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Development and application of RT-PCR for detection of TMEV

LI Xiao-bo,FU Rui, WANG Ji, WEI Li, WANG Shu-jing, YUE Bing-fei, HE Zheng-ming
(Laboratory Animal Institute, National Institutes for Food and Drug Control, Beijing 100050, China)

[ Abstract] Objective To develop RT-PCR for detection of TMEV and apply the method. Methods To design
specific primers on the basis of GD VII( GI:62039) genome sequences published in NCBI and establish RT-PCR. To verify
the sensitivity and specificity of method after optimizing PCR. We infected 9 BALB/c mice intracerebrally and collected
brain, heart, liver, spleen, lung, kidnet, cecal contents and serum samples the 6™ day postinfection. The samples were
tested by the TMEV RT-PCR. 100 mouse cecal contents samples were also detected to apply the established method.
Results The 371bp single band was amplified using GDVII as template. Sensitivity test showed that the RT-PCR method
can detect as low as 0. 69 pg/wL GDVII ¢DNA. There were no objective band amplified when encephalomyocarditis virus,
lymphocytic choriomeningitis virus, Japanese B encephalitis virus, murine norovirus and normal mouse brain tissue were
used as case-control. All infected mice showed symptom of different degrees such as depression and hind limb paralysis the
3th day postinoculation and two of infected mice died the 5th day postinoculation. Tissues such as heart, liver, spleen,
lung, kidney, brain, cecal contents and serum were collected and tested for TMEV. All the brain samples were detected

positive for GDVII and other tissues were all negative; The 100 cecal contents samples were tested and all were negative.
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Conclusions RT-PCR for TMEV GDVII strain can detect virus infection in mouse tissues efficiently and can be used as a

powerful supplement for the national standard of lab animal.
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Tab.1 Primers for the GD VII RT-PCR
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Fig.1 Sensitivity of TMEV RT-PCR
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Fig.2 Specificity of TMEV RT-PCR

2.5 MITRA
2.5.1 JRYLSLEG

TR/ INET RS 3 R AR R B (I ARAE
AR, B /N RO B R F AR, J5 BRI
KRS RE (B 3) , Horp 2 HUNRUF LR 55 5 RIE
T2, ARG/ INECC S L E BN A
KL 15 A ZUREAS R T RT-PCR A, 5 51 o |
/NG ZH 2R84 77 4 371bp 1Y H By 5l Hifh 2 21
KRB E &M (GRS R I 4) , X414
PCR P2 ¥ I, 45 5 22 NCBI H X, 55 TMEV ( GI;
62039) AFH %4 100%
2.5.2  FEATHA KK 100 43/ NEUE N B
#£4T TMEV RT-PCR 934, 25 535 1 (%

3 it

06 2 95 B 7E S Hh B SRR B A i, ANY
REAE B e /N R, o AT DL e KR, FLR g R
0l sras S E AR R TMEV BRI 7 vk 325
R 207 s, A S g @57 T TMEV [ RT-PCR J5
2, S UMEIRIE W F AW O A e R
HEAT IS SR ET A I | T B 4, L BRI O 5, A S
PERLT

S SCHRARGE" ) AR ST i s 12 S IR e /N B
A R AR R 5 R (2 mm) 19 07 2k



20 P R PR 2R 24 R 2015 4 10 A 5525 555103 Chin J Comp Med, October 2015, Vol. 25. No. 10

3 RG/NRUR B
Fig.3 Hind legs paralyzed of infected mouse
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Note:M:100 bp marker; 1 to 8: Heart, liver, spleen, lung, kidney,

brain, serum, cecal contents; 9 :Positive control; 10:Sterile ddH, 0.

Fig.4 The results of RT-PCR for tissues of infected mice
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