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2 ChPV #= HO B4 ATV #4400 T R34 4 5X10° 3% N/ L Fok ; 16 AR S i 25 K 0A | 33 140 16 R S ae i 2 B 55 ATV 2 3 0l 5 &
ChPV PCR e = 4l 25 . #—5, [ 4512 569 ChPV F= HO A AIV —F PCR %o 7 i AU F-1E B4F , fo Bl 69 2 408
%, %5 ChPV fo HO A AIV #9 | R A A B35 A H £&& L,

EgEIE B mE H TR G AERAE; —F PCR
RESHKS S852.65  CEAARINAD A

XEHE  0517-6611(2020)09-0113-04
doi ; 10. 3969/. issn. 0517-6611. 2020. 09. 031

FREREE (FRRARSS) #7345 (OSID)

Development of a Duplex RT-PCR Assay for Detection of ChPV and AIV H9 Subtype
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Abstract
[ Method ] Two pairs of specific primers were designed according to the sequences of ChPV NS genes, H9 subtype ATV HA genes which has

(Guan xi Veterinary Research Institute, Guangxi Key Laboratory of Veterinary Biotechnology, Nan-
g y g y y y 2y
Objective | In order to establish a method to simultaneously detect chicken parvovirus (ChPV) and avian influenza virus( AIV).
) y P

been published in GenBank. Multiple pairs of primers were designed respectively, and through a series of experiments to adjust the tempera-
ture and reaction system of different combinations, the optimal combination of two pairs of specific primers was finally selected, and the duplex
PCR detection method of ATV and ChPV was established for the detection of ChPV and H9 subtype AIV. [ Result] The results of specificity
and sensitivity test showed that the established triple PCR method was specific and good, and could simultaneously detect ChPV and H9 sub-
type ALV in one tube of PCR reaction. The amplified fragment size of the NS genes sequences of ChPV and HA genes sequences of H9 were
558 and 367 bp. The lower limit of detection for ChPV and H9 subtype ATV was 5x10* copies/ L plasmid. The results of clinical samples test
showed that 140 clinical samples were completely consistent with the results of AIV isolation sequencing and ChPV PCR positive products se-
quencing. [ Conclusion ] The duplex-PCR detection method for ChPV and H9 subtype AIV established in this study has not only good specifici-
ty, but also high detection sensitivity, which is of great significance for the monitoring and effective prevention and control of ChPV and H9
subtype AIV.
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Table 1 Primer sequences

2

519 3IHIFAI (53 Rkl

i : mplification
Primers Primer sequences

product size//bp

H9-F ACAGAGCATAATGGGATGCT 367
H9-R GGGCGTCTTGGATAGGGTAAT

ChPV-F GCAGCTGCAATCAGAGCAAG 558
ChPV-R CTCCACCGTCAGATCGCTTT
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1 000 bp
750 bp
500 bp

250 bp

9 10 11 12 13 14 15 16 17 18

558 bp
367 bp

7 :M. DNA F5ifE DL2000; 1. HON2+ChPV ;2. ChPV ;3. HON2;4. H6N2; 5. H3N2;6. H5N1;7. H7N2; 8. A (& Ye 44 5 57;9. & 1 REARRTE 4 B,

10. EHEHIRTE 5 11. S IMHRTE ; 12. & REUT IS 5 13. XL YLtk

PEGRE 17, Thar odi i 5 18. BT R

RSN 14. EOFIILHAE 15, W CRF SN 16, MBI

Note:M. DL2000 DNA Marker; 1. HON2 + ChPV ;2. ChPV;3. HIN2;4. H6N2; 5. H3N2; 6. H5N1;7. H7N2;8. CAV;9. Adv4; 10. RTV; 11. aMPV;
12. AHEV;13.1IBV;14. ARV;15. ILTV;16. NDV;17. MDV ; 18. Negative control
E1 #RHLegR
Fig.1 The results of specificity test

M 1 2 3 4 5 6

700 bp

500 bp 558 bp
+l) b 367 bp
300 bp ——

H:M S DNA 4% i DLI000; 1 Jy 5x 107 $50/ul; 2 2k 5%
10° #2001 /uL;3 H9 5x10° £ 01/ pl;4 Fy 5x10° $£ 01/ ul;5 K
5%10° $% 71/ w6 g [ PExT R

Note : M. DNA Marker DL1000;1. 5%10" copies/uL;2. 5}10° copies/pL;

3.5%10° copies/uL;4. 5% 10* copies/pL;5. 5x10° copies/plL;

6. Negative control

2 HREMEKNER
Fig.2 The results of sensitivity test
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M 1 2 3 4 5 6 7 8 9 10

1000 bp
750 bp

500 bp

250 bp

11 12 13 14 15 16 17 18 19 20 21 22 23

558 bp
367 bp

H::M 2l DNA Frifis DL2000; 14 35 ChPV FHHE=4;9 11,16 3 HO WAL ALV FH ™46 .17 Sy HO WAL ALV 55 ChPV {1 B ™4y s oA B

7

Note : M. DNA Marker DL.2000; 14. Positive products of ChPV;9,11,16. Positive products of H9 subtype AlIVs;6,17. Positive products of H9 subtype

AIVs and ChPV ;the others were negative products

B3 BRGNS R

Fig.3 The detection results of some clinical samples
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