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Development of A RT-PCR Method for Determination of
Mammalian Orthoreovirus 3
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[ Abstract]  Objective To develop a RT-PCR method for determination of Mammalian Orthoreovirus 3 ( Reo3) in
laboratory animal and the biological materials or the biological products for human use from the animal. Methods Two
pair of primers specific to the sequences of M1 gene were designed according to the published Mammalian Orthoreovirus 3.
With which the RNA of Reo3 was extracted and reversely transcribed to ¢cDNA as a template for PCR amplification. The
developed RT-PCR method was optimized, verified for specificity and sensitivity. Results The developed RT-PCR method is
good in ensitivity, specificity and stability, and its minimum detection limit using the recombinant plasmid containing Reo3
gene as atemplate was 0. 42pg/ L, and the lowest detection virus titer is 10 °/mL. Conclusion  The developed RT-PCR
method can be used in detecting the Mammalian Orthoreovirus 3 ( Reo3) in laboratory animaland the biological materials or
the biological products for human use from the animal.
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Fig. 1 The results of primer 1,2 PCR reaction
conditions optimization
M:100bpDNA marker;1:Primer 1 Reo3 virus;
2. Primer | BSC-1 cell control;3: Primer 2Reo3 virus;
4 :Primer 2 BSC-1 cell control
M:100bp DNA marker;1:3#) 1 Reo3 7 ;
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Fig. 2 Specific validation results of primer 1
M:100bp DNA marker;1: Reo3 virus;
2.BSC-1cell control;3; PVM ;4. LCM;5.SV
M:100bp DNA marker;1:Reo3;2:BSC-1
A% AR ; 3:PVM ;4. LCM;5; SV

1 2 3 4 S Mbp
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Fig. 3 Specific validation results of primer 2
M.100bp DNA marker;1:PVM;2.LCM;
3.SV.4:Reo3;5:BSC-1 4t % IR
M:100bp DNA marker;1: PVM;2: LCM;3: SV;
4. Reo3 virus;5: BSC-1cell control
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Fig. 4 The sceptibility testing results of RT-PCR
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Fig. 5 The sceptibility testing results of RT-PCR
using primers 1—RNA template concentration
gradient of Reo3
M:100bpDNA marker;1: RNA JEifi ;
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Fig. 6 The electrophoretic results of detection in 1tol6 ground mouse kidneys using primers 1
M:100bpDNA marker;1:Reo3 B Ff;2:BSC-1 Z0fIXf 18 ;3 ~18:1 ~ 16 5 b fU'E PCR ™= Py A5 I 45 SR
M:100bp DNA marker; 1:Reo3 virus; 2: BSC-lcell control; 3 ~18:1t016 ground mouse kidneys



50 o PR EE 2243 2012 45 9 45 22 %459 81 Chin J Comp Med, September 2012, Vol. 22. No. 9

B7 FASI T 17 ~25 5 4 FUE KSR

Fig.7 The electrophoretic results of detected in 17 to 25
ground mouse kidneys using primers 1
M:100bp DNA marker;1:Reo3 #Fl;
2:BSC-1 4IR XS 853 ~ 11:17 ~25 5 o Bl 97 485 45
M.100bpDNA marker;1: Reo3 virus;2: BSC-1 cell

control; 3 ~11:17 to 25 ground mouse kidneys
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