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ABSTRACT
Background: Diabetes mellitus  (DM) is a heterogeneous metabolic 
disorder occurring due to absolute or relative deficiency of insulin and 
causing chronic hyperglycemia that leads to crippling complications 
associated with morbidity and mortality. Objectives: The objective of 
the present work is to investigate the comparative antihyperglycemic 
effects of Pleurotus ostreatus, Nigella sativa, and Zingiber officinale with 
metformin. Materials and Methods: The study was conducted from 
June 2017 to February 2018. In this study, rats were divided into six groups 
according to the treatment regimen. Each group comprised five rats. 
Serum analysis of glucose was conducted during the treatment. After 
animals were sacrificed, histopathological examination of the pancreas 
was carried out. Results: Histopathological examination showed that 
streptozotocin caused damage to pancreatic beta‑cells which secrete 
the insulin. Treatment with metformin, N. sativa, mushroom, and 
ginger produced a significant improvement in the function of these 
cells, regeneration of cells, and decrease in serum glucose levels. 
Conclusion: In two groups, N. sativa and ginger, regeneration of beta 
islets was observed, along with a significant reduction in the serum 
glucose levels, which was found in other groups as well.
Key words: Diabetes mellitus, metformin, Nigella sativa, Pleurotus 
ostreatus, Zingiber officinale

SUMMARY
•  Nigella sativa, ginger, and mushroom have been shown to possess potent 

antidiabetic effect as compared to metformin
•  N. sativa and ginger also caused the regeneration of beta islets of Langerhans 

in the pancreas
•  N. sativa and ginger ameliorated the streptozotocin (STZ)‑induced alterations

•  N. sativa, ginger, and mushroom abrogated the STZ‑induced insulin defect 
in the pancreas

•  N. sativa, ginger, and mushroom attenuated the oxidative stress induced by STZ.

Abbreviations Used: DM: Diabetes mellitus; ROS: Reactive 
oxygen species; RNS: Reactive nitrogen 
species; AMPK: Activated protein kinase; 
STZ: Streptozotocin; RPM: Round per minute.
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INTRODUCTION
Diabetes mellitus  (DM) is a dangerous metabolic disorder causing 
various complications, which significantly increases morbidity and 
mortality. DM characteristic features include increased serum glucose 
concentrations due to absolute or relative deficiency of insulin, 
causing biotransformation abnormalities in the glucose, fat, and 
proteins, characterized by hyperglycemia and dyslipidemia.[1] The 
glucose metabolism disorders can cause different complications, such 
as ketoacidosis, hyperosmolar coma, macro‑  and micro‑angiopathy, 
nephropathy, neuropathy, and recurrent infections. These complications 
are the main reasons of illness and death in diabetic patients.[2,3]

In Type  I DM, there is an absolute deficiency of insulin secretion due 
to the autoimmune destruction of beta pancreatic cells that lead to 
metabolic disturbances, especially affecting glucose homeostasis.[4]

In Type II DM, some mechanisms get damaged which regulate the cell 
sensitivity to insulin that ultimately leads to insufficient insulin secretion 
by the pancreatic beta cells, insulin dysfunction, and delayed insulin 

secretion through insulin resistance.[5] One of the known main culprits 
which damage the homeostatic mechanisms is oxidative stress.
Oxidative stress plays an important role in the development of 
complications in diabetes, particularly Type II diabetes.[6]

It has been found in several studies that DM is associated with 
oxidative stress, which causes increased production of free radicals, 
such as superoxide radical, hydrogen peroxide, and hydroxyl radical, or 
decreased antioxidant defense mechanism.[7,8] Role of oxidative stress in 
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the pathophysiology of DM is not merely due to free radical production 
but also due to nonenzymatic protein glycation, damaged antioxidant 
enzyme system, and formation of peroxides.[9]

Free radicals are classified into reactive oxygen species, reactive nitrogen 
species (RNS),[10] and reactive chlorine species (RCS).[11]

In some conditions, oxygen may kill the cells when it produces reactive 
species which causes necrosis and ultimately the cell death. RNS and 
RCS also cause oxidation by the generation of some mechanisms which 
interfere with the normal physiological mechanisms in the cell.[12]

Several studies have found an effective role of polyphenols and 
antioxidants in reducing the oxidative stress by reducing the generation 
of free radicals.[13]

Metformin is a very well‑known effective drug which reduces the 
serum glucose levels by targeting the insulin resistance and reduces 
gluconeogenesis in the liver. This effect is found to be due to the activation 
of activated protein kinase (AMPK).[14] AMPK is an enzyme that plays 
an important role in insulin signaling, whole‑body energy balance, and 
metabolism of glucose.[15]

Mushrooms are an important component of the human meals 
due to their nutritional and medicinal value. They are a source of 
compounds responsible for antimicrobial, antioxidant, antitumor, and 
anti‑inflammatory characteristics.[16‑23] Pleurotus ostreatus revealed 
antitumor activity and hypoglycemic effects in experimentally induced 
diabetes.[24,25] P. ostreatus (oyster mushroom) is increasingly considered 
as an important food product with a significant role in human health and 
diet.[26] It is generally accepted that lowering high plasma cholesterol levels 
plays a significant role in preventing atherosclerosis. Oyster mushrooms 
are an ideal dietary substance for the prevention and treatment of 
hypercholesterolemia due to high content of dietary fiber, sterol, 
proteins, and microelements.[27]   The fact that lovastatin is present in high 
proportions in this mushroom is makes it an important food supplement 
for patients suffering from hypercholesterolemia.[28] Mushrooms being 
neither plant nor animal have been placed in a kingdom called Myceteae. 
Among fungi, mushroom fungus is more prominent because it is a 
macrofungus with a distinctive fruiting body, which is large enough 
to be seen with the naked eyes and to be picked by hand.[29] The oyster 
mushroom is widespread in many temperate and subtropical forests 
throughout the world although it is absent from the Pacific Northwest of 
North America, being replaced by Pleurotus pulmonarius and Pleurotus 
populinus.[30]

Nigella sativa has conventionally been used as bronchodilator, 
antibacterial, diuretics, liver tonics, and analgesics.[31] The herb is also 
used in the treatment of several conditions including hypertension, 
cardiovascular diseases, diabetes, digestive ailments, hepatic and renal 
problems, diarrhea, cancer, skin disorders, infections, rheumatism, 
headaches, dysentery, asthma, and bronchitis.[32] A study conducted 
by Sangi et  al. revealed that   intraperitoneal administration of N. 
sativa  (thymoquinone) significantly decreases hyperglycemia in 
streptozotocin (STZ)‑induced DM in the rats.[33]

Ginger rhizomes are widely used in foods for their nutritional and 
medicinal benefits, especially in Asia. More recently, ginger juice 
was shown to have an antidiabetic effect in alloxan‑induced diabetic 
rats.[34] In a previous study, ginger juice was reported to cause a significant 
reduction in the fasting glucose levels and an increase in the insulin 
levels in STZ‑induced Type I diabetic rats.[35] Kazeem et al. found that 
oral administration of polyphenols from Zingiber officinale  (especially 
free polyphenol) ameliorates these derangements and tends to restore 
the integrity of the pancreas and kidney.[36]

Ginger, N. sativa, and mushrooms, especially P. ostreatus species, have 
been found very rich in antioxidant substances which are mainly 

associated with the reduction in the production of free radicals and 
consequent oxidative stress and inflammation.[37‑39]

MATERIALS AND METHODS
Preparation of fungal material and Pleurotus 
ostreatus liquid mycelial culture
Mycelium of P. ostreatus was isolated in vitro from the fruit bodies, and 
then liquid mycelium of P. ostreatus was obtained by inoculating 250 ml 
growth media consisting of malt extract and then incubated for 2 weeks 
at 25°C with gentle shaking.

Plant material
Seeds of N. sativa and rhizome of Z. officinale were purchased from the 
local market, and metformin was obtained from local pharmacies.

Preparation of ginger (Zingiber officinale) extract
After acquiring the plant material, aqueous ginger extract was prepared 
using the slightly amended method used by Alnaqeeb et  al.[40] After 
peeling the ginger roots on crushed ice, small pieces of ginger root 
were made and homogenized in 0.9% NaCl in a high‑speed blender for 
2  min burst for a total of 12  min. Homogenized material was filtered 
thrice using filtering cloth, and centrifugation was done for the filtrate 
at 5000 round per minute. The concentration of the aqueous extract of 
ginger was made to be 500 mg/mL. Lower concentrations of extract were 
serially diluted using sterile 0.9% NaCl and stored in a Eppendorf ’s tube 
at −20°C.

Preparation of black seed (Nigella sativa) extract
Aqueous extract was prepared using the slightly changed method used 
by Bensiameur‑Touati et al.[41] After acquiring the black seeds, these were 
cleaned, were dried at room temperature, and were powdered using a 
mechanical grinder. To prepare the aqueous extract, 100  g of powder 
was soaked in 1000 ml hot water. The mixture was boiled for 15 min, 
and filtration was done using a porous cloth. The filtrate was evaporated 
using a rotatory evaporator machine to get thick residue. The ruminant 
was suspended in 0.9% NaCl normal saline and stored in the Eppendorf ’s 
tube at −20°C.

Animals
 Thirty healthy and active adult albino, male rats, aged 90–120  days, 
weighing 200–240  g, were selected.  Rats were kept under an 
environmental condition with 24°C  ±  3°C, 12‑h light/dark cycle with 
good ventilation.

Induction of diabetes
The rats were made to fast overnight before the induction of diabetes 
by intraperitoneal administration of nicotinamide  (110  mg/kg body 
weight) followed by a single intraperitoneal injection after 15  min of 
60 mg/kg STZ freshly dissolved in distilled water.[42] Hyperglycemia was 
confirmed 4 days after injection by measuring the tail vein blood glucose 
level with an Accu‑Chek Sensor Comfort Glucometer. Only the animals 
with fasting blood glucose levels ≥250 mg/dl were selected for the study.

Experimental design
Following acclimatization for 1  week before use, the animals were 
randomly divided into six groups each included five rats and labeled 
as A, B, C, D, E, and F according to the treatment. Group  A animals 
were considered as control, Group  B animals were made diabetic 
without treatment  (control group), Group  C was treated with ginger 
after induction of diabetes, Group D was given N. sativa after diabetes 
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induction, Group E animals were given P. ostreatus after STZ injection, 
and Group  F animals were made diabetic and then treated with 
metformin.
The four diabetic groups were treated with 150 mg/kg/day of metformin, 
P. ostreatus  (mushroom)  (1000  mg/kg), N. sativa  (80  mg/kg), and 
Z. officinale  (500  mg/kg)[43] using oral stomach gavage  (PO)  (to make 
proper comparison with same route of administration as metformin 
is an oral hypoglycemic agent) in two divided doses  (in 24 h). Serum 
glucose levels of all the study groups were assessed and compared with 
those of the metformin and control groups (positive and negative).

Histopathological examination
The treatment continued for 8 weeks; all groups were sacrificed in the 
57th  day; after that, pancreatic tissues were collected in 10% formalin 
and prepared for tissue processing.  Histopathological examination was 
performed at the Department of Anatomy, Faculty of Medicine, King 
Abdulaziz University, Jeddah, Saudi Arabia.

Statistical analysis
The data analysis was carried out using the Statistical Package for 
the Social Science  (SPSS Software Version  20, Chicago, IL, USA). 
All numeric variables were expressed as mean  ±  standard deviation. 
Statistical comparisons were performed using the one‑way analysis of 
variance (ANOVA) test followed by post hoc least significant difference 
multigroup comparison. Homogeneity of variance was assessed using 
the one‑way ANOVA test and Levene’s statistic test. For all tests, P < 0.05 
was considered statistically significant.

RESULTS
Serum analysis showed that in all groups, serum glucose levels increased 
after the induction of DM with STZ and came down when the rats were 
treated with metformin, mushroom, ginger, and N. sativa. Other groups 
showed almost equal results as were found with the use of the standard 
drug used in the study, i.e., metformin.

Statistical analysis
Serum levels of glucose in positive control, metformin, mushroom, 
N. sativa, and ginger groups were significantly higher than normal 
control  (P  =  0.0001 for all) and were significantly higher in 
positive control groups versus metformin, mushroom, N. sativa, 
and ginger groups  (P  =  0.0001 for all). In N. sativa group, blood 
glucose level was significantly higher than metformin, mushroom, 
and ginger groups  (P  =  0.009; P  =  0.013, P  =  0.001, respectively) 
[Table 1 and Figures 1, 2].

Histopathology of the pancreas
In sections from rat pancreas, studied under hematoxylin and eosin 
stain,after sacrifice of the animals,in the control Group A, the islets 
of Langerhans showed ,thin walls and non congested capillaries. The 
endocrine cell showed normal vesicular structure and homogeneously 
stained, acidophilic cytoplasm.   The beta‑cells were located periphery 
and with smaller nuclei [Figure 3].
In Group B, i.e., diabetic group, in the islets of Langerhans, there was 
marked disorganization of cellular components with aggregation of 

Table 1: Comparison of serum glucose measured in different studied groups

Parameter Control Positive control Metformin Mushroom Nigella sativa Ginger
Glucose (mg/dl) 82.20±14.46 514.00±71.62 251.20±38.94 255.70±25.69 328.20±53.59 229.20±24.41
P 0.0001a 0.0001a; 0.0001b 0.0001a; 0.0001b; 0.869c 0.0001a; 0.0001b; 

0.009c; 0.013d
0.0001a; 0.0001b; 

0.424c; 0.337d; 0.001e

degenerated cells into clumped groups, and numerous vacuoles could 
also be seen denoting depleted cell population [Figure 4].
In Group  C which was treated with ginger, after diabetic induction, 
histopathological examination of the pancreas showed the features 
of islets cell proliferation from intercalated ducts and small newly 
formed islets [Figure 5a]; on the other hand, there are normal Langerhans 
islets with cell population that has active rounded vesicular nuclei with 
dispersed chromatin granules. No vacuolation between the cells and 
capillaries among the cells looked normal [Figure 5b].
In Group D, sections from the pancreas after treatment with N. sativa 
showed a mild improvement of islets architecture; still, cell population 
showed clumped degenerated population. Other cells showed 
vacuolation seen in untreated diabetics [Figure 6].
In Group  E that was treated with P. ostreatus  (mushroom), sections 
showed that the active islets population cells are large and contain active 
vesicular nuclei [Figure 7].
In the group that was treated with metformin, i.e.,  Group  F, islets of 
Langerhans revealed a marked protection from STZ‑diabetic‑induced 
changes, cell population more organized, no vacuolation between the 
cells, less vacuolation, and presence of new ductal cell proliferation with 
small islet formation [Figure 8].

DISCUSSION
The purpose of this research was to observe the effects of 
P. ostreatus (mushroom), N. sativa, and Z. officinale, in comparison with 
metformin on the serum glucose levels and pancreas, concentrating 
mainly on the pancreas of the diabetic rats. The results of the study 
showed that the herbals used in the study significantly reduced the serum 
glucose levels and the beta islets of Langerhans in the pancreas which 
were damaged by STZ and showed a reversal effect and started working; 
at the same time in the N. sativa and ginger groups, regeneration of beta 
islets of Langerhans was observed.
Therefore, as insulin resistance which is occurring secondarily to oxidative 
stress is blamed to be the main cause of Type II DM and inflammatory 
process[44] due to the activation of autoimmune mechanisms as the 
reason for Type I DM, the metformin is found to be effective in Type II 

Figure 1: Glucose levels in different study groups
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DM because of its insulin‑sensitizing effect and reduction of insulin 
resistance.[45] The insulin is required to be given exogenously in case of 
Type I DM.
The N. sativa and ginger have shown to affect the oxidative stress and 
reduction in the production of free radicals, and as these substances lead 
to regeneration of beta islets of Langerhans, both of these substances are 
useful for the treatment of both types of DM.[46,47] The anti‑inflammatory 
effects of N. sativa and ginger are very well documented in previous 
studies, so this may be explaining the reason for regeneration of beta 
islets of Langerhans in the pancreas.
The mushroom used in the study P. ostreatus also showed the 
antihyperglycemic effects almost equal to metformin, but no 
regeneration of cells was observed in the pancreas, and it describes its 
usefulness in Type II DM only. Because of being rich in the antioxidants 
and anti‑inflammatory substances, these effects can be correlated with 
their glucose‑reducing effects.[48]

The results of this study are in conformity with the previous studies.
In the present study, we found that ginger has potential antihyperglycemic 
effect as have been found by Al‑Amin et al.[49] that may also be due to its 
effects on serotonin receptors in addition to increase in the pancreatic 
secretion of insulin from beta cells or release of bound insulin.
In the present study, it was also observed that N. sativa produced 
beneficial effects on the serum glucose, by significantly reducing it, may 
be due to its antioxidant effects and may also be due to the regeneration 
of pancreatic beta cells, the results are in line with the study conducted 
by Abdelmeguid et al.[50]

A clinical trial conducted by Jayasuriya et  al.[51] concluded that 
antihyperglycemic effect of P. ostreatus shows that mushrooms can be 
used as adjuvant therapy for the treatment of DM.
The histopathological results of this study regarding the destruction of 
beta islets of Langerhans in the pancreas by STZ and the regeneration 
of same cells with the use of ginger and N. sativa are due to reduction 
in the oxidative stress as also have been observed by Ali Sangi et al. and 
Abdelmeguid et al.[43,50]

Psilocin has been termed as the active ingredient of mushrooms, and its 
pharmacological actions on behavior are well documented and also it 
has been found to be rich in Vitamin E that is a well‑known antioxidant 
agent.[52] Results of this study regarding antidiabetic effects of P. ostreatus 

Figure  3: Section from Pancreas Group  A showing islets of 
Langerhans  (white arrow), capillaries  (thin black arrow), endocrine 
cells (dotted arrows), and homogenously stained acidophilic cytoplasm. 
Beta cells (dotted arrows). Normal appearance of beta islets

Figure  4: Pancreas sections from Group  B showing islets of 
Langerhans  (dark‑stained nuclei), clumped groups  (dotted circles and 
arrows), and numerous vacuoles  (white arrows). Decreased number of 
beta islets is obvious

Figure  2: Comparison of blood glucose levels  (mg/dl) in different 
studied groups. Data are expressed as mean  ±  standard deviation. 
1P: Significance versus control; 2P: Significance versus positive control; 
3P: Significance versus metformin; 4P: Significance versus mushroom; 
5P: Significance versus ginger using one‑way analysis of variance 
test (least significant difference)

Figure  5:  (a) Group  C section showing region of pancreas cell 
proliferation (dotted squares and arrows) and newly formed islets (star). 
Regeneration of beta cells and normal function of the cell is clear. 
(b) Group C section showing normal Langerhans islets (black arrows) and 
cells and the capillaries (white arrows). Normal population and function 
of cells is indicated

ba
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are consistent with the previous studies in which this substance 
has been found effective in Type  I and Type  II DM.[25,53] Regarding 
antihyperglycemic mechanism of action of P. ostreatus, it is yet to to be 
determined that which of its chemical constituents brings down serum 
glucose levels.  Therefore, further phytochemical studies of the substance 
are needed.
Thymoquinone is a well‑known active ingredient of N. sativa. In 
previous studies, it has been proved that this active ingredient is 
responsible for it antidiabetic effects.[33] Thymoquinone has found to 
increase the insulin receptor sensitivity and regeneration of beta islets 
of Langerhans in the pancreas.[54] However, N. sativa is very rich in the 
chemical constituents which are very rich in the antioxidant effects, 
and antioxidants also help reduce the oxidative stress with resultant 
decrease in insulin resistance.[55]

The chemical constituents of ginger  (Z. officinale) aqueous extract 
include polyphenols, vitamin C, β carotene, flavonoids, and tannins.[39] 
In the current study, ginger has shown significant antihyperglycemic 
effects with the decrease in serum glucose levels and regeneration of beta 
cells in glucose along with improvement in beta islet cell function.
However, which of the abovementioned constituents is responsible for 
these actions will become clear when further immunohistochemical 
effects, effects on insulin receptors and glucose transporters, will be 
observed.

CONCLUSION
In metformin group, no regeneration of cells was observed, but the cells 
damaged by the effect of STZ showed improvement in function and cell 
morphology/structure, which indicates that decrease in insulin resistance 
also leads to improvement in islets function and structure. Serum analysis 
results were almost equal in all the groups with little variation. The herbals 
used in the study were found effective in decreasing the serum glucose 
levels. N. sativa and ginger caused regeneration of cells also. It is suggested 
that immunohistochemistry for cells secreting insulin to be done for 
verification of beta cells for functional improvement. N. sativa and ginger 
active ingredients should be used in the further studies and clinical trials. 
These substances possess potential to cure both types of DM.
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