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method for detection of Coxsackievirus A5 RNA"
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Abstract : Objective To establish a specific one-step real-time fluorescent reverse transcription pdymeease
chain reaction (RT-PCR) method for the detection of Coxsackieviruses A5 (CVA5) RNA., Methods The
CVAS virus strain prevalent in Zunyi and the CVAS5 VP1 gene sequence randomly downloaded from the NCBI
gene library were taken as the reference sequence,the conserved regions of these sequences were analyzed,and
specific primers and Tagman probes were designed in the conserved regions to establish a one-step real-time
fluorescent RT-PCR for detecting CVA5. By constructing the recombinant plasmid containing the conserved
region of CVA5 VPI1,the standard curve was drawn,and the sensitivity,specificity,repeatability and detection
limit of clinical samples were evaluated. Then 273 enterovirus positive samples without clear typing in Zunyi
were detected by this method, and the detected CVA5 positive products were sequenced. Results A new
method for CVAS5 detection based on real-time fluorescence RT-PCR was successfully established. The meth-
od had good linearity in the range of 10* —10° copies/mL (R*>> 0. 999) ,and the average amplification efficien-
cy of the method was 102. 26 %. The sensitivity was high,the detection limit was 10 copies/mL. This method
had strong specificity and did not cross react with CVA2,CVA4,CVAG6,hepatitis C virus,respiratory syncytial
virus and rhinovirus. The coefficient of variation of repeatability experiments was lower than 1. 5%. A total of

25 cases of CVAS were detected in 273 positive samples of without clear typing.accounting for 9.16% of the
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positive samples of without clear typing. Conclusion

The one-step CVA5 real-time fluorescence RT-PCR

method established in this study has high sensitivity,specificity,strong repeatability and could be used for the

detection of CVAS5,
Key words: coxsackievirus A5;

enterovirus; hand-foot-and-mouth disease;
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1740 MR . TEREAE PR AR K IE {25 3R A A% 0 2€
55, 9 R VIC/BHQL MARiCH R,

1.3.4 REEEITA B 10°~10" copy/mL JFkL A
i #E4T RT-PCR K I, I35 B M %k BR, > iff e A 1 1)
REE ., V3= Wa 1.5 % B e M vk % . ¥
AR BT B9 58 AR £ 8 49 Primer BLST Cht-
tps://blast. ncbi. nlm. nih. gov/Blast. cgi) 3k 15 % 51
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1.3.5 FrfEfi&nys#sr B 10" ~10° copy/mL it
5 ANV BE 1 PH M bR E S He B R OB AR R E AT RT-
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PCR X I 34055 B A% W 28 474G I, 5 15 & BF 2 % J R BH
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1X10° 33.04 34,00 33.10 33.38 0. 44 1.32
1x10* 36.64  37.22 36.24  36.70 0. 40 1.10
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CVAS FHPEREAS 25 £, o5 oA W 43 28 0 BH PR A A 1Y
9.16% . I 10 4l FFAEA R CVAS,
3 it %

HFMD # HA 18} % UL 2 40 L S AL Y 0%
e e PR, A J B B] P AT 3 R A R TR A AT L ™
153 6 TR LB 0 B R R . A Ry 5 o R A
Z—M CVAS BYeBR T Al 30 #L HA )2 HFMD
SERAD BT 5] & E5E HEMD, K IF 2 % CVAS &
P« HEMD Ry W00, 25 ) i R R+ E 2,
R E, HoAr s IR - A X EV71. CVAL6 Al
CVAG6 HEATIZIR 43 R %58 , I AR X CVAS #E4T HL M 1Y

Ui L R o= I NS B =1 @2 R |
CVAS A8 0Ll 7 — Fi (6 B L B0 5 L4 57 1k ok
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