tE AR AW F R E 024100 19 B% 10

Journal of Pathogen Biology Oct. 2024, Vol. 19,No. 10 1177 -
N —
DOI:10. 13350/j. cipb. 241012 . ﬁ@iﬁé? .

4 7B 5 Syber Green 1 2% 6xE & PCR A3l 7 1L ) AT

FHAE EER T REE, é’wrlvj,aéi SRBUVERRY T EAaT
(L 52 RIE K 2 S B 2 B . N 520 B 1T 02800052, 1952k [ 1A X 3 W92 95 T B 42 41 oo 5
3. PRty 3 AT T B0 P T 4 o L s 4. S IR XA 5 1 B B VA TR R B ST )

BHy A —Fhfa i e SppE RN T A Pk A R & AY 2R 3B K B (Bovine Enterovirus, BEV) ¥ 75 8k,
Fik AR4E GenBank A6 BEV 3341, % U SF X AL AF )T 51, M A Pirmer 5.0 531514 .38 i3 PCR $" 3 B
Fe B B H % £ B pMD18-T #k 4 I #4 4 & 41 5 #fE & B kr pMD18-T-BEV., #4 # 9¢ % 5 7t PCR J7 i, # H 3K #F
Quant Studios Design & Analysis Software H & A4 pUbs i 1 28 S i fift i 2. Rl G M e R E M R B 3 5146 5
PCR Fikb#., SR A2t BRI 7 R ARk 2R 7E 3. 2 X107 ~3. 2X10° $5 D1 /L 38 [l N 2R M 06 3R R AL A
KRBN 0.997, BH N —3.387; A A1 R RE<3. 16 % N F RE<T1. 67 % ; 54 B MRS /8 % (BVDV) (4R &
% (BKOV) A4 B8 8 (BTOV) L4 3 Wik 2 (BNOV) F1 4= 8l 3 80 2 3 B (BPIV3) Y cDNA Hf i J6 38 X B 5 9%
TR R By 3.2 X 10" 45 D1 /p L, 9 B0 PCR R I R AL 1 000 A5, A A IF 53 £ 57 1 5% 56 52 Sk 0 5 vk X R4 H
PEEd BIAX 9 AT 86 2R VSRR S alb AT K FE B R 26, 74 %0 . 3 = F AL S8 PCR K H (4 BH 2R 4. 56 %6,
it AWRMIHE T T —F BEV SYBR Green | Real-time PCR J7 1 . 1% 7 ¥ LA %5 i 19 R 08 % S5 o A o] o 42
P AR T AL IR 5 3 4 1 T g RGN . S B2 IR X BEV (R I A RAT s A 18 A B KR
4 I3 % 5 SYBR Green [ 965652 it PCR; 4% 81k
CTRADE A 1673-5234(2024)10-1177-05

[Journal of Pathogen Biology. 2024 Oct. ;19(10);1177-1181. ]

Establishment of a Syber Green I fluorescence quantitative PCR method for the detection of bovine
enterovirus
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Objective  To establish a simple, rapid, specific, reproducible and sensitive bovine enterovirus (BEV)
detection method. Methods According to the BEV gene sequence published by GenBank,the nucleotide sequence of the
conserved region was selected, the primer was designed with Pirmer 5. 0, the target gene fragment was amplified by PCR
and cloned into pMDI18-T vector to construct recombinant standard plasmid (PMDI18-T-BEV). Fluorescence PCR
methods were constructed and standard and dissolution curves were automatically generated using the software Quant
Studios Design &. Analysis Software. Its repeatability, specificity, and sensitivity were measured and compared with
traditional PCR methods, and clinically validated. The data were analysed using IMB SPSS Statistics 22 software.

Results The standard curve of the fluorescence quantitative detection method established in this study has a good linear
relationship in the range of 3.2X10'-3.2X10° copies/pul,with a correlation coefficient of 0. 997 and a slope of —3.387,a
coefficient of variation between groups <C 3. 16% ,and a coefficient of variation within groups <C 1. 67%. There was no
cross-reactivity with ¢cDNA samples of bovine viral diarrhea virus (BVDV), bovine Kubuovirus ( BKOV), bovine
cyclovirus (BTOV), bovine norovirus ( BNOV) and bovine parainfluenza virus type 3 (BPIV3); The dissolution
temperature of the standard plasmid was about 84. 2 C. The minimum detection limit was 3. 2>X 10" copies/pL,which was

1000 times more sensitive than conventional PCR detection. Whereafter, the fluorescence quantitative detection method
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established in this study was used to detect 86 faecal specimens randomly collected from cattle with diarrhea in 9 cities of

Inner Mongolia Autonomous Region. The positive rate was much higher than that detected by the traditional PCR

(26.74% vs 4. 56%).  Conclusion

In this study.a BEV SYBR Green I Real-time PCR method was successfully

established, which has high sensitivity, specificity and reproducibility, and is suitable for the rapid detection of bovine

enterovirus in large-scale farms. To provide a basis for the detection and epidemiological investigation of BEV in Inner

Mongolia Autonomous Region.
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