VLAY 224R (Jiangsu J.of Agr.Sei.) ,2021,37(6) :1476-1480

1476 http: //jsnyxb.jaasac.cn

BT AL ST 4 Gt LA 2 ) TaqMan FREHHLAE Bt RT-PCR KRl 7 bk 0 230 LI [ 9] 0954 L2
2021,37(6) : 1476-1480.
doi;10.3969/].issn.1000-4440.2021.06.015

%M ERKREF 2 B TagMan R §1 % ¢ E = RT-PCR
¥l A AR &L KN F

I, fukk, EEF, 9 ok, R, WBE, KM%, HhAF, T F
(TR A AR B 2 B B/ A ll 36 4 P A0 TR 96 0% T30 I C 210014)

WE. D EAN% B IMARDE 2 % ( RHDV2) SC 2020/04 £ VP60 ST 5 5% it 1 S Spkn
Hl TaqMan R4, B Sr T —Fhbod | R A0 455 A9 A T4 037 B 55 A0 76 6 52 & RT-PCR A& 5 %, X045
IR ARG BT bR R R M C R KA, (BB 0. 999 ; Hopr it S5 IER 2 1 B (RHDVL) |
M8 (SV) ARG EE (RRV ) I8 R JE A8 SR 5 8 SCME 5, e fIRAG 1 Ry Ll 110 #5005 FLE &2 Mk AT HE N
LR 928 5 R B BE BN TF 2%, i PRAG I 25 5 32 B, FRIZ 7 1560 108 03 I R 5 Bk 2E 47 G 0 467 H
RHDV2 FHPERESS 72 43, K 3 66. 7% , W5 T3 MLAY RT-PCR J7%: (62.0%) . S5HAEM BT el 7 iy TaqMan 7%
JtEHE RT-PCR J7E3E 4T RHDV2 YL 1L T,

KEER . RIBIGERT 2 B, TagMan #5741 9962 & RT-PCR; gt ; 4E54k

FESES: S855.3 XERARIZAD. A XEMHS:  1000-4440(2021)06-1476-05

Establishment and application of a TagMan-based fluorescence quantitative
real-time PCR assay for detection of rabbit hemorrhagic disease virus type 2

CHEN Meng-meng, QIU Ru-long, FAN Zhi-yu, HU Bo, SONG Yan-hua, WEI Hou-jun, ZHU Wei-feng,
XU Wei-zhong, WANG Fang

(Institute of Veterinary Medicine, Jiangsu Academy of Agricultural Sciences/Key Laboratory for Veterinary Bio-Product Engineering , Minisiry of Agriculture
Nanjing 210014, China)

Abstract: A rapid, sensitive and specific fluorescence quantitative real-time PCR ( RT-qPCR) method for the de-
tection of rabbit hemorrhagic disease virus type 2 (RHDV2) was established. A pair of specific primers and TagMan probes
were designed in the conserved region of VP60 gene of the new variant strain SC 2020/04. The results showed that the
standard curve had a good linear relationship, the R* was 0. 999. The TagMan-based RT-qPCR method had good specificity
and no cross reactions with rabbit hemorrhagic disease virus typel (RHDV1), sendai virus (SV) and rotavirus (RRV).
The method established in this study had high sensitivity, and the minimum detectable amount was 10 copies per microlitre.
Moreover, the repeatability was good, and the mean coefficient of variation was less than 2%. The TagMan-based RT-qPCR

method was used to detect 108 clinical samples. The

1075 H H9:2020-12-28 detection rate was 66.7% , which was higher than that of
B4 BEARB2EEATH (31702274) ; AL I H AR conventional RT-PCR. To sum up, the newly established
KRB LT 4T H (CARS-43-C-1) TagMan-based RT-qPCR method is suitable for the specif-
TEEBN REHEE (1987-) &, E A WAL, BB 5, B2 ic diagnosis of RHDV2 infection.
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Fig.1 The amplification curve(A) and standard curve (B)of RT-qPCR
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The specificity analysis of TagMan-based fluorescence
quantitative RT-PCR method for detection of rabbit
hemorrhagic disease virus type 2 (RHDV2)
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Fig.3 The sensitivity analysis of TagMan-based fluorescence quantitative RT-PCR method for detection of RHDV2
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Table 1 Repeatability analysis of RT-qPCR method for detection of RHDV2

BB LA 4an S

(#5011 pl) Cr T¥% Cu ki A5 RH( %) C1 % Cr bR ERFH(%)
1x108 10.88 0.07 0.65 10.73 0.15 1.34
1x107 13.98 0.05 0.37 13.82 0.15 1.06
1x10° 16.27 0.09 0.53 16.50 0.24 1.49
1x10° 19.86 0.10 0.50 19.74 0.31 1.57
1x10* 23.25 0.05 0.23 23.16 0.16 0.67
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