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ABSTRACT
Diabetes Mellitus (DM) is a multidimensional, multisystemic, metabolic disorder arises due to the deficiency (Type
1) or efficiency (Type 2) of insulin, a hormone synthesized by the pancreatic β cells. DM is recognized by persistent
elevation in fasting as well as post prandial blood glucose levels. Though, drugs are plenty for the treatment of
diabetes, none is found to be an ideal due to undesirable side effects and diminution associated with prolonged
treatment. Further, excessive generations of free radicals have also been implicated in the onset and progression of
diabetes and its secondary complications. Hence, search for novel drugs without side effects preferably from the
plant origin continues. In the present study, an attempt has been made to scientifically evaluate the antidiabetic
properties of GTF – 231, an ayurvedic formulation in high fat diet-low dose streptozotocin induced experimental
type 2 diabetes in rats. GTF 231 contains plant secondary metabolites such as Gymnemic acid, Trigonelline and
Ferulic acid in the ratio of 2: 3: 1. Oral glucose tolerance test (OGTT) was performed to study the effect of the
GTF-231on glucose homeostasis. Insulin tolerance test (ITT) was performed to evaluate the effect of GTF-231 on
insulin sensitivity. Insulin resistance was also measured by HOMA-IR.Oral administration of GTF231(300mg/kg.b.w./rat/day) for a period of 30 days significantly improved the glucose homeostasis in diabetic rats
which is evidenced from the results of OGTT, ITT and HOMA-IR. Further, the treatment significantly improved the
altered levels of fasting blood glucose, glycosylated hemoglobin (HbA1c), protein, urea, uric acid and creatinine.
The altered activities of liver enzyme markers such as AST, ALT and ALP observed in the diabetic rats were
reverted back to near normal after treatment with GTF- 231. The altered activities of carbohydrate metabolizing
enzymes such as glucokinase, pyruvate kinase, glucose-6-phosphatase, fructose-1,6-bisphosphatase, glucose-6phosphate dehydrogenase, lactate dehydrogenase in hepatic tissues of diabetic rats were significantly reverted to
near normalcy upon treatment with GTF-231.The efficacy of the drug was comparable with metformin, a standard
drug widely used for the treatment of diabetes. In conclusion, the data obtained clearly established that the
ayurvedic formulation has significant antidiabetic activity which in turn may be due to the synergetic effect of the
individual phytochemicals present in the formulation.
Keywords: Diabetes mellitus, High fat diet, Streptozotocin, GTF formulation, Metformin.
_____________________________________________________________________________________________
INTRODUCTION
Diabetes Mellitus (DM) is a multidimensional, multisystemic metabolic disorder characterized by altered glucose
homeostasis, due to a progressive decline in insulin secretion and its action leading to discomposure in the
carbohydrate, protein and lipid metabolisms [1]. The global prevalence of DM is escalating as a result of increased
ageing population, urbanization and associated lifestyle changes [2, 3]. According to an estimate, one person is
detected with diabetes every 5 seconds somewhere in the World; while someone dies of it every 10 seconds. DM has
attained a pandemic form of disease [4]. Hence, it is extremely imperative to control the prevalence of diabetes and
its complications to alleviate the human distress. Researchers are excitedly trying to manage this crippling disorder.
Plant based products provide various beneficial and pharmacological effects due to its abundant source of bioactive
phytochemicals [5]. Various herbal remedies are used in traditional systems of medicine prevailing around the
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world, although only some of them have been scientifically evaluated for their toxicity and efficacy. Combination
therapies are employed for the treatment of various critical diseases, such as cancer, acquired immunodeficiency
syndrome and pulmonary tuberculosis, in order to achieve enhanced therapeutic effects [6].
GA is the main constituent present in the leaves of Gymnemasylvestre (Asclepiadaceae). It is as low growing,
perennial, medicinal woody climber found incentral and peninsular India. Its leaves are commonly known as
“Gurmar” in India which means 'sugar destroying'[7] and the leaves are traditionally used for the treatment of
diabetes mellitus [8-11].
Fenugreek seeds contain significant amounts of trigonelline (1-methylpyridin-1-ium-3-carboxylate) and most of the
pharmacological properties of fenugreek are attributed to the presence of trigonelline [12-14]. Trigonelline is a
metabolite of niacin in humans,which is a component of vitamin supplements and is used for itsantihyperlipidemic
and hypocholesterolemic activity [15].
Ferulic acid ((2E)-3-(4-hydroxy-3-methoxyphenyl)prop-2-enoic acid) is a phenolic acidpresent in asafoetida which
exhibits numerous pharmacological activities such as an anticancer, antioxidant and anti-inflammatory properties.
Ferula asafoetidabelongs to family umbelliferae. It is a tall perennial plant which grows upto 2 m and requires moist
soil. The dried latex, an oleo-gum-resin, known as asafoetida is obtained by making deep incision in the roots and
rhizomes; and is widely preferred for culinary purpose as well as for medicinal use. It is found to be
highconcentrations in foods such as navy bean, corn bran, wheat bran, eggplant, artichokes and beets [16, 17].
Since, DM is a multifactorial and multisystemic metabolic disorder, the current trend in diabetes treatment is
towards combinatorial therapy. Some ingredientsare more powerful in combination than alone due to its synergistic
effects. Hence, in the presentstudy, an attempt has been made to study the effect of GTF-231 in HFD low dose STZ
induced experimental type 2 diabetes in rats.
MATERIALS AND METHODS
Chemicals
Gymnemic acid, Trigonelline, Ferulic acid and Streptozotocin, were procured from Sigma Aldrich, stored at 2-4°C
and protected from light. All other chemicals used were purchased from standard commercial suppliers and were of
analytical grade quality.
Animals
Male albino rats of Wistar strain weighing about 160–180 g were procured from Tamil Nadu Veterinary and Animal
Sciences University (TANUVAS), Chennai. The rats were housed in spacious polypropylene cages lined with husk.
The experimental rats were maintained in a controlled environment (12:12 ± 1 h light/dark cycle; temperature 22°C
± 3°C; relative humidity 55%). Animals were acclimatized to standard husbandry conditions for one week to
eliminate the effect of stress prior to initiation of the experiments. The rats were fed with commercial pellet rat chow
(Hindustan Lever Ltd., Bangalore, India), and had free access to water ad libitum. The experiments were designed
and conducted in strict accordance with the current ethical norms approved by Ministry of Social justices and
Empowerment, Government of India and Institutional Animal Ethical Committee guidelines approval (IAEC
No.03/01/2014).
High fat diet fed streptozotocin induced diabetes
The rats were allocated into two dietary regimens by feeding either normal pellet diet (NPD) or high fat diet (HFD)
for 2 weeks of dietary manipulation. The composition of HFD is powdered NPD – 365g/kg, Lard – 310 g/kg,
Caseine – 250g/kg, cholesterol – 10g/kg, vitamin and mineral mix – 60g/kg, DL-methionine – 3g/kg, Yeast powder
– 1g/kg, NaCl – 1g/kg [18, 19]. After 2 weeks of HFD, the Group II, Group III and Group IV rats were injected with
a single dose of STZ (35 mg/kg b.w./rat), while the Group I rats fed with NPD was injected with 0.5 ml of freshly
prepared cold citrate buffer (pH 4.5) in a same volume intraperitoneally. After one week of STZ injection, rats with
fasting blood glucose levels ≥ 300 mg/dL were considered as diabetic and chosen for further studies. The animals
were divided into four groups, each comprising of a minimum of six rats as follows:
Experimental animals design
The animals were divided into four groups, comprising a minimum of six animals in each group as follows:
Group 1 – Control rats.
Group 2– HFD+STZ (i.p. 35mg/kg b.w.) induced rats.
Group 3 – Gymnemic acid, Trigonelline and Ferulic acid (GTF-2:3:1; 300 mg/kg b.w/rat/day) treated diabetic rats
Group 4 – Diabetic rats treated with metformin (200 mg/ kg b.w/rat/day) in aqueous solution orally for 30 days.
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At the end of 30 days experimental period, rats were fasted overnight, anaesthetized, using ketamine (80 mg/kg b.w.
/rat, i.p.) and sacrificed by cervical decapitation. Blood was collected with and without anticoagulant for plasma and
serum separation respectively.
Oral glucose tolerance test (OGTT)
Overnight fasted rats of all groups were subjected to oral glucose tolerance test on the last week of the experimental
period. The blood glucose levels were monitored at 0, 30, 60, 90 and 120 min using One Touch glucometer (Life
scan, Johnson and Johnson Company) after oral administration of 2 g/kg b.w. glucose as aqueous solution [20].
Insulin tolerance test (ITT)
At the end of the experimental period, rats were fasted for 6 h and injected with Insulin (0.75 IU/kg, ip) and then
blood samples were collected at 0, 30, 60, and 120 minutes for the measurement of plasma glucose [21]. The values
are presented as a percentage of initial plasma glucose level.
Determination of homeostasis model of insulin assessment
As the insulin abnormality cannot be accurately detected by a single determination of insulin or glucose levels, the
insulin resistance was evaluated by homeostasis model assessment of insulin resistance (HOMA-IR) Matthews et
al., 1985 [22] as follows
HOMA-IR = Fasting insulin level (µU/mL) × Fasting blood glucose (mg/dl) / 405
Biochemical parameters
Fasting blood glucose, glycosylated hemoglobin, plasma protein, blood urea, uric acid and serum creatinine levels
were estimated [23-28]. Plasma insulin level was assayed using ELISA kit (LincoResearch, St Charles, MO, USA)
for rat insulin assay. The presence of urine sugar was detected using urine strips (Diastix). The activities of
pathological marker enzymes such as Aspartate transaminase (AST), Alanine transaminase (ALT) and Alkaline
phosphatase (ALP) in serum were assayed [29, 30].
Assay of key enzymes of carbohydrate metabolism
A portion of the liver tissue was dissected out, washed immediately with ice-cold saline and was homogenized in
0.1M Tris–HCl buffer (pH 7.4) for the assay of key enzymes of carbohydrate metabolism. The homogenate was
centrifuged at 10,000 rpm to remove the debris and the supernatant was used as the enzyme source for the assay of
glucokinase, pyruvate kinase, lactate dehydrogenase, glucose-6-phosphatase, fructose-1,6-bisphosphatase, glucose6- phosphate dehydrogenase, glycogen synthase, glycogen phosphorylase[31-38] Another portion of wet liver tissue
was used for the estimation of glycogen content [39].
Statistical analysis
The results were expressed as mean ± S.E.M of six rats per group and statistical significance was evaluated by oneway analysis of variance (ANOVA) using SPSS (version 16) program followed by LSD. Values were considered
statistically significant when p < 0.05.
RESULTS AND DISCUSSION
HFD fed-low dose STZ induced type 2 experimental diabetic rats involves a combination of a diet rich in fat to
bring about hyperinsulinemia, insulin resistance and/or glucose intolerance followed by treatment with the β-cell
toxin STZ, which results in a severe reduction in functional β -cell mass. Simultaneously, these two stressors are
designed to mimic the pathology of type 2 diabetes in shorter timescale than found in the human condition[40, 41].
The effect of oral administration of GTF-231on OGTTin control and experimental groups of rats is presented in
Figure1.The effect of GTF as well as metformin treatment on the levels of fasting blood glucose in the experimental
groups of rats receiving an intraperitoneal insulin challenge is shown in Figure 2. The blood glucose level is
significantly reduced in diabetic rats treated with GTF-231 as well as metformin.
In control rats, the blood glucose level reached the maximum peak at 60 min after an oral glucose load and it was
gradually reverted back to near normal level at 120 min indicating the maintenance of normal glucosehomeostasis.
On the other hand, the blood glucose levels in HFD-STZ induced diabetic rats reached the maximum peak at 60 min
and remained unsubsidized over the next 60 min. Oral treatment with GTF-231as well as metformin resulted in a
significant decrease in fasting 30 and 60 min compared with untreated diabetic rats. In addition, the blood glucose
levels returned to basal level at 120 min after the oral glucose load in GTF-231andmetformin treated diabetic group
of rats indicating the maintenance of normoglycemia in GTF treated rats.
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OGTT, a test of immense value in favor of using fasting plasma glucose concentration was seen as a practical
attempt to simplify and facilitate the diagnosis of diabetes. Chronic hyperglycemia is an important factor in the
development and progression of complications of diabetes mellitus [42].
Like OGTT, ITT monitor glucose concentration over time, but in response to a bolus of insulin rather than of
glucose. Glucose concentration is monitored every 15 to 30 minutes for 60 to 90 minutes following a bolus of
insulin administered via intraperitoneal injection. The degree to which glucose level falls following the insulin bolus
is an indicative of whole body insulin action.
HOMA-IR of normal, diabetic and diabetic treated with GTF-231is depicted in Figure 3. Diabetic rats showed a
significant elevation of HOMA-IR that was decreased significantly upon the administration of GTF-231.Insulin
resistance is a characteristic metabolic defect that precedes overt β cell dysfunction and is primarily associated with
resistance to insulin-mediated glucose disposal at the periphery and compensatory hyperinsulinemia. HOMA-IR has
proved to be a robust tool for the surrogate assessment of insulin resistance[43]. As a more convenient method to
measure insulin resistance, the homeostasis model assessment of insulin resistance was developed and widely used
in clinical and epidemiologic studies [44, 45].
The effect of GTF-231 on the levels of fasting blood glucose, glycosylated hemoglobin, and plasma insulin and
urine sugar in HFD-STZ diabetic rats is depicted in Table 1. The levels of fasting blood glucose and HbA1c was
found to be significantly elevated in diabetic rats as compared with normal control. Oral administration of GTF-231
to diabetic rats significantly improved the altered levels of FBG as well as HbA1c. The levels of plasma insulin were
moderately decreased in HFD-STZ induced diabetic rats. Diabetic rats treated with GTF-231 as well as metformin
showed improved insulin level. Urine sugar which was present in the diabetic group of rats was found to be absent
in GTF-231 as well as metformin treated groups of rats.
Blood glucose is areliable index for diagnosis and prognosis of diabetes mellitus. During diabetes, the blood glucose
levels are considerably increased which results from reduced glucose utilization by various tissues, which is the
typical condition of insulinopenic[46]. Increased secretion of insulin causes increase in the utilization of glucose
from extra hepatic tissue that decreases the blood glucose level [47].Elevations in plasmainsulin levels are closely
correlated with increases in degree of resistance to insulin mediated glucose uptake [48].
The non-enzymatic, irreversible covalent bonding of excessive glucose with hemoglobin in circulation results in the
formation of HbA1C which is a critical parameter for assessing long term glycaemic control and predicting the
incidence of diabetic complications [49].HbA1c was introduced into clinical use in the 1980s and subsequently has
become a cornerstone of clinical practice [50]. HbA1c reflects average plasma glucose maintained over the previous
8 to 12 weeks [51]. Glycosylated hemoglobin remains in the circulation for the rest of the lifetime of erythrocytes
(120 days). For these reasons the determination of glycosylated hemoglobin has become an important reliable tool in
the diagnosis and prognosis of diabetes mellitus.
The formation of HbA1c is a two step process in which glucose initially binds with the N-terminal valine of a βchain to form an unstable aldimine which subsequently undergoes an Amadori rearrangement to form a stable
ketoamine. The first reaction is rapid and reversible while the second is irreversible. There is rapid formation and
dissociation of the aldimine dependent upon the ambient glucose concentration and a slower rate of ketoamine
formation. The observed decrease in the levels of HbA1c in the GTF-231 treated rats indicates the maintenance of
normoglycemia in diabetic rats.
The renal threshold for glucose is of great interest to physiologists in relation to kidney function and of equal
importance to clinicians in the study and treatment of glycosuria in diabetes. Below renal threshold level of glucose,
sugar is absent in the urine, while above this level, appreciable amounts of sugar appear in the urine and gradually
increase both in total amount and in percentage concentration as the blood sugar becomes progressively higher. The
appearance of glucose in urine is reflected in the concept of a renal threshold for glucose excretion. The concept of a
renal threshold for glucose excretion is propagated with the threshold specified at ~10 mmol/L [52].
The effect of GTF-231 on the levels of plasma protein, blood urea, serum uric acid and serum creatinine in control
and experimental groups of rats are presented in Table 2.The level of total protein was found to be decreased in STZ
induced diabetic rats. The levels of blood urea, serum uric acid and serum creatinine were found to be elevated in
STZ induced diabetic rats. These biochemical markers were reverted back to near normalcy upon the oral
administration of the GTF-231.
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A decline in serum protein level in diabetic has been attributed to inhibition of oxidative phosphorylation which
leads to decrease in protein synthesis, increase in catabolic processes and reduction of protein absorption [53]. Urea
and creatinine are nitrogenous end products of metabolism. Urea is the primary metabolite derived from dietary
protein and tissue protein turnover. Creatinine is the product of muscle creatine catabolism.It is produced in the
muscles by the non-enzymatic changes of creatine and phosphocreatinine. The liver has a crucial role in the
assembly of creatinine through methylation of guanidine aminoacetic acid [54]. Urea is an organic compound,
playing a vital role in the metabolism of nitrogen-containing compounds [55].
Accumulation of purines is the main source for the production of uric acid by the activity of xanthine oxidase. This
accumulated purines evidence the increased oxidative stress which is closely related to diabetes and its vascular
complications. Thus, the elevated levels of circulating uric acid level may be an indicator that the body is trying to
protect itself from the deleterious effects of freer adicals by increasing the products of endogenous antioxidants,
such as uric acid [56].
Figure 4 depicts the effect ofGTF-231 on AST, ALT and ALP in the serum of control and experimental groups of
rats. Activities of marker enzymes such as AST, ALT and ALP in the plasma can be used to indirectly assess the
integrity of liver tissue and extent of damage after being exposed to certain pharmacological agents such as STZ and
Alloxan. These enzymes are usually liver markers whose plasma concentration above homeostatic limit could be
associated with various forms of disorders which affect the functional integrity of the liver tissue [57].
Liver ALP is mobilized most rapidly into blood and its levels in plasma may increase at early periods of liver
damage. Increase in the levels of ALP in diabetes may be as a result of leaking out from the tissue into the blood
stream as a result of the adverse effect in the liver [58]. The elevated activities of these physiological enzymes were
restored to near normal levels in GTF-231 as well as metformin treated diabetic rats. It revealed that, GTF231treated diabetic rats showed the tissue protective and non- toxic nature of the compound.
Table 3 represents the levels of glycogen content and activities of glycogen synthase and glycogen phosphorylase in
liver tissues control and experimental groups of rats. The levels of glycogen content and glycogen synthase were
reduced in diabetic rats whereas treatment with GTF-231 as well as metformin to diabetic groups of rats restored the
glycogen level in liver tissues. Elevated activity of glycogen phosphorylase is reverted back to the normal level in
GTF-231 as well as metformin treated diabetic groups of rats.
Table 4 depicts the effect of extract on the activities of hexokinase, pyruvate kinase and lactate dehydrogenase in
liver tissue of experimental groups of rats. The activities of hexokinase and pyruvate kinase were significantly
diminished in liver tissue of streptozotocin induced diabetic rats. The effect of lactate dehydrogenase in liver of
experimental groups of rats was increased whereas after oral treatment of GTF-231 revealed back to the normalcy.
Oral administration of GTF-231 to diabetic rats altered the activities of these enzymes to near normalcy in liver
tissue similar to metformin treated rats.
Table 5 depicts the activities of glucose-6-phosphatase, fructose-1, 6-bisphosphatase and glucose-6-phosphate
dehydrogenase in liver tissue of control and experimental groups of rats. The liver tissue of diabetic rats showed a
significant elevation in the activities of glucose-6-phosphatase, fructose-1, 6-bisphosphatase and glucose-6phosphate dehydrogenase. The altered activities of these enzymes were reverted to near normalcy by treatment with
GTF-231 as well metformin as in diabetic groups of rats.
Defects in carbohydrate
correct the imbalance in
leads to the deterioration
metabolic disturbances by

metabolizing machinery and consistent efforts of the physiological systems to
carbohydrate metabolism place an overexertion on the endocrine system, which
of endocrine control. Continuing deterioration of endocrine control exacerbates the
altering carbohydrate‐metabolizing enzymes and leads to diabetes [59].

Glycogen is the primary intracellular storage form of glucose and its level in various tissue are a direct reflection of
insulin activity promotes intracellular glycogen deposition by stimulating glycogen synthase and inhibiting glycogen
phosphorylase. Since STZ causes selective destruction of β‐cells of pancreas resulting in marked decrease in insulin
levels, it is rational that glycogen levels in tissues decrease as they depend on insulin for influx of glucose [60]. In
general, increased hepatic glucose production, decreased hepatic glycogen synthesis and glycolysis, are the major
symptoms of type 2 diabetes that result in hyperglycemia [61].
Insulin influences the intracellular utilization of glucose in a number of ways. Insulin increases hepatic glycolysis by
increasing the activity and amount of several key enzymes. One such enzyme is hexokinase that catalyses the
conversion of glucose to glucose‐6‐phosphate and plays a central role in the maintenance of glucose
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homeostasis [62]. In the liver, hexokinase is an important regulatory enzyme in the oxidation of glucose [63]. Being
an insulin‐dependent enzyme, the hepatic hexokinase activity of diabetic rats is almost entirely inhibited or
inactivated due to the absence of insulin [64]. This impairment results in a marked reduction in the rate of glucose
oxidation via glycolysis, which ultimately leads to hyperglycemia. Oral administration of GTF-231 to HFD-STZ
induced diabetic rats resulted in a significant reversal in the activity of hexokinase, thereby increased the
oxidation of glucose.
Glucose‐6‐phosphatase is a crucial enzyme of glucose homeostasis because it catalyses the ultimate
biochemical reaction of both glycogenolysis and gluconeogenesis. Fructose‐1, 6‐bisphosphatase is one of the key
enzymes of gluconeogenic pathway. Hepatic glucose production is raised in diabetic state and is associated
with the impaired suppression of the gluconeogenic enzyme fructose 1, 6‐bisphosphatase. Gluconeogenic
enzyme activation is due to the state of insulin impairment because under normal conditions, insulin functions
as a suppressor of gluconeogenic enzymes [65, 66].
Lactate dehydrogenase (LDH) is a terminal glycolytic enzymethat plays an indispensable role in the interconversion
of pyruvateto lactate to yield energy under anaerobic conditions [67].Thedecreased activity of LDH in tissues could
be important to ensurethat a high proportion of both pyruvate and NADH, supplied byglycolysis, is subsequently
oxidized by mitochondria. Indeed, elevated LDH levels observed in the experimental diabetic animals are associated
with impaired glucose-stimulated insulin secretion[68]. Thus, increased activity of LDH interferes with normal
glucose metabolism. However, treatment with GTF-231 to diabetic rats reverted with the LDH activity to near
normalcy most probably by regulating the proportion of pyruvate and NADH thereby promoting the mitochondrial
oxidation of (pyruvate) glucose.
Table 1 Effect of GTF-231on the levels of fasting blood glucose, HbA1c, Plasma insulin and urine sugar in the experimental groups of
rats after 30 days experimental period
Groups
Fasting blood glucose (mg/dl) HbA1c (% Hb) Plasma insulin (µU/ml) Urine sugar
Control
87.66 ± 4.74
5.17 ± 0.30
15.67 ± 0.19
Nil
Diabetic
298.09 ± 9.05 a*
12.60 ± 0.46 a*
10.29 ± 0.32a*
+++
Diabetic + GTF-231
134.18 ± 5.94b*
7.22 ± 0.29b*
12.45 ± 0.49b*
Nil
b*
b*
Diabetic + Metformin
120.27 ± 6.85
6.97 ± 0.19
14.50 ± 0.46b*
Nil
Values are given as mean±SEM for groups of six rats in each. One way ANOVA followed by post hoc test LSD. Values with different superscript
letter in the same parameter are significantly different, P<0.05.
a
Diabetic rats were compared with control rats.
b
Diabetic+ GTF-231and Diabetic+Metformin treated diabetic rats were compared diabetic rats
Table: 2 Effect of GTF-231and the levels of total proteins, blood urea, Serum uric acid, serum creatinine of control and experimental
groups of rats
Groups
Total Protein (g/dl) Blood urea (mg/dl) Serum uric acid (mg/dl) Serum Creatinine (mg/dl)
Control
9.16±0.28
21.94±0.52
2.54±0.24
0.42±0.01
Diabetic
5.84±0.47 a*
47.68±2.19 a*
5.82±0.45 a*
1.03±0.01 a*
Diabetic+GTF-231
7.62±0.25 b*
27.55±1.54 b*
2.28±0.03 b*
0.56±0.01 b*
Diabetic+Metformin
7.59±0.31 b*
31.90±1.69 b*
2.05±0.10 b*
0.51±0.01 b*
Values are given as mean ±S.D. for groups of six rats in each. One-way ANOVA followed by post hoc test L.S.D. statistical significance was
compared within the groups as follows.
a
Diabetic rats were compared with control rats.
b
Diabetic+ GTF-231and Diabetic+Metformin treated diabetic rats were compared diabetic rats
Table 3 Level of glycogen content and activities of glycogen synthase and glycogen phosphorylase in liver tissues of control and
experimental rats
Groups
Glycogen
Glycogen synthase Glycogen phosphorylase
Control
65.83±2.12
818.50±7.59
611.33±2.77
Diabetes
26.67±2.45a*
468.17±51.01a*
874.33±5.05a*
Diabetic+ GTF-231
46.67±2.24b*
733.0±8.95b*
673.17±4.91b*
Diabetic+Metformin 47.83±3.09b*
737.17±8.98b*
668.33±2.27b*
Units are expressed as: mg/g wet tissue for glycogen, µ mol ofUDP formed/h/mg protein for Glycogen synthase and µ mol of Pi liberated/h/mg of
protein for Glycogen phosphorylase. Values are given as mean ±S.D. for groups of six rats in each. One-way ANOVA followed by post hoc test
L.S.D. statistical significance was compared within the groups as follows.
a
Diabetic rats were compared with control rats.
b
Diabetic+ GTF-231and Diabetic+Metformin treated diabetic rats were compared diabetic rats

Glucose-6-phosphate dehydrogenase, “housekeeping” enzyme, catalyzes the first and rate-limiting step ofthe hexose
monophosphate shunt and produces NADPH needed for the maintenance of reduced glutathione and reductive
biosynthesis [69]. Observed decrease is seen in glucose-6-phosphate dehydrogenase activity of the diabetic rats
might also suggest a decrease in metabolism via the phosphogluconate oxidation pathway [70]. Therefore, the
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present study suggests that decreasedglucose-6-phosphate dehydrogenase activity is of consequence inthe
pathogenesis of diabetic complications and the activity ofglucose-6-phosphate dehydrogenase is regulated to near
normalcyby the treatment with GTF-231 in HFD- low dose STZ induced experimental type 2 diabetes in rats.
Table 4 Effect GTF-231on the levels of Hexokinase, pyruvate Kinase and Lactate dehydrogenase in liver tissues of control and
experimental groups of rats
Groups
Hexokinase
Pyruvate Kinase Lactate dehydrogenase
Control
265.30±4.56
220.33±4.65
215.0±2.63
Diabetics
134.50±4.15a*
117.67±5.62 a*
545.33±39.44a*
Diabetic + GTF-231
213.83±10.19b*
181.17±3.88b*
302.67±5.03 b*
Diabetic +Metformin
220.50±9.74b*
189.50±1.80b*
283.17±3.21b*
Units are expressed as: µ mol of Glucose-6-Phosphate formed/h/mg of protein for Hexokinase, mU/mg of protein for Pyruvate Kinase,µmol of
pyruvate formed /h/mg/ of protein for lactate dehydrogenase . Values are given as mean ±S.D. for groups of six rats in each. One-way ANOVA
followed by post hoc test L.S.D. statistical significance was compared within the groups as follows.
a
Diabetic rats were compared with control rats.
b
Diabetic+ GTF-231and Diabetic+Metformin treated diabetic rats were compared diabetic rats
Table 5 Effect of GTF-231 on the levels of Glucose-6-Phosphatase, Fructose-1, 6- biphosphatase and Glucose- 6-phosphatedehydrogenase in liver tissues of control and experimental groups of rats
Groups
Glucose-6-Phosphatase Fructose-1,6- biphosphatase Glucose- 6-phosphate- dehydrogenase
Control
1040.50±4.62
464.01±4.26
512.33±6.23
Diabetics
1988.67±19.45a*
844.33±14.45a
263.00±3.20a*
Diabetic + GTF-231
1230.33±16.82b*
505.50±5.80b*
384.33±4.40b*
Diabetic+Metformin
1355.17±129.59b*
500.57±6.24b*
410.00±6.07b*
Units are expressed as µ mol of Pi liberated/h/mg of protein for Glucose-6-Phosphatase and Fructose-1,6- biphosphatase and µ mol of
NADPH/min/mg of protein for Glucose- 6-phosphate- dehydrogenase. Values are given as mean ±S.D. for groups of six rats in each. One-way
ANOVA followed by post hoc test L.S.D. statistical significance was compared within the groups as follows.
a
Diabetic rats were compared with control rats.
b
Diabetic+ GTF-231and Diabetic+Metformin treated diabetic rats were compared diabetic rats
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CONCLUSION
Thus the results of the present study indicate the role of GTF-231inmaintaining normoglycemia through the
modulation of insulin resistance and regulation of carbohydrate metabolizing enzymes. In addition, the data also
evidenced the tissue protective nature of GTF-231. Further studies are in progress to understand the molecular
mechanism involved in the regulation of normoglycemia by the administration of GTF-231.
Acknowledgment
The authors wish to acknowledge the University Grants Com-mission, New Delhi, India for the financial assistance
provided tothe project UGC-UPE Phase II programme.
REFERENCES
[1] J. Tibaldi;Expert Rev EndocrinolMetab. 2008; 3 (2):147-159.
[2] G. Danaei; M.M. Finucane; Y. Lu; G.M. Singh; M. J. Cowan; C.J. Paciorek et al; Lancet.2011; 378:31–40.
[3] D.R. Whiting; L. Guariguata; C. Weil; J. Shaw; Diabetes Res ClinPract. 2011; 94: 311–21.
[4] R. Colagiuri; Expert Rev CardiovascTher. 2010; 8: 305–9.
[5] M. Saxena; J. Saxena; R. Nema; D. Singh; A. Gupta; Journal of Pharmacognosy and Phytochemistry.2013, 1
(6), 168-182.
[6] C. Che; Z. J. Wang; M.S.S. Chow; C.W.K. Lam; Molecules. 2013, 18, 5125-5141.
[7] L.D. Kapoor; CRC, Handbook of Ayurvedic Medicinal Plants; CRC, Boca Raton. 1990; 200–201.
[8] S.S. Gupta; Ind J Med Sci.1961; 15: 883–887.
[9] S.R. Jain; S.N. Sharma; Planta Med. 1967; 15: 439–442.
[10] R.S. Dixit; H.C. Pandey; Int J Crude Drug Res.1984; 22: 47–51.
[11] M.B. Reddy; K.R. Reddy; M.N. Reddy;Int J Crude Drug Res.1989; 3: 145–155.
[12] J. Raju; D. Gupta; A.R. Rao ; P. K. Yadava; N. Z. Baquer; Mol Cell Biochem. 2001; 224: 45–51.
[13] G. S. Kumar; A. K. Shetty, K. Sambaiah, P. V. Salimath; Nutr Res. 2005; 25: 1021–8.
[14] J. M. Hannan; L. Ali , B. Rokeya, J. Khaleque, M. Akhter, P.R. Flatt et al; Br J Nutr. 2007; 97: 514–21.
[15] S. Yuyama; T. Suzuki; Adv Exp Med Biol. 1991 ;294:475–9.
[16] J.P.N. Rosazza; Z. Huang; L. Dostal; T. Volm; B. Rousseau; Microbiol. 1995; 15 (6): 457-471.

121
Scholar Research Library

V. Roshana Devi et al
Der Pharmacia Lettre, 2015, 7 (7):113-123
______________________________________________________________________________
[17] M. D’archivio; C. Filesi; R. Di Benedetto; R. Gargiulo; C. Giovannini; R. Masella; 2007; Ann. Ist. Super
Sanita. 43 (4): 348-361
[18] K. Srinivasan; B. Viswanad; L. Asrat; C. L. Kaul; P. Ramarao;Pharmacol Res. 2005; 52(4):313–20.
[19] M. J. Reed; K. Meszaros, L. J. Entes et al; Metabolism. 2000; 49: 1390–1394.
[20] K.L. Joy; R. Kuttan; J. Ethnopharmacol. 1999; 67, 143–148.
[21] M. Zhang; X.Y. Lv; J. Li; Z.G. Xu; Diabetes Res.2008; 704045.
[22] D. Matthews; J. Hosker; A. Rudenski; B. Naylor; D. Treacher; R. Turner; Diabetologia.1985; 28: 412–9.
[23] T. Sasaki; S. Matsy; A. Sonae; Rinsh Kagaku, 1972; 1, 346–353.
[24] S. S. Nayak; T. N. Pattabiraman; Clin. Chim. Acta,1981; 109, 267–274.
[25] O. H. Lowry; N. J. Rosebrough; A. L. Farr; R. J. Randall; J Biol Chem. 1951;193:265–75.
[26] S. Natelson; M. Scott; C. Beffa; American Journal of Clinical Pathology. 1951; 21(3):275-81.
[27] W. T. Caraway; American Journal of Clinical Pathology. 1955; 25(7):840-845
[28] J. Brod; J. H. Sirota; The Journal of Clinical Investigation. 1948; 27(5):645-654
[29] J. King; The transaminases: alanine and aspartate transaminases, In: Practical Clinical Enzymology (Ed.) Van
D. Nostrand Co., London, 1965a; 363-395.
[30] J. King J. The hydrolases-acid and alkaline phosphatases, In: Practical clinical enzymology. (Ed.) Van D.
Nostrand Co., London, 1965b; 199-208.
[31] S. Panserat; E. Capilla; J. Gutierrez; P.O. Frappart; C. Vachot; E. Plagnes-Juan; P.Aguirre; J. Brèque; S.
Kaushik; Comp BiochemPhysiol B BiochemMol Biol. 2001; 128(2): 275-283.
[32] C. I. Pogson; R. M. Denton; Nature. 1967; 216: 156-157.
[33] J. King; The J. Med. Lab. Technol. 1959; 16, 265–272.
[34] H. Koide; T. Oda; ClinChimActa. 1959; 4: 554-561.
[35] J. M. Gancedo; L. Gancedo; Arch Mikrobiol. 1971; 176: 132-138.
[36] H. A. Ells; H. N. Kirkman; ProcSocExpBiol Med; 1961; 106: 607-609.
[37] L. F. Leloir; S. H. Goldemberg; Glycogen synthetase from rat liver: (Glucose)n + (UDPG)?(Glucose)n+1
+UDP, In: Colowick SP, Kalpan NO (Eds.), Methods in Enzymology. Academic Press, New York, 1962; pp. 145–
147.
[38] M. Cornblath; P. J. Randle; A. Parmeggiani; H. E. Morgan; J BiolChem; 1963; 238: 1592-1597.
[39] M. A. Morales; A. J. Jabbagy; H. R. Terenizi; News letter. 1973, 20: 24-25.
[40] T. Szkudelski; Physiol Res.2001; 50: 537–546.
[41] S. Lenzen;Diabetologia. 2008; 51: 216–226.
[42] L. Luzi; N Engl J Med. 1998; 339:115–7.
[43] D. Lann; D. LeRoith; Med Clin North Am .2007, 91:1063-1077.
[44] R. H. Eckel; S. M. Grundy; P. Z. Zimmet; Lancet. 2005, 365:1415-1428.
[45] E. Kassi; P. Pervanidou; G. Kaltsas; G. Chrousos; BMC Med. 2011, 9:48.
[46] H. D. Soling; J. Kleineke; Species dependent regulation of hepatic gluconeogenesis in higher animals. In:
Gluconeogenesis: Its regulation in mammalian species. Edited by Hanson RW and Mehlman MA. John Wiley, New
York. 1976; pp. 369–462.
[47] M. S. Balasubashini; R. Rukkumani; P. Viswanathan et al; Phytother Res. 2004;18:310–314.
[48] G. M. Reaven; A. Silvers; J. W. Farquhar; Diabetes. 1990; 29:571.
[49] D. Edelman; M. K. Olsen; T. K. Dudley; A. C. Harris; E. Z. Oddone; J Gen Intern Med. 2004 ;19 (12):1175-80.
[50] M. Massi-Benedetti; Curr Med Res Opin. 2006, 22 Suppl 2:S5-13.
[51] D. M. Nathan; H. Turgeon; S. Regan;Diabetologia. 2007, 50:2239-2244
[52] R. Menzel; P. J. Kaisaki; I. Rjasanowski et al; Diabet Med. 1998; 15: 816–820
[53] M. M. Yassin; A.A. Ashour; N.R. Elyazji; J. Islamic University of Gaza. 2004; 12(1): 37-54.
[54] R. W. Hamilton; L. B. Gardner; A. S. Penn; M. Goldberg; Annals of. Internal Medicine. 1972; 77 (1): 77–82
[55] F. Kurzer; P. M. Senderson; Journal of Chemical Education. 1956; 33(9): 452-459
[56] B. F. Becker; Free Radical Biology and Medicine. 1993; 14 :615 - 631.
[57] R. Ravikumar; P. Krishnamoorthy; A. Kalidoss; Intl. J. Pharm. Technol. 2010; 2(4): 1016-1027.
[58] F. E. Uboh; E.O. Iniobong; M.B. Ekong;Gastroenterol. Res. 2010; 3(1): 32-38
[59] C. J. Bailey; Trends Pharmacol Sci. 2000; 21: 259‐265.
[60] P. D. Whitton; D. A. Hems; Biochemical. 1975; 150: 153‐165.
[61] U. J. Jung; M. K. Lee; K. S. Jeong; M. S. Choi; J Nutr. 2004; 134: 2499‐2503.
[62] M. Laakso; M. Malkki; S. S. Deeb; Diabetes. 1995; 44: 330‐334.
[63] R. M. O‘Doherty; D. L. Lehman; S. Telemaque‐Potts; C. B. Newgard; Diabetes.1999; 48: 2022‐2027.
[64] D. Gupta; J. Raju; J. Prakash; N. Z. Baquer; Diabetes Res Clin Pract.1999; 46: 1‐7.
[65] G. Mithievre; G. Vidal; C. Zitovn; C. Miriasian; Diabetes.1996; 45: 891‐896.
[66] L. Pari; P. Murugan; J Basic clinphysiolpharmacol. 2005; 16: 257‐274.
[67] K.L. Kavanagh; R.A. Elling; D.K. Wilson; Biochemistry. 2004; 43: 879–889.
[68] E.K. Ainscow; C. Zhao; G.A. Rutter; Diabetes. 2000; 49 1149–1155.

122
Scholar Research Library

V. Roshana Devi et al
Der Pharmacia Lettre, 2015, 7 (7):113-123
______________________________________________________________________________
[69] A. Wagle; S. Jivraj; G.L. Garlock; S.R. Stapleton; J. Biol. Chem.1998; 273: 14968–14974.
[70] G.A. Niazi; Int. J. Hematol. 1991; 54: 295–298.

123
Scholar Research Library

