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Abstract: A reverse transcription loop mediated isothermal amplification (RT-LAMP) assay was
developed for detection of avian novel flavivirus virus. According to the sequences of avian novel
flavivirus virus E protein gene, six primers specific to the eight sites of novel flavivirus virus gene
were designed, and the reaction conditions were optimized. The results showed that the assay had
no cross reaction with NDRV, GPV, MDRV, NDV, ILTV and FPV. The assay was performed
in water bath within 45 minutes and the amplification result was visualized by adding SYBR Green
I or inspecting the white sediment. The detection limit of RT-LAMP assay was 1 pg, which was
100 fold higher than that of one step RT-PCR. The detection in clinical samples was 100% com-
pliance with RT-PCR. These results suggested that the newly developed RT-LAMP assay is a
simple and specific method for rapid detection of avian novel flavivirus virus in field conditions.
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Fig. 1 Visualization of the results of under natural light (A) and UV (B)

20 By FE Al ) RT-LAMP £ U 25 5K WK 2, )5
X(2.6)% 5 RT-PCR Z5 R #17 AL
2.3 RT- LAMP {45 B 4NE

N N7 ) RT-LAMP J7 i & i JD0o6 K&
NDRV .GPV .MDRV NDV . ILTV.FPV [ #%BRFE 5

S5 WK AL TDO6 LR FE i BT I i R 25 L 1
NDRV.GPV,MDRV ,NDV, ILTV.FPV %k 5 ¥ %
IR S A L RO R e R (8 D)
2.4 RT-LAMP &= %k 16

435 % F RT-LAMP #1 RT-PCR J7 3 &l A



662 = W oM

H

E o 43 %

[ B2 119 JDO6 RNAL 25 3 /R RT-LAMP S/
O 1 pg(JE 4) .1 RT-PCR £l i 4 100 pg (&
5. RWIHE S RT-LAMP £ # J5 35 R % 1
RT-PCR # 100 1.

1~10. W B 11~15. 45 89 Bk 40 M 3& W 55 16 ~
20. P BEMRIREBEWEFE; 21 BHAEXS IR

1-10. The egg drop diseased sample of novel flavivirus-
positive; 11-15. Cell-based virus; 16-20. Allantoic fluid
virus; 21. Negative control
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Fig. 2 The RT-LAMP results of clinical samples
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Fig. 3 Specificity test for RT-LAMP
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Fig. 4 The sensitivity results of RT-LAMP
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Fig. 5 The sensitivity results of RT-PCR
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Fig. 7 The results of RT-PCR clinical test
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