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[SYXK( )2018-0028]

(

)  Heyl

[ C57BL/6 16 13 6 18

20 g 5 SCXK( )2017-001]

Jawetz [ C57BL/6 1 2

9 25 30 g 1 SCXK( )2017-001]
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40 45 g 58  SCXK( )2016-

0006]
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DNA PCR
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Sybr Safe
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ESCO Class  BSC

Eppendorf Innova 40 Thermo

NanoDrop 2000 ABI Pro Flex

PCR Bio-Rad Gel Doc XR+
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1.4.2   PCR

Jawetz Heyl DNA

PCR PCR

20 μL 2  ES Tag Master Mix(Dye) 10 μL

0.10 μmol/L 0.15 μmol/L

0.20 μmol/L 0.25 μmol/L 0.30 μmol/L DNA

20 ng 95  5 min 94  30 s

55 60 30 s 72  30 s 30

72  10 min PCR 1.5%

1.4.3   PCR     Jawetz

Heyl DNA

10 0 ng/μL 10 -2 ng/μL 10 -4 ng/μL

10-6 ng/μL 10-8 ng/μL 10-10 ng/μL 10-11 ng/μL

10-12 ng/μL 10-13 ng/μL 10-14 ng/μL

1 μL PCR

1.4.4         

Heyl

2

2

DNA 20 

5 mL

100 μL 

3 7

180 r/min 16 18 h 1 mL 4 

8 000 r/min 3 min 100 μL

TE 100 1  min 2 min

5 min 10 min 5 min 4 12 000 r/min

5 min 20 

1.4.5    PCR     

DNA PCR PCR

 1  

Table 1  The primer sequences

                    
   (5 3 ) 

                

                                                                                (bp)

Benga-F

Jawetz-R

Heyl-R

ATGGGAGTGGGTTGTACCA

GGCATCCTAAAATACCCATCC

TTGCAGATACTTGCCCTTAC

451

326
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1.4.6    
Jawetz 1

1.4.4 PCR
Jawetz Heyl

1.4.7         
SPF 58 ( 2 ) 116 ICR

1 min
DNA Jawetz

Heyl PCR 15 ( 1 )
SPF

2   

2.1   PCR

PCR Jawetz

Heyl DNA 0.15 0.30 μmol/L

( 1)

2.2   PCR

PCR Jawetz

Heyl DNA 56 60 

( 2)

2.3   PCR

PCR  Jawetz

Heyl DNA 10 13 ng

( 3)

2.4   

PCR

2

5

( 4 )

M: 100 bp DNA Ladder; 1 6: 55 56 57 58 59 60 

A:  Jawetz ; B:  Heyl

 2  PCR

Figure 2  Optimization of PCR annealing temperature
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Figure 1  Optimization of PCR primer concentration
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6A) 3

( 6B)
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3   

M: 100 bp DNA Ladder; 1 10: PCR 100 ng/μL 10-2 ng/μL 10-4 ng/μL

10-6 ng/μL 10-8 ng/μL 10-10 ng/μL 10-11 ng/μL 10-12 ng/μL 10-13 ng/μL 10-14 ng/μL

A: Jawetz ; B: Heyl

 3  PCR

Figure 3  Sensitivity of the PCR assay
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Figure 5  Comparison of different boiling time for DNA extraction
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Figure 4  Comparison of different sampling methods
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Optimization of PCR Detection Method for Pasteurella pneumophila in

Mice and Its Preliminary Application in Different Sample Treatment

PENG Lina1, PAN Yajun1, ZHANG Man1, GU Jeffrey Jianan2, XU Wangjie1

(1. Laboratory Animal Center of Shanghai Jiao Tong University, Shanghai 200240, China;

2. International Division of Shanghai Southwest Weiyu Middle School, Shanghai 200233, China)

[Abstract]    Objective    To establish a real-time, rapid, sensitive and simple PCR method for the

detection of Pasteurella pneumophila in living laboratory animals. Methods    By comparing different

sample collection and processing methods, optimizing the sample processing process, and simplifying the

method of DNA extraction, PCR amplification of Jawetz type and Heyl type of Pasteurella pneumophila

was performed after rapid PCR template acquisition and combined with DNA sequencing for

identification. Results    Among the 4 sampling methods, the oral sample had the best detection

effect. In 2 methods of DNA extraction, the bacterial genomic DNA could be obtained rapidly by

culturing and boiling the samples for 1 min, which was more effective than the kit extraction method.

Conclusion    Rapid extraction of bacterial genomic DNA from the oral samples of experimental

animals by incubation and boiling for 1 min as PCR template can significantly improve the positive

detection rate of Pasteurella pneumophila.

[Key words] Pasteurella pneumophila; Sample processing; Rapid DNA extraction; PCR
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