
HPLC METHOD FOR THE ESTIMATION OF (-) HCA
Equipment:
1) Analytical balance with 0.1 mg accuracy.
2) HPLC system (shimadzu) with:
a) LC-1OAT pump
b) SPD-10A detector
c) Rheodyne injector
d) Soft ware class CR-10
3) 5 ml volumetric flasks
4) Membrane filtration kits
Reagents:
1) Sodium sulphate     (AR grade)
2) H2SO4
(AR grade)
3) Double distilled water
	HPLC Conditions:

	Column
	Altima C18 5 Micron (4.6x250mm)

	Wave Length
	210 nm

	Flow Rate
	1 ml/minute

	Volume of Injection
	20Ml

	Temperature
	25°C±2°C

	System
	isocratic

	Run Time
	12 Minutes


Mobile Phase:

Prepare 0.05 molar sodium sulphate solution in water (7.1 gm /1 liter) and adjust pH to 2.3 with H2SO4 (AR grade).
Solvent:
Adjust Water pH to 2.1 with H2SO4.
Retention Time:     -4.5 minutes
(-)-HCA Standard Preparation:
Weigh accurately about 5mg of Reference Standard into a 5 ml volumetric flask, dissolve and make up to volume with solvent.
Sample Preparation:
Weigh accurately about 5mg of Reference Standard into a 5 ml volumetric flask, dissolve and make up to volume with solvent.
Procedure:
Shake well. Filter both standard and sample solutions through 0.45м membrane filter and inject.
Calculation:
Peak area of sample x conc. of std. x purity of std.
Peak area of std., x conc. of sample                                =

ESTIMATION OF CALCIUM
Reagents:
1)
EDTA(O.OIM)
Dissolve 3.72 gm of Disodium salt of Ethylene diamine tetraacetic acid in sufficient water to produce 1000ml.
2)
Ammonia-Ammonium Chloride Buffer
Dissolve 67.5gm of Ammonium chloride in about 200ml of water and add 740 ml of strong Ammonia solution and dilute to 1000ml with water.
3)
Mordant Black-T Mixture
Mix Eriochrome black T and KNO3 in a ratio of 2:98.
Procedure:
Weigh accurately about 10mg of sample into a 100ml Conical flask, dissolve it in 50 ml of distilled water. Add 2ml of Ammonia-ammonium Chloride buffer. Then titrate with 0.01 M EDTA solution. Using mordant Black-T Mixture as indicator. End point is blue.
% of Calcium = Titre Value x Molaritv of EDTA x 0.4x100
                             0.01xWeight of the sample in mg

