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Materials and Methods 23 

Biochemical Oxygen Demand (BODs) 

Two bottles A and B of 250ml capacity were taken and then the bottles were filled 

with sample water. The dissolved oxygen in bottle A was determined immediately 

by adding 1 ml of 48% MnSO4, l ml alkaline KI and 2 ml of cone. H2SO4 

followed by titration with 0.0125 N standard sodium thiosulphate. Then the bottle 

B was incubated at 20°C (room temperature) for 5 days. After 5 days, finaJly the 

dissolved oxygen was determined by the same method as described above. The 

value of BODs was obtained by subtracting final dissolved oxygen (DOr ) from 

initial dissolved oxygen (DOi) (Kudesia, 1983 ). 

Chemical Oxygen Demand (COD) 

50 ml of water was taken in a conical flask (A) and then l 00 ml of distilled water, 

25 ml of standard N/4 potassium dichromate solutions were added to it followed 

by the addition of 75 ml of cone. H2SO4 acid and 1 gm of silver sulphate. The 

mixture was refluxed for 2 hours. The condensate was cooled and washed down 

with distilled water. The content was transferred to 500 ml flask. The mixture was 

diluted with standard to about 300 ml with distilled water. The excess dichromate 

was titrated with standard N/10 ferrous ammonia sulphate using ferrion indicator. 

The blank (B) experiment was performed by taking 100 ml distilled water, 75 ml 

conc.I-IiSO4 acid and 1 gm of silver sulphate and 25 ml of N/4 potassium 

dichromate solution. It was refluxed for 2 hours and the excess dichromate was 

titrated with N/10 ferrous ammonia sulphate. The calculation of COD was done as 

follows (Kudesia, 1983) : 

When, 

COD= (A - B)C x 8 x 1 000mg/1 
ml. of sample taken 

A= Volume in ml ofN/10 ferrous ammonia sulphate used with sample 

B = Volume in ml of ferrous ammonium sulphate used with distilled water 

C = Normality of ferrous ammonium sulphate 

















Materials and Methods 31 

0 
3 • The extracts were concentrated by Rotary Vacuum Evaporator at 40- ,C-

45°: C under mild pressure. Extracts were transferred to 5 ml volumetric 

flask. 

4. Then extracts were cleaned up through glass column florisil (Magnesium 

Silicate) if any of the sample showed coiour. 

5. Acetone (2%) in hexane was use for elution. The elute was evaporated to 

dryness and dissolved in double distilled hexane and made the required (5 

ml) before injection to GC-ECD or to HPLC. 

Clean-up Procedure 

The combined extracts were filtered to avoid undissolved materials. The coJlected 

extract was then evaporated to 5 ml with a steam of nitrogen. To avoid the co

extractives from the extract, the Florisil Column Chromatography was applied 

where necessary. The Elecron Capture Detector of gas Chromatography is very 

sensitive to co-extractives and would otherwise, contaminate the detector. 

Following procedures were taken for florsil column chromatography. 

Florisil Preparation 

Florisil, 60-100 mesh (magnesium silicate) was heated overnight at 550°C, then 

cooled and stored in a tightly stoppered desiccator. Prior to use (if used after a long 

time of preparation) the florisil was activated by heating in an oven at 130°C, for 6 

hr and cooled in desiccator. The freshly activated florisil was then partly 

deactivated with drop-wise addition of distilled water (3% v/w, water/florisil) at 

40°C, with constant stirring for 1 hr. Florisil was partly de-activated to increase the 

polarity of the absorbent, which is very essential for perfect cleanup. 

























































Observations and Results 58 
-------------------------- -- ----- --

Micro-photographs (Phytoplankton) 

.. 

.. 
Pediastrum simplex Cosmarium sp. Closterium sp. 

Navicula sp. Phacus pleoronectus Trachelomonas lacustris 

Euglena Cyst Peridinium sp. Ceratium sp. 




























