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This study aimed to isolate and purify Clostridium perfringens from chicken flocks in 
order to detect the existence of Alpha and Net B toxin gens by PCR. These toxins are 
considered as the most important virulent factors of Clostridium perfringens in chickens  
The results of the isolation of Clostridium perfringens in necrotic enteritis infected flocks 
showed that the isolation percentage was % 24.47 in broiler flocks and it was % 17.41 
in breeder flocks. While it also showed that the isolation percentage in healthy flocks 
was % 5. The result of the PCR test showed the existence of Alpha toxin gens in all the 
isolates that were received from infected and healthy birds. Whereas, Net B toxin gene 
was existed only in the isolates that were received from infected birds with the percentage 
of %11.62. On other hand, the netB gen was never existed in the isolates that were 
received from healthy birds  
This study has proved that the NetB toxin gene exists in the isolates that were received 
from infected flocks by necrotic enteritis in Syria. The NetB toxin is considered as the 
most important violent factors of Clostridium perfringens. 
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1  Introduction 
decaying vegetation

minor pathogens
major pathogens

(Johansson et al.,2005)
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keyburn et al.,2008
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2 NetB

PCR

3 :Material & Methods 

Material
Samples

.(Quinn et al.,2004)
  

1 Thioglycolate medium
(Quinn et 

al.,2004)(Himedia-India)
2 SPSSulphite - Polymyxin - Sulfadiazine

Angelotti et al.,1962
(Himedia-India)
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3 Blood Agar
(Himedia-India)

  
1  

2  

(Quinn et al.,2004)
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absorbed oxygen
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(Quinn et al.,2004)
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1  ( Quinn et al., 2004)
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3  (Cruickshank et al., 1975)

4 Indole ReactionKoneman et al., 1988

5 Skim MilkKoneman et al., 1988

Stormy Fermentation
6  ( Koneman et al., 1988) 
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DNAQIAmp 
blood, body fluids, tissues

PCRPark et al.,2015

PCRNetB
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DNA Bandcpa
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(cpa)NetB(netB)

Toxin  
gene 

Primer Sequence -  
Length of  

amplification  
product (bp) 

netB 
AKP78 GCTGGTGCTGGAATAAATGC 

383 
AKP79 TCGCCATTGAGTAGTTTCCC 

cpa 
CPA5L AGTCTACGCTTGGGATGGAA 

900 
CPA5R TTTCCTGGGTTGTCCATTTC 

PCRDNA

PCR 

 1.00 l Alpha primer F(10 pmole/ l) 

 1.00 l Alpha primer R(10 pmole/ l) 

 25.00 l Ready Mix(×2) 

 
 

13.00 l Distilled water (Dnase free) 

 l  DNA Template 
 50 l total 

Thermocycler(Techne TC512)

NetB(Keyburn et al.,2008)

Intial Denaturation 

Denaturation step 

Primer-annealing step 

DNA extension step 

Final DNA extention 
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NetB(Keyburn et al.,2008) 

Intial Denaturation 
Denaturation step 

Primer-annealing step 
DNA extension step 

Final DNA extention 

UVipro platinum

DNA Band
(cpa)NetB

bp DNA Ladder,PeqLab
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NetB
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Clostridium perfringens

 
PCR
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NetBPCRnetB(384bp)
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et al.,2007)
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al.,2007Grow promoting antibiotics 
(GPA)

Cviková et al. 2006; Svobodová et al.,2007

Al-Sheikhly& Al-Saieg.,1980)
Clostridium perfringens

Awad et al.,1977; Craven et al.,2001; Engstrom et al.,2003; 
Latinovic.,1983; Tschirdewahn et al.,1991

Al-Sheikhly&Al-Saieg.,1980; Baba et al 1997

PCR
bp

Keyburn et al.,2008 
NetBPCRnetB

Cooper & SongernetB(Cooper & 
Songer.,2010)netBAbildgaard et al., 2010

netBNE
netB
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netBC. perfringens
bacterial phenotypesregulatory mechanisms

NetBC.perfringens
individual C.perfringens strains

PCRClostridium perfringens

Kalender.,2005
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