. 140 - rp [ A7 A B 5 Ar AR U ZR R 2000 4F 4 A58 27 %55 2 Chin J Parasitol Parasit Dis Apr. 2009, Vol. 27, No.2

CE i :1000-7423 (2009 )-02-0140-04 [—I«/lﬁ\%‘

PCRIZWi“F#f 1-duwit) 20 i H

IR, RRR, RET, BRE ), K REE, ZF

HE] BH LR THE Ne-5 215 BRI K PCR 2T, Silllgt i = m st A s e rm, 7
& MRYE GenBank Jz A OB 71 dUke Sk 3L R BE Ne-5 ZE R F 51, 300t 1 T Rem sy, DARFfLFH (Neospora
caninum) FRUMERK DNA g8, PCR 473 Ne-5 2E[H |, 55 pMDI18-T #h ik 1, #Ab KIHIRAH IM109, 245 BHE 20 5
HE pMDI8-T-Ne-5, FFT, UUMIEREH ., FEDUH . Wi S L ERA 2 5 H LR R T HObRifERE DNA 4
REAHEAT 1 LLRHIE PCR BRI, RAEAMI O TN G R 7 AR iRk DNA WAL, BUR 4l 1) DNA
RS R KFRRE, 7B R Y DNA #E17 PCR 971, #fi7E€ PCR Jr ik pBUS M, RIHZ I BT 32 By 4 i (i i
AN SR A TR, RIS, XL 23 3 B4R MRESEAT ELISA MU 2440 (FE X IR) |, LUTMH RFTET 5
PCR LMK, R SRR R Bl AR HERR B 9 K/NA 350 bp, 5 GenBank (AY459289) H1 Ne-5 %
P F—3 R 98%, BT RFifilF & PCR ik SHIEREE | A B0 R | WIS I8 SR [CRI -2 R R 7658
SRR, SARRER IR Fi Al F 2 DNA 3.125 pg, RrlGE = fG 4- I ZH UHPERRY 18.8% (6/32), ELISA FBii™ bR M
PURBAMR R 17.4% (4/23), X 4 BEMERET SHE =G 2E PCR AMZE RN I, 4518 @S iR 7 | PCR
W F AN 2 i 0 1 2 M 2L 20 0 P R R AT

[X(8A] KRBTl Ne-sJEH; PCRYH; R4

FEsYSS . R382.3 SCHRAR RS A

Preliminary Application of PCR-based Assay for the Detection of
Neospora caninum in Bovine Aborted Fetus

WANG Chun-ren'*, ZHAI Yan-qing', ZHAO Xing-chun?, TAN Qiu-ju',
CHEN Jia', CHEN Ai-hua', WANG Yu'

(1 College of Animal Science and Technology, Heilongjiang August-First Land Reclamation University, Dagqing
163319, China; 2 Fujian Entry and Exit Inspection and Quarantine Bureau, Fuzhou 350001, China)

[Abstract]  Objective  To establish a PCR diagnostic method based on Nc-5 gene of Neospora caninum, for
being used to detect Neospora in brain tissues of bovine aborted fetus.  Methods  Specific primers were designed and
synthesized based on the reported Nc-5 gene of N. caninum (GenBank Accession No. AY459289). Using genomic DNA
from N.caninum as templates, Nc-5 gene was amplified by PCR. The PCR product was cloned into pMDIS-T vector,
transformed into Escherichia coli JM109 and then sequenced. To evaluate the specificity of the PCR, genomic DNA of
Theileria annulata, Babesia bovis, Toxoplasma gondii, Leishmania donovani and standard strain of N. caninum were used
as a template in the PCR. For determining the detection limit of amplification procedure, PCR was run on a dilution
series of genomic DNA from N. caninum (1.562 5-200 ng/ml). Brain tissue samples of 32 aborted fetuses were detected
by PCR-based assay, and 23 blood samples from mothers were tested by ELISA. Results The amplified DNA fragment
(350 bp) had a high identity of 98% with the Nc-5 gene sequence of N. caninum (GenBank Accession No. AY459289).
The PCR was specific for N. caninum and allowed the detection of 3.125 pg DNA of the parasite, while no amplification
occurred with the other four species of protozoa. PCR-based assay and ELISA showed a positive rate of 18.8% (6/32)
and 17.4% (4/23) of the samples tested, respectively. Moreover, all the 4 antibody positive samples showed PCR
positive. There is no significant difference between the two assays (P>0.05). Conclusion PCR diagnostic method is
promising in detecting Neospora infection in brain tissues of aborted bovine.

[Key words] Neospora caninum; Nc-5 gene; PCR amplication; Bovine fetus
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