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[ Abstract] Objective To establish multiplex PCR assay for detection of chicken embryo lethal orphan virus
(CELO) and egg drop syndrome virus (EDS). Methods  According to GenBank gene sequence, two pairs of specific
primers designed were amplified CELO long fiber protein and EDS hexon protein gene sequence. The specificity and
sensitivity of multiplex PCR were tested. We also use the multiplex PCR to detect exogenous CELO and EDS in influenza
virus. Results Two target bands have been successfully amplified and verified by sequencing. The specificity of the
method is better, and the sensitivity is 10 ~* wg/mL. The results of detecting exogenous CELO and EDS in 12 influenza
virus were negative. Conclusion The multiplex PCR assay for detection of CELO and EDS was established successfully,
which have good specificity and high sensitivity, and have high value and application prospect for detecting exogenous
CELO and EDS in influenza virus.
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Multiplex PCR
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BEl1 CELO ¥ H %
Fig.1 The PCR result of CELO

2 EDS ¥ ¥ Hm
Fig.2 The PCR result of EDS
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Fig.3 The multiplex PCR of CELO and EDS
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Note: M:100 bp Marker;1 : Negative control;2:CELO;3.EDS;4 .
MAdv;5;: SAdv -1;6; SAdv -20; 7: CELO and EDS mixture
(Positive control ).

Fig.4 The specificity test of multiplex PCR
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. M:100 bp Marker;1:1 pg/mL;2:10 "' pg/mL;3:10 2 pg/
mL;4:10 3 pg/mL;5:10 % pwg/mL;6:10 % wg/mL;7:10 ¢
png/mL;8:10 77 wg/mL;9:10 7% wg/mL;10:10 ™% wg/mL;11;
[ERERONi
B 5 £ PCR MR

Note:M: 100 bp Marker;1:1 pwg/mL;2:10 " wg/mlL;3.:10 2
png/mL;4:10 73 pg/mL;5: 107 pg/mL;6:10 > pwg/mL;7:
10 ® wg/mL;8:10 7 pg/mL;9:10 =% wg/mL;10:10 ~° pwg/mL;
11 : Negative control.

Fig.5 The sensibility test of multiplex PCR
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Note:M:100 bp Marker; 1 — 12 Influenza virus; 13: CELO; 14 EDS; 15: CELO and EDS mixture ( Positive

control ) ;16 : Negative control.

Fig.6 The multiplex PCR result for detecting exogenous CELO and EDS in influenza virus
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