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ABSTRACT 
The objective of the present study was to detennine microbial load in frozen semen of three Murrah bulls using ten ejaculates 

from each bulls. The average bacterial load determined using pour plate method in the frozen semen of the three bulls was 79.00±0.76, 
7.00±0.91 and 60.00±0.87, respectively with an overall mean of 48.60±0.73 colony forming units (CFU) m1·1• The SPC differed 
significantly (P< 0.01) between the three bulls. All the semen samples were found to be negative for fungus, mucor and yeasL 
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The bacterial contaminants of semen has been a 
major concern for most of the semen production laboratories 
as it adversely affects the semen quality (Diemer et al., 1996) 
and hence the subsequent fertility (Ochsendrof and Fuch, 
1993; Griveauetal., 1995). Certain bacterial contaminants 

acquire a certain level of resistance to antibiotics and are 
able to survive at -196°C in liquid Nitrogen (Ronald and 

Prabhakar, 2001 ). These bacteria are reported to account for 
the contamination of approximately 50 % of frozen semen 

samples (Wierzbowski et al., 1984 ). 

The present study was, therefore, conducted to 
study the microbial load in the frozen semen. A total of 30 
randomly selected ejaculates of three Murrah bulls ( 10 from 
each bull) were used in the study. Toe semen collection was 
done in a sterilized artificial vagina adopting all aseptic 

precaution and was preceded by prepucial wash with 0.01 % 
Acriflavin solution 12 hand 20 min. before semen collection. 
The semen thus collected was diluted in egg yolk tris glycerol 
extender and frozen in French in mini straws using horizontal 
liquid nitrogen vapour freezing technique (Verma et al., 1975) 
after allowing an equilibration period of 4 hat 4°C. Three 
frozen semen straws were thawed at 37°C for 1 minute to 
assess the bacterial load. The content of the straws was 
evacuated in a sterilized sugar tube after wiping the straws 
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with methanol. The thawed semen samples were subjected 
to standard plate count using pour plate method 
(Cruickshank et al., 1975). Two plates for each sample and 

one control, with each batch, were kept in incubation at 37°C 
for 48 h. After 48 h of incubation the bacterial colonies were 
counted with a colony counter. 

Toe thawed semen was also examined for fungus, 
mucor and yeast by inoculating the samples in Sabaroud's 

Dextrose agar at 37°C for 24 h followed by subsequent 
examination of the organism. Toe results were statistically 
analyzed using analysis of-variance (Snedecor and 
Cochran, 1967). 

The average microbial load of the frozen semen, 
assessed by standard plate count, of the bulls, MB I, MB II 
and MB m was 79.00±0.76, 7.00±0.91 and 60.00±0.87 Cf1J ml· 
1 which is well within the limits set by Bureau of Indian 
Standards (BIS) and OIE. The findings of the present 
experiment may be fairly compared with the previous reports 
(l.lx102 ml·1 in crossbred bull: Kumar et al., 1994) whereas 
some other workers have reported significantly higher bacterial 
load in semen samples (8.l-390.4xl02 ml·1 in frozen semen of 
Holstein stored for 15 days: Rathnammaetal., 1997;41-180x102 
m1·1 in buffalo semen: Jaisalet al., 2000). In a study on buffalo 
semen (Ramaswamy et al., 1997), 58% frozen semen samples 

were contaminated with 23 microorganisms including 2 yeasts. 
Remarkably low bacterial load of the frozen semen samples in 
the present study may be due to prepucial wash and 

maintenance of strict aseptic conditions at the time of semen 
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collection and processing. A highly significant (P<0.01) 
difference between the standard plate count of the three bulls 
was observed in the present study, which is in confirmation 
with the findings of Ahmed and Mohan (2001). The semen 

samples from all the three bulls were found to be negative for 
fungus, mucour and yeast 
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OBITUARY 

Dr. Abdus Sattar, Ex-Director of Animal Husbandry and Veterinary Sciences, Assam 
passed away on 2nd August, 2005 after a brief illness. Born on 1st November, 1933 at 
Ti tabor of Jorhat district of Assam. Dr. Sattar graduated from Assam Veterinary College, 
Guwahat in the year 1954 and obtained post graduate diploma in Animal Reproduction 
fromIVRI,Izatnagar.LateronDr.SattarwasconferredFRCSfromRoyalVeterinmyCollege, 
Stockholm., Sweden. He completed P.G. courses in frozen semen technology from Sydney, 
Australia. He was life member of IS SAR and was elected as the President, Assam Chapter 
of the Society for 2005 and 2006. 
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