STUDY DESIGN & SAMPLE SIZE
Animals were divided into six groups and each Group Contain six animals for statistical significance
Group I
:
Metformin alone in single dose / day in diabetic rats. 

Group II
:
Valsartan alone in single dose / day in diabetic rats. 

Group III
:
Valsartan alone in single dose / day in normal healthy rats

Group IV
:
Metformin and Valsartan concomitant administration as a single dose / day in diabetic rats.

Group V
:
Gliclazide alone in single dose / day in diabetic rats. 

Group VI
:
Gliclazide and Valsartan concomitant administration as a single dose / day in diabetic rats.

INDUCTION OF EXPERIMENTAL DIABETES
Animals (n=45) were injected intraperitoneally with 0.22 - 0.25ml of freshly prepared solution of Streptozotocin (STZ) (60 mg / ml in 0.01 m citrate buffer, pH 4.5) at a final dose of 60mg / kg body wt. The diabetic state was assessed in STZ - treated rats by measuring the non-fasting serum glucose concentration after 48 hours. Only rats with serum glucose levels greater than 300 mg / dl were selected and used in this experiment.

INCLUSION AND EXCLUSION CRITERIA
Inclusion Criteria

· Healthy animals with average 200-220gm body weight animals were selected

· After inducing diabetes, serum glucose levels greater than 300 mg / dl were selected and used in this experiment

Exclusion criteria

· Expired animals were discarded from the study

RANDOMISATION
· Control group was not used for the study 

· Comparison was done within the groups on day 1 and day 8
Statistical Analysis 

· Statistical comparisons for the pharmacokinetic – Pharmacodynamic study among, Gliclazide, Metformin, Valsartan alone and in combination groups and plasma concentration – response study among concentrations and time were carried out with student’s paired T-Test a value of P<0.05 was considered to be statistically significant. Data were reported as mean ( S.E.M linear regressions were used to determine the relationship between total plasma cholesterol and pharmacokinetic and Pharmacodynamics parameters. 

· Various pharmacokinetic parameters like area under the curve [AUC], elimination half life (t½). Volume of distribution (Vd), total clearance (ClT) and mean residence time for each subject using a non compartmental pharmacokinetic programme. The pharmacokinetic parameters were performed by a non compartmental analysis using Win Nonlin 3.3® pharmacokinetic software (Pharsight Mountain View, CA USA). All values are expressed as the mean ±SD. Statistical analysis was performed with Graph Pad InStat software (version 3.00, Graph Pad Software, San Diego, CA, USA) using one-way analysis of variance (ANOVA) followed by Tukey–Kramer multiple comparison test. Difference with p<0.05 was considered statistically significant.

EXPERIMENTAL ANIMALS
· Male Wistar rats (weighing 200-220 grams) were selected
EXPERIMENTAL PROCEDURES 
· All the animal was treated with as per the groups divided and the drugs were given by the oral route. After administration of the drugs the blood sample were collected.

Collection of Blood Samples 

· After administration of the drugs, blood samples of 0.5 ml were drawn from each anesthetized (Isoflurane) rat at pre-determined time intervals was collected from the retro-orbital plexus using a capillary tube into pre-labeled eppendorf tubes containing 10% of K2EDTA anticoagulant (20μl). The time intervals for the sample collection were 0 (predose), 0.5, 1, 2, 4, 6, 8 and 24hrs (post dose), Equal amount of saline was administered to replace blood volume at every blood withdrawal time. 

· Plasma was obtained by centrifuging blood samples by using cooling centrifuge (REMI ULTRA) at 3000 rpm for 5 minutes. The obtained plasma samples were transferred into pre-labeled micro centrifuge tubes and stored at −30°C until bioanalysis of pharmacokinetic and pharmacodynamic parameters. As described above, all the procedures were followed on day 8 also. Pharmacokinetic parameters were calculated by non-compartmental analysis by using Win Nonlin® 5.1 software. Concentrations obtained from the above bio-analytical method were compiled.
