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O WilEERJs (RT reaction)
<primerset> AN32:GTYTGCCA, AN33: GAYTGCCA, AN34 : CCRTCRTA, AN35: RCTYTGCCA

volume final conc.

5 x First Strand Buffer 2.0 uL 1% temp.  time cycles
RT primer Mix (10 uM each ) 0.5 uL 0.5 uM 22°C 10 min. 1
20 mM dNTPs 0.5uL 1mM 42°C_ 60 min. 1
0.1MDTT 1.0 L 95°C___ 5min. 1
SuperScript I (200 U/uL) 0.5 uL 10 U/ pL
RNase Inhibitor (40 U/uL) 0.5uL 2 U/ uL
Extract RNA 5.0uL

total 10 uL

@ Firstamplification (PCR1)
<primerset> S0224 : GCIATGYTIGGIACICAYRT, SO222 : CICCIGGIGGIAYRWACAT

volume final conc.

10 x PCR reaction buffer 5.0uL temp. time cycles
20 mM dNTPs 0.5 uL 0.2 mM each 95°C 30 sec.
primer (SO224: 10 pM) 5.0uL 1 uM 42°C 30 sec. 40
primer (SO222: 10 uM) 5.0 uL 1 uM 60°C 45 sec.
Taq Polymerase (1 U/ulL) 25uL 0.05 U/uL
DW (DNase/RNase free) 22.0 uL
cDNA 10.0 uL

total 50 UL

@ Second amplification (snPCR)
<primerset> ANB89: CCAGCACTGACAGCAGYNGARAYNGG
AN88 : TACTGGACCACCTGGNGGNAYRWACAT
volume final conc.
10 x PCR reaction buffer 5.0 uL ]
20 mM dNTPs 0.5 uL 0.2 mM each femp. fime Cycles
95°C 6 min. 1

primer (AN89: 10 uM) 4.0 uL 0.8 uM 5C 30 e,
primer (AN88: 10 uM) 4.0 uL 0.8 uM o
FastStart Taq (5 U/uL) 0.5 L 0.05 UL sgg ig zZz 40
DW (DNase/RNase free) 35.0uL .
PCR1 product 1.0 uL

total 50 uL

Fig. 1 CODEHOP Protocol for Enterovirus VVP1 using Reverse transcript-seminested (sn) Polymerase Chain Reaction
Abbreviations for nucleotides follow the International Union of Biochemistry nomenclature'®:1, inosine; N, adenine,
cytosine, guanine, or thymine; R, adenine or guanine; Y, cytosine or thymine; W, adenine or thymine.
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IGCICCISWITGYTGNCC) % v 7z RT-PCRYZAT\ N,
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6), EV-A71/H25/CHN/00 (AB115492), EV-A71/JP51/Sm/
W/10 (HQ676230), EV-A7L/KOR/EV71/01 (AY125966),
EV-A71/Nagoya/(AB482183), EV-A71/S10862/SAR/98
(DQ341359), EV71/Fuyang.Anhui.P.R.C/17.08/2 (EU7038
13), EV-A71 SHZH98 (AF302996), EV-A71 USA/2016/
19522 (KY888026), EV-A71/38474/BE/DE/2015 (KU641
492), EV-A71/37507/TH/DE/2015 (KU641501), EV-A71/
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Fig. 2. Monthly number of clinical specimens of Enterovirus infections in this study (n=139)
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Fig. 3. The serotypes of detected Enteroviruses in this study (n=127)
1 0 Coxsackievirus A6
HEMD & Enterovirus A71
B Coxsackievirus A16
w - .
Z % Coxsackievirus A10
g Herpangina
) Tpangy ..
k= & Coxsackievirus B2
=
8 1 1 Echovirus 6
Z .
6 AcepticMeningitis & Rhinovirus
8 Echovirus6, Coxsackievirus A6
m Coxsackievirus B4
Others
0 20 40 60 80 100 120

No. of cases
Fig. 4. The serotypes of detected Enterovirus from different clinical samples in diagnosis (n=127)
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Fig. 5. Monthly surveillance results of three major Enterovirus serotypes (CV-A6, EV-A71, CV-A16) in this study (n=103)
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Fig. 6. Phylogenetic analysis of Enterovirus A71 VVP1 region gene.
Phylogenetic tree based on the VP1 genome sequences (891 nt) of the 36 EV-A71 strains and CV-A16/ G-10 strain was
conducted. The phylogenetic tree was generated using the neighbor-joining method (bootstrap analysis with 1,000 replicates)
with MEGA version 6.0 software. The percentage bootstrap of supporting each branch no lower than 80 % is shown at the
nodes. The scale bar indicates the number of nucleotide substitutions per site.
Circle indicated EV-A71 clinical strains identified in this study. Reference sequences were prefixed by the virus serotype,
followed by the strain name, GenBank accession number and Subgenogroup number of previously reported® 1314,
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