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Abstract of Thesis

Summary

Investigations of the Psuedomonas fluorescens proteolysis activity was the basal objective of this study. To achieve this objective, 16S rDNA and aprX gene were used in the amplification of DNA extracted from raw milk bacterial isolates. In the
present study, the 92 bacterial isolates including 42( cows raw milk isolates) and 50 (buffaloes raw milk isolates) were obtained from 240 cows and buffaloes raw milk samples (120 for each) previously refrigerated for 72 hr. and subjected to
phenotypic and molecular identification of P. fluorescens. Selective plating ,morphological, biochemical characterization and PCR were done. The results of PCR based aprX gene was similar to biochemical tests concerning the detection ratio of
P. fluorescens (33.3 %) in cows milk but this ratio differs in case of buffaloes milk as PCR based aprX gene ratio was lower (34% ) than biochemical tests detection ratio (42%). There was high significant differences (p<0.001) between the three
applied methods in case of buffaloes raw milk testing. Also high significant differences ( p< 0.01) was observed between the results of these three methods in the testing of cows raw milk. The results of phenotypic identification concerning the
selective plating revealed that different percent of the pseudomonas isolates was recovered from cows and buffaloes milk samples. Triptyc soy agar was more productive for isolation of this bacteria in 35% (cows) and 41.7% (buffaloes )milk samples
respectively), compared to Pseudomonas f agar (30.8% and 38.3% of cows and buffaloes milk respectively) and Violet Red Bile Glucose Agar (8.3% and 10. 8% of cows and buffaloes milk respectively) .High significant difference ( P<0.01) was
observed among these media concerning their isolation productivity. Distribution of Pseudomonas isolates in cows (42) and buffaloes (50) raw milk samples isolates according to age groups, breed (in cows only), Basrah districts and months of
sampling was investigated. Concerning the age of tested cows the results of morphological characterization revealed that the higher rate of pseudomonas contamination of raw milk was observed in cows (36.6%) at 1% age group (>1-4years) and of
buffaloes (73.9%) at 2" age group ( >4-8year ). There was high significant differences (p<0.01) between the two age groups of buffaloes. Also significant differences were observed between cows and buffaloes at both age groups ( p< 0.05).
According to the Biochemical characterization results the higher ratio of raw milk pseudomonas contamination was 40 and 47.1% in cows and buffaloes at 2 age group respectively. significant differences ( p< 0.05) were observed between cows
and buffaloes at both age groups and between buffaloes two age groups. According to Basrah districts ;the highest ratio of cows raw milk pseudomonas contamination was found in AL-Qurna (52.9%); the lowest was found in Basrah center (14.3%).
In buffalo, the highest ratio of raw milk pseudomonas contamination was found in Abi- Elkhasib (54.1%) and the lowest was in Basrah center (30.8%). The differenc among Basrah districts concerning raw milk pseudomonas contamination was not
significant (p>0.05) Concerning the months of sampling; the highest ratio of cows raw milk pseudomonas contamination was found in October, 2014 (52.9%); the lowest was found in January 2015 (14.3%). In buffaloes , the highest ratio of raw milk
pseudomonas contamination was found in January (54%) and the lowest was in February (30.7% ).The differenc among months of sampling concerning raw milk pseudomonas contamination was not significant (p>0.05) in both cows and buffalo
milk. The effect of cows breed on raw milk pseudomonas contamination was not significant (p>0.05). In morphological characterization, the higher rate of pseudomonas contamination of raw milk was observed in native cows (35.6%) while
Biochemical Characterization revealed that higher rate of pseudomonas contamination of raw milk was observed in (38.5%) of crossbred cows. The molecular detection for presence and proteolysis ability of P. fluorescens in cow and buffalo raw
milk, was done by the PCR based 16S Rdna (850 -bp ) and aprX gene (900-bp) primers. The results revealed that PCR with DNA isolated from cows and buffaloes raw milk bacteria led to one main product of the expected size with each primer
pair(16SrDNA and SM2F/SM3R) in (59.5) and ( 33.3%) of cows raw milk bacterial isolates respectively and in (68) and (34%) of buffaloes raw milk bacterial isolates respectively. The effect of age and breed (cows only) on the PCR amplification
results was investigated. The current results revealed that the effect of these factors considered to be not statistically significant ( P>0.05).According to cow breed 16SrDNA and aprX gene based PCR analysis showed higher ratio of P. fluorescens
identification ( 62.5 %) (16SrDNA ) and ( 34.6%) (SM2F/SM3R)} in the native and crossbred cows raw milk respectively. Concerning the effect of age; cows at first age group( >1-4 years) showed higher ratio of 16SrDNA(64.9 %) and aprX gene (
35.1% ) based PCR concerning presence and proteolysis activity of P. fluorescens in raw milk , While buffaloes at second age group( >4-8years) showed higher ratio of 16SrDNA( 70.6 %) and SM2F/SM3R ( 29.4%) based PCR concerning presence

and proteolysis activity of P. fluorescens in raw milk.




