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Detection of Coxiella burnetii by semi-nested PCR and DNA probe

HU Ting-hui WEN Bo-hai, WAN Ze-sheng YU Shu-ong (Department of Microbiobgy Third Military Medical University, Chongqging 400038 China)

Abstract; Objective To establish a rapid and sensitive method for detection of Coxiella buretii. Methods The semi-nested PCR had been
established by using 3 primers designed based on the sequence of the 16S rRNA and 23S rRNA genes and their intergenic region and the amplimer of
Coxiella burnetii genomic DNA was labeled with P32 as a probe in doli-blot hybridization. Resuts The predicted poducts were amplified from the
genomic DNA of all 10 Coxiella burnetii isolates but not from contiols in both semi-nested PCR and hybidization assays. The semi-nested PCR and
pobe detected as little as 11z and 0. Sng of Coxiella burnetii genomic DNA, mespectively. Conclusion The semi-nested PCR and DNA pwobe are

highly sensitive and specific for detection of Coxiella burnetii and can be widely used in the diagnosis of Q fever.
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Fig1 Results of specificity test of semi-nested PCR
1: Chlamydia pnermoniae; 2. Legionella micdadeis; 3. Legionella preu-
mophila (type 8); 4: Legionella pneumophila (type 1); 5. Coxiella
burnetii (Nine Miles); 6: Marker; 7: Ridketsia mooseri; 8: Brucella su-

is; % Escherichia coli; 10: Psaidomonas aeruginosa
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Fig 2 Results of sensitivity test of semi-nested PCR
1: Marker; 2: Genomic DNA of Nine Miles (1 000 pg); 3 Genomic
DNA of Nine Miles (100 pg); 4 Genomic DNA of Nine Miles (10
p2); 5: Genomic DNA of Nine Miles (1 pg)
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Fig 3 Results of dot-blot hybridization
A: Results of dotblot hybridization of 10 coxiella burnetii isolates; 1; Nine miles; 2: Qiyi; 3 Xinqiao; 4 Yaan; 5; Li; 6 Grita: 7: Henzering; & YS3-8& 9. YS9 10 YH-11
B: Results of specific test of ISR probe; 1: Coxiella burndii (Nine Miles); 2. Chlamydia pneumoniae; 3. Legionelln micdadei; 4. Legionella pneumophila (type
8); 5: Legionella pneumophiln (type 1); 6 Ridkettsia mooseri; 7: Brucella suis; 8: Escherichia coli; 9: Pseudomonas aaugnosa
C: Results of sersitivity test of ISR probe; 1: Genomic DNA of Nine Miles (10 ng); 2: Genomic DNA of Nine Miks (1 ng); 3: Genanic DNA of Nine Miles

(0. 5 ng); 4: Genomic DNA of Nine Miles (0.1 ng)
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