury
(Fig. 2). From mild to severe order, the graded doses
showed distorted renal cortex with collapsed renal glomeruli and dillated capsular spaces. The renal tubules and
interstitial spaces appears distorted with presence of red
inflammatory cells infiltrating the renal interstitial spaces
as well as focal sclerosis of renal glomeruli with associated degeration of the glomerular membrane.

Discussion
This research focused on the safety and in – vivo antioxidant status of healthy albino rats exposed to J. carnea
leaf ethanol extract. In an acute exposure of experimental rats to single oral doses of extract, no mortality and
signs of adverse effects were observed. The higher LD50
(> 5000 mg/kg body weight) of J. carnea leaf ethanol
extract suggested that the ethanol extract is experimentally safe and not toxic. This is in agreement with study
of Anthonia et al., [21] who obtained LD50 above 5000
mg/kg for aqueous extracts of J. carnea leaf. According
to acute toxicity grading standards, LD50 of substances

greater than 5000 mg/kg is practically considered nontoxic [22, 23].
The weight of organs (liver and kidney) reduced steadily in a concentration dependent manner. The gradual
decrease in the weight of organs following short-term
exposure of J. carnea leaf ethanol extract may be attributed to adaptive response of the organs arising from
daily dosage of the extract or its metabolites within their
body. The non significant decrease observed in this
study is in consonance with the work of Onyeabo et al.,
[9] who also reported no significant difference in the
relative weights of liver and kidney.
The hematopoietic systems represent a sensitive target
of toxic compounds and an essential index of physiological and pathological status in experimental animals
[24]. Ethanol extract of J. carnea leaf elevated red blood
cell, hemoglobin, packed cell volume and platelet count
with significant increase at higher doses of extracts compared to the control. This is in agreement with previous
work on the reversed effect of J. carnea leaf extract on
anaemia – induced experimental rat [9, 21]. The possible
anti-anaemic property of the leaf could be linked to the
improved hemoglobin, PCV and RBC observed in this
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Fig. 2 Photomicrographs of kidney sections stained with Haematoxylin and Eosin (Mag. × 400). Control treated group showed normal
micromorphological sections. The renal cortex showed normal glomeruli with mesangial cells and capsular spaces appeared normal (white
arrow), the renal tubules appear normal (blue arrow) and interstitial spaces also observed normal (black arrow). No observable focal sclerosis of
renal glomeruli, capsular spaces around the glomerulus appears normal with distinct layering of renal microcellular structures. 50 mg/kg-1200 mg/
kg treatment relative to control treatment showed varied degree of renal injury that is dose dependent. In these groups, from mild to severe
order; the renal cortex appears distorted, Renal glomeruli and dillated capsular spaces appeared collapsed with characteristic pyknosis of the
mesangial cells, The renal tubules, interstitial spaces, appears distorted with presence of red inflammatory cells, hemorrhagic cells infiltrating the
renal interstitial spaces as well as focal sclerosis of renal glomeruli with associated degeration of the glomerular membrane (red arrows)

study. Several medicinal plants such as Xylopia aethiopica [25], Tectona grandis [26] and extracts of M. indica,
A. hybridus and T. occidentalis [27] have also been
reported to elevate RBC, hemoglobin and packed cell
volume. The blood stimulating effects could be due to
the presence of dietary bioactive constituents that stimulate activities of haematopoietic cells and stabilization of
blood in circulation [21].
White blood cell counts usually increases following
foreign invaders (pathogens) resulting in normal body
physiological response which boost the body’s defense
mechanisms [28, 29]. Decreased white blood cell count
was obtained in this report, the level of lymphocyte and
granulocyte was not altered by the extract while MID –
sized cell was significantly elevated at 500 and 800 mg/
kg dose. The levels of white blood cell count, lymphocyte, granulocyte and MID could indicate that ethanol
extract of J. carnea leaf pose no toxicity or sub – acute
inflammation to the overall defense mechanism and immunity of the experimental rats. Furthermore, increased
MID by the extracts could indicate macrophage formation ability and pathogenic scavenging role.
From this study, the significant increase in platelet
counts suggested that the extract could be useful in

preventing excessive blood loss (through blood clotting)
and resistance of capillary membranes to leakage of red
cells when blood vessels are damaged. Macrocytic and
hypochromic anemia usually results due to increased
mean corpuscular volume (MCV) and decrease in mean
corpuscular hemoglobin concentration [30]. In this
report, MCV, MCH and MCHC in treated group were
not altered compared to the control. However, lowest
(50 mg/kg) dose of extract significantly elevated MCH
and MCHC.
The indistinguishable differences of total protein in
the liver and kidney of rats treated with ethanol extract
of J. carnea could indicate that the plant extract did not
alter protein synthetic function of the organs. Significant
(P < 0.05) decrease observed in liver total protein of rat
administered with 1200 mg/kg of extract could be due to
intrinsic factors in-vivo that might not necessarily indicate adverse reaction of the extracts. The significant
decrease in kidney GSH at 1200 mg/kg could be due to
ample dietary bioactive constituents in the extract that
requires frequent conjugation of GSH in the cell or
oxidation to oxidized glutathione (GSSG). Previously, J.
carnea leaf has been reported to contain high quantity
of phytochemical constituents (such as saponins,
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alkaloids and terpenoids), vitamins (A, C and E) and
minerals [9, 10]. In-vivo studies have revealed that radicals produced from these dietary antioxidants are constantly regenerated back to their active form by GSH in
the ascorbate – glutathione cycle. The ability of glutathione to regenerate these dietary antioxidants has been
linked to the redox state of glutathione disulphideglutathione couple (GSSG/GSH) ratio [31]. Paradoxically, oxidation of GSH has been reported to occur when
GSH interact with metal ions thereby generating superoxide anions from the transfer of electrons from the
metal ions to molecular oxygen [32]. As a consequence,
depletion of reduced glutathione (GSH) either by
removal from the cell or oxidation to GSSG could
eventually lead to mild oxidative stress in cells and
tissues [33, 34].
Elevated activity of catalase in liver and kidney across
tested doses of J. carnea ethanol extract showed no significant effect compared to the control. This suggested
that the extract did not alter tissue function in converting harmful hydrogen peroxide to water and oxygen.
Superoxide dismutase (SOD) activities were elevated
across all doses in the liver with significant (p < 0.05) difference only observed in the highest dose (1200 mg/kg)
while kidney showed no significant difference compared
to the control. This could possibly indicate SOD stimulating effects of J. carnea leaf ethanol extract. SOD is
involved in the dismutation of the highly reactive superoxide anion to molecular oxygen (O2) and to less reactive hydrogen peroxides (H2O2) species, whereas CAT
removes hydrogen peroxide (H2O2) and toxic hydroxyl
radical into water molecule [35].
The liver and kidney of rats administered with 500
mg/kg JCEE and above demonstrated slight increase in
MDA level with significant (P < 0.05) increase only
observed in the liver of rats that received 1200 mg/kg of
extract. The significant increase in MDA level at 1200
mg/kg might be due to the presence of active secondary
metabolites in the extracts that could have acted as prooxidant. Consequently, the effects of the extract on
MDA level could indicate damage to cell membrane
lipids of the hepatocyte which could result to increased
generation of reactive oxygen species (ROS). It has
been reported previously that under certain conditions, dietary antioxidants such as ascorbic acid,
tocopherol and carotenoids could act, occasionally, as
pro-oxidants to initiate slight degree of oxidative
stress microenvironment. However, the mechanism
by which phytochemicals act as prooxidants in-vivo is
still under investigation [25].
The liver histopathological examination of the groups
treated with J. carnea ethanol extract (JCEE) leaf showed
normal liver architecture with slight abnormalities (such as
mild fat congestion and hemorrhage) in the central venules
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of groups that received high doses. Corroborating with the
results of the antioxidant system and weight of the liver, continuous exposure to higher dose (1200 mg/kg) of JCEE could
result in hepatic damage. While the renal tubules across the
tested groups were normal with the interstitial spaces showing moderate congestion and hemorrhage, there appeared
some abnormalities in the renal cortex (such as few sclerotic
glomeruli with moderately dilated capsular spaces) resulting
in fair architectural structure of the kidney (Fig. 2). The result from the kidney histology could be due to the presence
of active secondary metabolites and daily dosing of the extract. Further study assessing the kidney indices (urea, creatinine and electrolytes) is however encouraged to ascertain
the safety of the plant extract on renal function.

Conclusions
In conclusion, oral acute administration of J. carnea ethanol
extract is safe because neither mortality nor any signs of toxicity were observed in experimental rats. The Hematological
system and antioxidant status of rats following 14 days of
sub-acute exposure tolerated the ethanol extract of J. carnea
leaf. While histology of organs showed no adverse pathological lesions in the internal organs of rats, higher dose
(1200 mg/kg) over a period of time could cause noticeable
liver and kidney injury. This study has confirmed the safety
of ethanol extract of J. carnea leaf and validates its conventional use as blood booster. However, serious caution of the
dose should be taken into consideration when extrapolating
this result for human consumption.
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