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Abstract 

The lymphocytes of Heteropneustes fossilis and Clarias batrachus were isolated by 
monoculture (centrifugation of diluted blood or Plasmagel method) and Mixed lymphocyte 
culture (cultured directly from the spleen) and comparative efficacy of both methods were 
discussed. The lymphocytes were cultured in two growth media, medium A (mitogen Con 
A; antibiotic penicillin) and medium B (mitogen PHA; antibiotic streptomycin) in the me­
dium RPMI 1640 with 10% FCS and HEPES buffer. The samples were assessed for lym­
phocyte growth every 24 h for 96 h. The results indicated that PHA is a superior mitogen 
and MLC is a better technique for causing ble;tstogenesis and proliferation of lymphocytes. 
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The present work describes isolation of lymphocytes from two species of 
catfish, Heteropneustes fossilis (Saccobranchidae) and Clarias batrachus 

(Clariidae) and their subsequent cultivation (monoculture and mixed lympho­
cyte culture) in two growth media: growth medium A with Concanavalin A 
(Con A); and culture medium B with Phytohaemagglutinin (PHA), as mito­
gens. The relative efficacy of the mitogens is also discussed. 

Materials and Methods 

Lymphocyte isolation 

Live specimens of H. fossilis (size 15-20 ems) and C. batrachus (size 20-
25 ems) were collected from ponds of Rohilkhand region, India and acclima­
tized to laboratory conditions for 10 days. Blood was collected aseptically from 
the dorsal vessel using a sterile syringe containing heparin (500 units heparin 
in 0.2 ml.). One ml of blood was diluted four times in Hanks balanced salt so­
lution, mixed and the lymphocytes separated by centrifugation of diluted blood 
and Plasmagel method according to Blaxhall (1985). Observations were made on 
10 samples for each method. All glassware used were sterilized in hot air and 
autoclaved prior to experimentation. 

CENTRIFUGATION OF DILUTED BLOOD 

The diluted blood was centrifuged at 300-350 rpm at room temperature. 
The supernatent, rich in leucocytes was removed at 5 minutes interval for 
three times. 

PLASMAGEL 

Plasmagel (1-2 ml) was mixed with diluted blood and centrifuged at 40-
50 g for 10 min. The supernatent leucocyte rich plasma was removed and the 
original tube was centrifuged again. 

Lymphocyte cultivation 

The lymphocytes were cultured either after separation from the blood 
as described above or directly from the spleen (Mixed lymphocyte culture 
MLC). In the latter case, the spleen was collected from sacrificed fish and 
minced carefully in phosphate buffer at pH 7.2. The composition of growth 
media (A and B) are given in Table 1. The media were membrane filtered 
(0.34 µ) prior to the addition of the mitogens. Lymphocytes were cultured 
at 20 °C. Observations on blastogenesis were made every 24 h for 96 h. The 
lymphocytes were smeared on glass slides, fixed in methanol, stained in 
Giemsa, washed two to three times in acetone, cleared in xylene and 
mounted in canada balsam. 

All investigations were conducted aseptically under a laminar flow hood. 












