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Table 2

Comparison between cycling probe real-time PCR and VZV LAMP-RFLP assays.
Cycling probe real-time LAMP-RFLP
PCR

Wild-type vOka Negative

A. Extracted DNA was used for analysis
wild type 23 0 3
vOka 0 1 0
Negative 2 0 9
Total (n=37) 25 1 12
B. Swab sample without DNA extraction was used for analysis
wild type 23 0 2
vOka 0 1 0
Negative 2 0 10
Total (n=37) 25 1 12

LAMP, loop-mediated isothermal amplification; RFLP, restriction fragment length
polymorphism.

PCR was compared between swab samples with and without DNA
extraction. As shown in Fig. 5, the threshold cycles of samples with
(DNA) and without DNA extraction (Swab) were well correlated
(R?2=0.7309). However, the cycle numbers of the DNA samples were
generally low in comparison to the swab samples. Additionally, one
sample was found to be positive when extracted DNA was assayed;
however, this sample was below the detection limit when assayed
directly without DNA extraction (Table 2A and B).

5. Discussion

As shown in Fig. 2, both VZV wild-type strain-specific and vOka
strain-specific cycling probe real-time PCRs amplified specific viral
DNA. Moreover, no cross-reaction was observed with HSV-1 and
HSV-2, which belong to the same herpes virus subfamily (alpha-
herpesvirus subfamily) as VZV and can cause vesicular skin lesions.
Thus, this initial validation study demonstrates the high specificity
of the cycling probe real-time PCR methods for the amplification
of each VZV strain. In addition to the specificity, we demonstrated
the utility of strain-specific cycling probe real-time PCRs for the
quantitative analysis of viral DNA load (Fig. 3). This assay was also
highly sensitive as evidenced by its lower limit of detection of 10
copies per reaction for both wild-type-specific and vOka-specific
assays. Moreover, inter- and intra-assay evaluations demonstrated
low coefficients of variation values (Table 1). Thus, this method is
considered to be highly reliable for the detection of strain-specific
viral DNA.

Threshold cycle
40 -
35
z
a 30
25 1
) y=10.8433x +3.7615
R*=0.7309
20 T
20 25 30 35 40
Swab Threshold cycle

Fig.5. Correlation of the threshold cycles for cycling probe real-time PCR using swab
samples with and without DNA extraction.

Although quantitative evaluation of swab samples is considered
to be difficult, a fluid sample directly collected from vesicular skin
lesions, peripheral blood mononuclear cells, or dorsal root ganglia
can be used for quantitative analysis of VZV DNA load (Cohrs and
Gilden, 2007; Kimura et al.,, 2000; Pevenstein et al., 1999; Quinlivan
et al., 2007). Therefore, it is suggested that the cycling probe real-
time PCR methods developed in this study would be useful for both
molecular epidemiological analysis and pathophysiological analy-
sis of VZV infection by quantitative evaluation of viral DNA load in
clinical specimens, particularly in vaccine recipients.

After initial validation analysis of the specificity and sensitiv-
ity of the method, its reliability for clinical use was evaluated by
the analysis of swab samples collected from patients suspected of
having varicella or zoster. The results of the VZV wild-type strain
cycling probe real-time PCR were almost the same as those of the
VZV LAMP-RFLP. Three false positive samples were identified by
the VZV wild-type strain cycling probe real-time PCR. As the sensi-
tivity of the method is better than that of the VZV LAMP-RFLP, it is
considered that the false positive samples contained small amounts
of VZV DNA that were lower than the detection limit of the LAMP
method. Although two false-negative samples were identified by
the VZV wild-type strain cycling probe real-time PCR, the reason
for the false-negative result is unknown. Additional samples should
be examined to determine the precise negative predictive value in
future study.

Although only one swab sample contained vOka DNA, the
results of the cycling probe real-time PCR were consistent with the
result of LAMP-RFLP. Thus, our current data suggest that the VZV
cycling probe real-time PCR is a reliable method for discrimination
between the two strains in clinical samples. Moreover, the strong
correlation of threshold cycles for both the VZV wild-type strain-
specific cycling probe real-time PCR and the real-time PCR (Fig. 4)
suggests that this method could be useful for quantitative analysis
of clinical specimens.

The detection of viral DNA in swab samples without DNA extrac-
tion has been demonstrated using LAMP methods (Enomoto et al.,
2005; thira et al, 2010). This is a great advantage for labora-
tory diagnosis because it makes the assay rapid, easy, and less
expensive to perform. Therefore, we attempted to detect viral
DNA from swab samples without DNA extraction using cycling
probe real-time PCR and real-time PCR. Although the sensitivity
of cycling real-time PCR was slightly lower in samples without
DNA extraction compared to samples with the DNA extracted
(Table 2 and Fig. 5), the direct cycling probe real-time PCR using
swab samples appears to be useful for quantitative evaluation of
viral DNA because it is easy to perform (Fig. 5). Thus, the direct
cycling probe real-time PCR may be an aiternative strategy for
the examination of large numbers of samples due to its ease of
performance.

Recently, it has been demonstrated that Varivax (Merck, White-
house Station, NJ) and Varilrix (GlaxoSmithKline, Melbourne,
Australia), which are used commonly in the United States and
Europe, contain a small fraction of the wild-type alleles in gene
62 (positions 105705, 107252, and 107599) based on sequencing
analysis of the TA clones from one batch of the vaccine. Addi-
tionally, both wild-type and vaccine-type alleles in gene 62 have
been found in the isolate from a zoster patient (Quinlivan et al.,
2012). Thus, although it has been demonstrated that the SNP at
position 105705 was useful for discrimination between wild-type
and vaccine-type strains (Argaw et al., 2000; Gomi et al., 2002),
a large number of isolates should be analyzed by sequencing to
determine whether the present SNP analysis can completely dis-
criminate between wild-type and vaccine-type strains in Japan.
Furthermore, since vOka/Biken (Biken, Osaka, Japan) is generally
used in Japan, it is also necessary to conduct sequence analysis
of the clones from vOka/Biken. Additionally, it is important to
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develop molecular methods for discrimination between wild-type
and vaccine-type strains using other SNPs located in gene 0 (Peters
etal, 2012) and gene 38 (Quinlivan et al., 2012).

In summary, this study demonstrated that cycling probe real-
time PCR can differentiate between the VZV wild-type strain and
the vOka strain, as well as determine viral DNA load. In addition, this
method can be used for the analysis of clinical swab samples with or
without DNA extraction. Thus, cycling probe real-time PCR would
be alternative tool for high-throughput molecular discrimination
between VZV wild-type and vOKka strains.
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IAHA (p=033), gp-ELISA (p=057) & & b 22
HECHEEREE ol

HANRRESHERS 1178 $£95

2. K ELISPOT 7 v & A

R DIFEBRIZ T v £ A4 4B PBMCs
B (4% 10%ells/ml \CFHIE U739 E % 15ml) 2555
N7z 7T B TARE T 7 F HHiRT # @ ELISPOT
T v kA OFERE RN L7z (38 2). AKEPUERIB, PHA
s L O R OHE 2 ME L7 FEEL IR L
7. VZV FUEH U X 2 SOs skt & b a— ik
L2l boiarsmit Ewmy b, TE2H54
(714%) HEMBELEL o7z 77 F Y BEHED
IAHA #:& gp-ELISA B0 CHRRR % 520 72
ol b DT, 34 TELISPOT 7 v 4 % £l
L, 9b2% (No7,8) 2FzRL7%.

3. BE - BIBPURAE

MR 7 7 F v KRBT 7 F » O FGHAER 82 &
2 AR R IURG M Cd o 72720, BRI
Bath o 80 DWW TR L7z (32 1B). 2R, #
TR IRB PR (log2 THEL) 1 541 =157 (NT #),
JIBPUARG (log2 THFL) 13554+ 174 (HI ) THo
7o, BB NT Pifk=z2, i HI ifk=8 2 mik & g3 T
&, BHEOT 2 F rEREBEEEIZERENTI
B (988%), 7761 (963%) THo/z. T/, MRY
7 F v BAAERE 51 R oBEHIERER L, KE
51 % (100%), JiZ 49 Bl (961%) Tdh -7z, Hefditk
PRI, BB 534 £ 1.29(NT ), JilyZ 563 +1.62
(HIE) ThY, ZNTRMR T F VKRBT 75
v EREHRE & ORICHEEEI 2o 2 BB NT U
& 1 p=040, BZ HI ok : p=052).

4. RIBUS

KET7F Y -MRTZF v (B1H) FEEER
(n=50) CRIFSICOWTHE LR, EBLRIK
ISERRD T, SEORERR & LR, 5, B
Bt BAESERPERO AR TH o /2. MR BN
(n=50) &I U7-fE R, ZE2h (RIRHEAERE © 26.0%,
MR BBUETERE © 28.0%, p=0.82), 5695 (IR RFETEES
100%, MR HHBAGE : 120%, p=075), WK (FH
BHERE - 120%, MR BMEAER © 120%, p=100), &
i (FIREEERERE © 16.0%, MR BMUETERE © 200%, p=
0.60), HHEIER (FREEER - 40%, MR BB
B 6.0%, p=065), HMEIRIENR (FIREETERE @ 20%,
MR BEAERE 0 20%, p=1.00) L WHEMICEEER
R h o,

5. KET 7 F RS 1ER OKERBIKK

50 & 36 & (N 72%) H»oREVHY, 77
FUBEEEREERIZ 46 (111%) Tho7. RERY
FEREER 7T PAURETH Y, wITh b BB R L,
BB % 100 fE R & BEE/S o 72, RSB R 3 B,
BEFROKANLFITH o7z,
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F1 MRIBIEAREDZF ¥ RBEERICET 2 RERENE (A) LS - BZORMARE (B)

A
; N BERERT [ dm E RN ]
BT ek GiketE | (%) | (PofEsmeme) | PE
VZV B . 43 72.1 3.35+237%
IAHA ¥ 0.368
MR +VZV 81 815 381 £2.17*
VZV Bk . 42 85.7 2.36+050* *
gp-ELISA ¥ 0529
MR+VZV 82 90.2 238 +040% *
*log2 ® FiL. **logl0 %Kit
IAHA ¥ificffi=2 #8%: (+), gp-ELISA #ifMEi=50 2k (+) & L7-.
B
ERERG [P iRz R j’%@ﬁﬁ Fims W%
wanz | g | PUEREE | G0 | PMHME | SBR[ (%) | THHHME* |,
MR +VZV MR Bl
32 NT & 80 986 541+157 51 1000 534+129 0.400
ik HI 80 96.3 554+1.74 51 96.1 563+1.62 0520
#log2 %Kit © (FHME  ERFEE)
BB NT fiidfi=2 25 (+), BB HIPRE=8 25 (+) & L7z
£2 KEYIFUERERMBOKE ELISPOT 7 v AR (B 14 MR 775> L RBEER)
B BE 4GRS
ELISPOT ELISPOT
C TAHA g IAHA gp-
ase ELISA VAZ(;, PHA Control ELISA VAZ; PHA Control
1 <2 <50 5 168 25 32 466 42 200 4
2 <2 <50 1 103 05 16 317 nd. nd nd
3 <2 <50 18 200 20 16 310 0 124 1
4 <2 <50 35 107 1 16 147 13 200 2
5 <2 <50 0 170 2 114 nd nd nd
6 <2 <50 07 200 05 8 93 n.d. nd. nd
7 <2 <50 1 92 3 <2 <50 25 72 05
8 <2 <50 nd nd nd <2 <50 97 200 3
9 <2 <50 3 194 4 <2 <50 05 200 1
10 <2 56 3 200 15 16 355 10 200 2
[reda 70% 70% 71.40%
(7/10) (7/10) (5/7)
nd. : REH

6. KET 7 F VBIEEORE

MRTZFVEeKRET Z7F & FABERELZ1ER
OB LTAIE T 2 F v 2 BB L 7248, 20
BB OPUME % 2 3 1R L7z, W EEEHER A #id sk
12 58T, EBNEEE COMBIITEE 1511 2 A
132 H~17»H) THotz. IAHA ETIIWEERE
% 66.7% HSHLREEE U7=7%, JBHEEERTIC IR
333% \AERTF U7z, BB b Lzw i i3 mmRfas ik

BN EETH - 2P FEN 64FEER L
W14, 32#ERLAE2H). —7, gp-ELISA
ETI ARSI 778% C, EMEER I
100% OBEHEETH - 7. BNBEEREOPRBER
IAHA ¥, gp-ELISA#X 3 100% T, F¥IuAm
TIAHA #6914, gp-ELISA #: 40+04 L FEHIC LA
L7
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HAVNER MRS BLTE H95

#3 KET 2 BINEREOR) R
MR 7 27 F V4 LI &R T 27 F ¥ ORI~ 7 7 F > B 5.

) |a Pl BNk
i) BeRith Be i) Rtk
Case | IAHA | pffc, | IAHA | pfi, | TAHA | pfc, | TAHA | g, zgfgﬁﬁ
1 <2 <50 32 218 <2 211 128 30954 15
2 <2 <50 <2 <50 <2 250 32 3182 14
3 <2 <50 8 204 <2 198 64 5012 16
4 8 <50 32 180 <2 208 128 12813 13
5 <2 <50 <2 <50 <2 150 32 2102 17
6 <2 60 64 364 <2 334 128 7654 15
7 <2 73 <2 414 2 388 =256 | 20948 15
8 <2 <50 64 770 64 5,496 =256 | 12604 15
9 <2 <50 32 148 4 371 128 15,348 15
Wit (%) 66.7 778 333 100 100 100
ARG (Ave. £SD) | 3326 | 23+04 | 10420 | 25+05 | 69+14 | 40+04 | 150=11%

GRS TAHA ¥ © log2, gp-ELISA ¥ : logl0 TH. )

o SPESLREA ]  2 e

HOWMR 7279~ & ORISR (study 2)

1 KETR R (F4A)

E2MMR 7 2 F v EKET 7 F v OREEHEET
&, BTG IR B X OB ESE L TAHA BT
296+3.10,55.6%, gp-ELISA #:T 302092, 89.3% T
bolht, T %L, TAHA T 607+138,
100%, gp-ELISA #:T 397+056,100% Td Y, B
i CESTRMiOFE S LA (ZhEh p=00017,
p=0.0003) 2570 LN,

2. BB - BOEPLAME (58 4B)

BAMRE FHIARME X BRI NT & T
571+137,100% Td o 7245, 727 F v HEM#H 13,
6.66=081,100% L PiAMioFE LR %R/, B
B R BRI 2 R LAz o1 25 (14), 35 (1
%), 40 (1 %) THY, Fofbid 45 Db L B S
WHLARMIASHERE S T /-, BEREABAMIZ50 (1
%) £55 (2%) #BE, 60 D LodifkiizRL 7.
72, BB BW TS BB RETRMES L O
PEERIZ HI BT 593+1.30, 100% THh o 7295, 727 F ¥
A%, 657088, 100% &, VifkMioEE LA %R
D7, B RSP 8 A2 %, 1624 T
H Y LWBAEWPURMIDHERE S LT nizas, BB
PRAivE 32 £ (3 %) KR &, fllid 64 5L L OBUAAT %
RL7.

3. BIEE

E2MOMRY 75V EXKEBEY 7 F v ORIKEE
CBWCEHEROFERZ I L b o, 17 NFEER

o3z 2412, BIRE 2 4230 72 B TR
& 72 BRSO 2 o 7z

£ =

JKIE T 2 F ¥ O universal immunization DY E I,
BEICEE AR 16 A8 L7 RE D & 0 4 g %
RRUEHS A THB2P, 512, bFEICBWTOE
FXRIRAFZRICBWTH, BEREERICANS
X ) EIHEREIE R R LR ENTWE T L
P50~ BVIKET 7 F v OEMEEIE
NTwa, EBIKEY 7 F v OEMBE 2 EAT
LR, BRAIBENLAFr Va2 —NVEE1IH MR Y 2 F
VEDORBEEEEZ OIS, SHOFEORESR, K
WY T VHEMBERLKET I FVEMRT T
VEREERETY 2 7 oS VZV PMEIC B &
EZRREDONLE I o72DT, KETZF L MR T
FrOFRBEREIZL Y, VZV IS 2 B RESHEIC
FEOLWI EFBEMNTFSEN. T, MR Y 7 F VB
MEERE L KB T 2 F ¥, MR 72T v RBEEREE
T 7 F Y ERGORE, BIBHUEME % LB L7223,
MEMTEEE o2 b h 5, FEEEEIIRS
IyFv, MBI YT OVEFERICELTLHE
BHWZ EIRENTz, SO 2HMRIZFVED
FEEETD VZV ko AR TE, Bk
HMoAMELRBR I, DEORKRIS, KET 2
F & MR 727 F  OREEEREDY, WY 7 F ¥ ORE
WCHEEZEZ W EAURINL. Zhid, I8
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#£4 MRUZFVELHERLKEY 757V ORBEREICB T ARETARS (A) EBKE -
JAE OIS (B)
A
FRIm A tillleRe B (%) E7R LN A SE LR p {8
EE2E Xl . 15/27 (556) | <2~>256 1% 296=3.10*
IAHA ¥ 0.0017
BES 27/27 (100) 16 ~>256 f 6.07+1.38*
BERERT . 25/28 (89.3) <50 ~ 55859 | 302+092%**
gp-ELISA 3 0.0003
B 28/28 (100) 292 ~ 94,256 397 £056% *
*log2 & Fin | (PIOE  ERFE)
**logl0 % K0 ¢ (CF¥E + E#EFEE)
IAHA Hifkfi=2 # Bt (+), gp-ELISA #ifkfli=50 2tk (+) & L7
B
A4V A mi 2 g 0 S b
(BT 1) plilrediss B (%) YA o B RS GE RN ] /4 &
3 B 28/28 (100) 25~ 85* 5.71+137* 00017
(NT ) A% 28/28 (100) 50 ~ 85% 6.66+081* ’
i BERERH 28/28 (100) 8 i~ 256 1 5.93+1.30% 00003
(HI &) RS 28/28 (100) | 325~ 256 4% 657 +0.88* '

*log2 %Kil 1 (Pl + BERE)

BB NT kil =2 254 (+), BS HIPUME=8 2% (+) &L

LB OO, BIZEBKTO MMR 7 27 F ¥ L REY
7 F v ORISR 7 — & TR ENTW B ERME O
EWREPEMILIDELEEDNEY.

AIROKET 7 F V3O TREWEIE L, EEA
BICHEELBAIELALBIRRRE LRV, Lz
T, FABEEROZEEIC OV TOFMMIZEL
KR TRAB Y Z7F Y, MR Y 7 F v RABEMEEE:
MR 7 2 F > BB R R CHMER 1 2 A HoBI S
OFERTE LB L. B8, 85 BEBHRKSZR
FETHOEE THEMCERED ST, #elhon
THRABERIMEO LW LM o7z, 3t
SRR VT2, B THEDEVEIRSIZOW
TIXEHRFMIIRE L Bbh, 20ROV TIEE
B EMBEAEA SN BICERRCBEL WL
VEED 5.

VZV OBGHIEIc BV Tid, mEREL V& LAM
Al Bl EEL I LRRLAIONTYS. a3l
IZELISPOT 7 v & A 12 & % VZV H# 2 i 5o
RS OFHliE 2 M LY. SHRZEOHERBwTKk
B rF MR T FURBEERO VZV EREK
RSB B DN 2 ATz, BERAS, SHOB
72 TI13R4F PBMCs % ESISPOT 7 v &4 D722/l
MR UK, AFHROEAEED TEL, £ DEF
TR EEZ o 72, I, BRE D> ORI %
FELL7:#%, PBMCs % 78, MAASRREFT2ETO
¥4 557 (k%D ) 25 PBMCs OAFERIT

KRB LLEZON, SEOMERETHS. Ly

LS, BIFTEETH - 2—EERME RS &, 74
5% (714%) THIBLEREIEBRINTVWDEEZD
Nz EHEESEVIVIMAEBEL RO L7254
D) H 3% TELISPOT 7 v 4 HERSh, 2D
b 2 4 CHIBLAE SRR O BIRASEED b 7. Fufkiil ek
DEREORED H 5 5%, primary vaccine failure & &
b B WHEEE OFIIIFTN 255 VZV FFRMME
URELEELELDONEET LI L) pdbh
5.

KET 7 F 2 3MbD§HEDY 7 F LIRS
BV, 775 v EERRESALNDEZEDHS
NTWBY. KR T, FAREEICOWT 1EBO
BEYMEEI T F v EREERBRORELERL
7o, FORKER, BEOBHEVORMK 11% (36 & 4 5)
TEEBREIED LN wihd, REAHLWV
BB TOERIBL 0BEE L LTBY, ¥
HH7T2A»S 1EROMICEEL T 92 F Y
PHEHERRERONE, 4B ElEELEED D
ETEELRBETHS. KETR, 2BEELNEA
BREBERO LRI, BEHITRA L 725 secon-
dary vaccine failure O¥EMAFRE & 72 o 72070, Z D72
W, BEEKEY 275 ZREESHER SN, BN
ORI IEMMOREIEL 46 BAEID LN T
WP HEOLPETOBEZBBRIIZORKE LT
B2, primary vaccine failure D & 7% 59" 1 E R
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TIRHA 4 REFESC & THMRREE RS2 &
BHEEE o T, LihoC, B TObIE
TOKET 7 F PR, REEIERRY, XY
BB IR ¢ o BE iR e Hig3 2 L A5
mYEbNRL. HEEE —WoT s T AR R E
BEIZoWT LESRO VZV PR % 7 <7 kR,
IAHA BTl 94 6 44 (67%) OXFE THUHBLR
PTTholz ELIKINGOBFIIRET I F V&
EIERS 5 Z L2, WHESR T — A Y — R
RN LA, ARG 2 BRI A B S
PICT B, KT 2T v 2 EHERERE I DWW T
e LTw ¥ 5 bR

HEEE BRI S L O/ 22w 7o BREEILARA 98 1
YTy e s b, AR, B BETEOR (BUE,
PET RS SRR 7 A v A%E), BRI A i Je S RS
MBI LE T F 7, ARRgRE, A v
VFEEHAL - PRSI IEYEE (FJeCEeE  ENLRE
BEREE v & —  MEEERAE) Ol 2T T 7
bOTHS.

FA/NEEHE 2 05230 B FIRARBU B 5 IR F I S
DERA.
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Efficacy and Safety of Co-administration of Live Attenuated Varicella Vaccine and Measles-rubella
(MR) Vaccine
Masahiro Ohashi”, Yoshiki Kawamura”, Yoshizo Asano”?, Yuji Matsumoto?, Tomochika Kato?,
Naoko Nishimura®, Takao Ozaki®, Shigeru Suga”, Toshiaki Thara”, Hitoshi Ochiai”, Koichi Takeuchi®,
Koichi Baba” and Tetsushi Yoshikawa"
UDepartment of Pediatrics, Fujita Health University School of Medicine
?Department of Pediatrics, Toyokawa Municipal Hospital
“Department of Pediatrics, Konan Kosei Hospital
“Department of Pediatrics, Mie National Hospital
¥Qchiai Pediatric Clinic
®Takeuchi Pediatric Clinic
"Baba Pediatric Clinic
¥Zambia Project Research Center for Zoonosis Control, Hokkaido University

The aim of this study was to elucidate the efficacy and safety of the co-administration of a varicella-zoster
virus (VZV) vaccine and the measles-rubella (MR) vaccine. One hundred seventy-six children who had no his-
tory of varicella were enrolled. Eighty-two children received simultaneous administration of the VZV vaccine
and MR vaccine (VZV/MR). As controls, 42 age-matched children received the VZV vaccine only and 51 age-
matched children received the MR vaccine only. Serum samples were drawn before vaccination and 4 weeks
after vaccination. Antibody titers were measured by immune adherence hemagglutination (VZV), glycoprotein
antigen-based enzyme-linked immunosorbent assays (VZV), neutralization tests (measles), and hemagglutina-
tion inhibition (rubella). Additionally, cell-mediated immunity (CMI) against VZV was tested in 7 children after
vaccination. There were no significant differences in the seroconversion rates and mean antibody titers be-
tween the VZV/MR simultaneous vaccination group and the VZV only or MR only vaccination group. Of the 7
(71.4%) cases, 5 had measurable CML The incidence of breakthrough varicella in the 1 year following vaccina-
tion was 11%. At 1 year after the initial vaccination, a second dose of the VZV vaccine was administered to 9
children without breakthrough varicella, and a booster effect was observed in all subjects. VZV vaccination
did not affect the antibody responses induced by the co-administration of the VZV and MR vaccines, and there
were no severe side effects. Furthermore, the second dose of VZV vaccine had booster activity.
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Environmental Surveillance of Human Enteroviruses in Shandong
Province, China, 2008 to 2012: Serotypes, Temporal Fluctuation, and
Molecular Epidemiology

Haiyan Wang,®® Zexin Tao,*? Yan Li,*” Xiaojuan Lin,*® Hiromu Yoshida,® Lizhi Song,*® Yong Zhang,® Suting Wang,>* Ning Cui,®
Wenbo Xu, Yanyan Song, Aigiang Xu®®f

Academy of Preventive Medicine, Shandong University, Jinan, People’s Republic of China®; Shandong Provincial Key Laboratory of Infectious Disease Control and
Prevention, Shandong Center for Disease Control and Prevention, Jinan, People’s Republic of China® Department of Virology I, National Institute of Infectious Diseases,
Tokyo, Japan®; WHO WPRO Regional Polio Reference Laboratory and State Key Laboratory for Molecular Virology and Genetic Engineering, Institute for Viral Disease
Control and Prevention, Chinese Center for Disease Control and Prevention, Beijing, People’s Republic of China®; Department of Preventive Medicine, College of Basic
Medical Sciences, Shandong University of Traditional Chinese Medicine, Jinan, People’s Republic of China® School of Public Health, Shandong University, Jinan, People’s
Republic of China’

Environmental surveillance is an effective approach in investigating the circulation of polioviruses (PVs) and other human en-
teroviruses (EVs) in the population. The present report describes the results of environmental surveillance conducted in Shan-
dong Province, China, from 2008 to 2012. A total of 129 sewage samples were collected, and 168 PVs and 1,007 nonpolio entero-
viruses (NPEVs) were isolated. VP1 sequencing and typing were performed on all isolates. All PV strains were Sabin-like, with
the numbers of VP1 substitutions ranging from 0 to 7. The NPEVs belonged to 19 serotypes, and echovirus 6 (E6), E11, coxsacki-
evirus B3 (CVB3), E3, E12, and E7 were the six main serotypes, which accounted for 18.3%, 14.8%, 14.5%, 12.9%, 9.0%, and 5.7%
of NPEVs isolated, respectively. Typical summer-fall peaks of NPEV were observed in the monthly distribution of isolation, and

an epidemic pattern of annual circulation was revealed for the common serotypes. Phylogenetic analysis was performed on envi-

ronmental CVB3 and E3 strains with global reference strains and local strains from aseptic meningitis patients. Shandong
strains formed distinct clusters, and a close relationship was observed between local environmental and clinical strains. As an
EV-specific case surveillance system is absent in China and many other countries, continuous environmental surveillance should
be encouraged to investigate the temporal circulation and phylogeny of EVs in the population.

uman enteroviruses (EVs) belong to the genus Enterovirus,
family Picornaviridae. Human EVs comprise more than 100
serotypes which are classified into 4 species, EV-A to EV-D (1).
EVs usually cause silent infection, but sometimes they are associ-
ated with serious diseases, such as acute flaccid paralysis (AFP),
aseptic meningitis and encephalitis, acute myocarditis, acute
hemorrhagic conjunctivitis (AHC), and hand, foot, and mouth
disease (HFMD),

Polioviruses (PVs) belong to EV-C and have three serotypes.
Infection with PVs is known to be associated with acute paralytic
poliomyelitis. The global incidence of poliomyelitis has dropped a
lot since the Global Polio Eradication Initiative (GPEI), and no
cases due to indigenous wild poliovirus (WPV) have been identi-
fied in Shandong Province since 1991. However, WPV importa-
tion from countries where it is endemic maintains a threat to the
polio-free status of China, and several incidents of WPV impor-
tation have been reported, including the importation of WPV1 in
Xinjiang in 2011. The standard approach recommended by the
WHO for polio surveillance is the detection and investigation of
AFP cases, and environmental surveillance offers a supplementary
method which has been demonstrated to play an important role in
early warning of WPV importation and vaccine-derived poliovi-
rus (VDPV) circulation (2). In several countries, WPVs and
VDPVs have been detected in sewage in the absence of reported
AFP cases (3-6).

Although environmental surveillance has served primarily as
part of PV surveillance in many parts of the world, gradually more
focus has been put on the circulation and molecular characteriza-
tion of environmental nonpolio enteroviruses (NPEVs) (7-12). In
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China, information on the circulating NPEVs is limited due to the
absence of a specific enterovirus surveillance system. Surveillance
based on human specimens is limited and mainly includes testing
of specimens collected through AFP and hand, foot, and HEMD
surveillance and occasional testing of patients with meningitis or
encephalitis. So, despite the increasingly detailed information on
temporal/geographical circulation and molecular epidemiology
of EVs from various parts of the world, substantial geographical
gaps remain in mainland China.

Environmental surveillance has been conducted in Shandong
Province, China, since 2008. Previously we reported the isolation
of a rare recombinant poliovirus with chimeric capsid VP1 pro-
tein from sewage in 2009 (13) and molecular epidemiology and
intercity spread of echovirus 6 (E6) in 2008 to 2011 (10, 11), dem-
onstrating the high sensitivity of the surveillance. In this report,
we present an overview of serotype distribution and temporal dy-
namics of PVs and NPEVs from environmental surveillance from
2008 to 2012 and phylogenetic comparison of the relationship of
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predominant serotypes between environmental and clinical
strains, to reflect the circulation and molecular characterization of
EVs in Shandong, China.

MATERIALS AND METHODS

Sampling sites, frequency, and method. Sewage samples were collected
in the cities of Jinan and Linyi, with metropolitan populations of 2.6
million and 1.9 million, respectively. The sampling sites were the inlet
collector canals of the sewage treatment plants of each city—Jinan Ever-
bright Water (JNEW) and Linyi Shouchuang (LYSC).

Generally, sewage samples were collected monthly in Jinan between
February 2008 and July 2010 and semimonthly in Jinan between August
2010 to December 2012 and in Linyi from April 2010 to April 2012. Ap-
proximately 1 liter of sewage was collected by the grab sampling method in
the afternoon between 2:00 and 3:00 p.m. A cold temperature (approxi-
mately 4°C) was maintained during sample transport to the laboratory,
storage (<24 h), and processing.

Concentration and virus isolation. Sewage samples were concen-
trated approximately 40-fold by using membrane absorption/elution as
described previously (8, 11). Briefly, 800 ml of the sewage was centrifuged
at 3,000 X g for 30 min at 4°C. MgCl, (2.5 M) was added to the superna-
tant to a final concentration 0f 0.05 M. The pH was adjusted to 3.5 with 0.5
M hydrochloric acid. Then the solution was filtered through a 0.45-um
mixed-cellulose ester membrane filter (ADVANTEC, Tokyo, Japan). Ab-
sorbents on the filter were then eluted with three additions of 10 ml of 3%
beef extract solution, followed by ultrasonication for 1 min each time (for
sewage specimens collected from 2008 to June 2011) or twice for 1.5 min
each time (samples collected from July 2011 to December 2012). After
centrifugation at 3,000 X g for 30 min, the supernatant was filtered
through a 0.22-p.m filter and was ready for cell inoculation. L20B, RD, and
HEp-2 cell lines were used for virus isolation. Cells were seeded in each
tube at 1 X 10°. For each cell line and each sewage sample, 18 parallel cell
vials with standard monolayer cell cultures were inoculated with 200 .l of
concentrated solution for each vial.

Comparison of elutions at different pHs. During the 5-year surveil-
lance, the pH of elution fluid (3% beef extract solution) had been changed
from 7.0 t0 9.0 since July 2011. Its influence on virus elution was examined
by a laboratory-based recovery experiment. Briefly, a sewage specimen
was collected from the Jinan treatment plant. After inactivation at 56°C
for 2 h and centrifugation at 3,000 X g for 30 min, the PV type 1 (PV1)
Sabin strain was seeded into the supernatant (400 ml) to a final titer of 256
to 512 50% tissue culture infective doses (TCID5,)/100 pl. After absorp-
tion and sonication, elution was performed with beef extract at pH 7.0 and
9.0. The microtiter assay on prefiltration fluid, filtrated fluid, and elution
fluid (20 ml) was performed. Serial 4-fold dilutions were prepared with
minimal essential medium (MEM), and 100 .l of each was transferred to
the RD cell monolayer in a microplate. The titer (TCID;,/100 pl) was
determined by reading cytopathic effect (CPE) microscopically after 5
days. The assays were performed in triplicate under both pH conditions.

Clinical isolates. The EVs isolated from cerebrospinal fluid (CSF)
specimens from local acute meningitis and encephalitis patients were used
for VP1 sequencing and phylogenetic analysis. A total of 8 coxsackievirus
B3 (CVB3) strains and 1 E3 strain were used in this study, and they were
isolated according to the WHO’s Polio Laboratory Manual (14).

Serotyping. According to standard protocols recommended by the
WHO (14), PV serotyping was carried out via microneutralization assays
in 96-well tissue culture plates using polyclonal antisera against PV types
1, 2, and 3 (National Institute for Public Health and the Environment,
RIVM, the Netherlands). NPEV serotyping was performed by using
RIVM antiserum pools A to G (15).

VP1 amplification, sequencing, and molecular typing. VP1 sequenc-
ing was performed on all the NPEV isolates. Total RNA was extracted
from 140 pl of the viral isolates using a QIAamp viral RNA minikit (Qia-
gen, Valencia, CA) according to the manufacturer’s recommended pro-
cedure. Reverse transcription-PCR (RT-PCR) was performed using the
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TABLE 1 Rate of recovery of PV1 Sabin strain by elution solution under
different pHs*®

Expt Prefiltration Elution Recovery Avg
no. pH  TCID,/100 pl  TCID./100ul  rate (%) (%)
1 7.0 362 256 7.1

2 7.0 304 256 8.4 8.5
3 7.0 512 512 10.0

1 9.0 362 2,048 56.6

2 9.0 512 3,444 67.2 63.7
3 9.0 431 2,896 67.2

“ The volume for prefiltration was 400 ml in all experiments, and the volume for elution
was 40 ml in all experiments.

Access RT-PCR system (Promega, USA). Primer pair UG1/UC11 (16) was
used to amplify the entire VP1 coding region of PV isolates. Primer pair
187/011 (17), which corresponds to the 3’ end of VP1 and 5’ end of 24,
was used for amplification of an ~750-nucleotide (nt) sequence of
NPEVs. In order to detect cross contamination, an RT-PCR using the
RNA extracted from normal RD cells served as a blank control, and a
negative control containing all the components of the reaction except for
the template was also included. PCR-positive products were purified and
sequenced bidirectionally with the BigDye Terminator v3.0 cycle se-
quencing kit (Applied Biosystems, Foster City, CA), and sequences were
analyzed with an ABI 3130 genetic analyzer (Applied Biosystems, Hitachi,
Japan). Molecular typing based on VP1 sequences was performed using
the online Enterovirus Genotyping Tool, version 0.1 (18).

Homologous comparison and phylogenetic analysis. Nucleotide se-
quence alignments were carried out by BioEdit 7.0.5.3 software (19). Phy-
logenetic trees were constructed by Mega 4.0 (20) using the neighbor-
joining method after estimation of genetic distance using the Kimura
two-parameter method (21). A bootstrapping test was performed with
1,000 duplicates, and the transition/transversion rate was set at 10 (22). In
order to reduce excessive computational load, the 100% identical se-
quences collected at the same location and time were manually removed.

Nucleotide sequence accession numbers. The VP1 nucleotide se-
quences of environmental and clinical isolates described in this report
were deposited in the GenBank database under the accession numbers
GU272011 to GU272015, JQ364885, KF747380 to KF747467, KF747491
to KF747578, KF246751, KF246758, GQ329744, GQ329767, GQ246518,
FJ919564, F]919566, JQ364849, and JQ364850.

RESULTS

Comparison of elution at different pH conditions. Virusrecovery
in laboratory-based experiments showed that the recovery rates for
the PV1 Sabin strain were 7.1% to 10.0% at pH 7.0 and 56.6% to
67.2% at pH 9.0 (Table 1). The titer of the filtrated fluid is 0 TCID o/
100 pl, reflecting efficient absorption of the virus to the membrane.

Virus isolation. A total of 129 sewage samples (80 in Jinan and
49 in Linyi) were collected from February 2008 to December 2012.
EVs were detected from 99 samples (63 in Jinan and 36 in Linyi),
for a positivity rate of 76.7%.

A total of 168 PVs and 1,007 NPEVs were isolated during the
5-year surveillance (Table 2). Multiple serotypes could be detected
simultaneously from a single sewage sample. For all the 99 EV-
positive samples, the numbers of serotypes in a single sewage sam-
ple ranged from 1 to 12, although most samples (n = 90) con-
tained no more than 8 serotypes (Fig. 1). Of the 1,007 NPEV
strains isolated, 677 (67.2%) were isolated from the RD cell line
and the other 330 isolates were from the HEp-2 cell line (Table 3).

In concentration of the 53 sewage samples collected from 2008
to 2010, the absorbents on the filter were eluted with 10 ml of 3%
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TABLE 2 Number of isolates of different serotypes from environmental
surveillance conducted in the two cities of Shandong from 2008 to 2012

No. of isolates in city

Jinan Linyi
Total no.
Serotype 2008 2009 2010 2011 2012 Sum 2010 2011 2012 Sum ofisolates
NPEV
El 0 0 0 1 1 2 0 2 0 2 4
E3 6 3 0 19 78 106 0 9 15 24 130
E6 1 0 29 66 10 106 3 7 5 78 184
E7 1 0 11 17 12 41 1 14 1 16 57
Ell 0 0 22 32 59 113 32 4 0 36 149
E12 0 0 0 24 8 32 0 59 0 59 91
E13 0 0 9 2 0 16 1 1 8 19
El4 1 0 1 0 0 2 0 0 0 0o 2
E19 0 4 0 3 3 10 5 0 0 5 15
E24 0 0 0 0 2 2 0 0 0 o 2
E25 0 0 1 3 5 9 0 9 8 1726
E29 0 0 1 0 0 1 0 3 0 3 4
E30 0 0 0 3 4 17 4 2 2 8 25
CVA21 0 0 0 0 2 2 0 0 0 0 2
CVB1 0 0 0 2 0 2 2 8 0 10 12
CcvB2 1 0 4 1 0 6 2 0 0 2 8
CVB3 7 1 1 40 49 98 0 8 40 48 146
CVB4 0 0 1 0 0 1 4 0 0 4 5
CVB5 0 4 3 8 4 29 0 0 0 0 29
Mix* 0 7 4 12 44 67 4 23 3 30 97
Total 17 19 87 233 301 657 63 212 75 350 1,007
PV type
1 0 0 3 7 26 36 1 2 2 5 41
2 0 0 4 13 44 61 4 3 5 1273
3 0 1 3 8 31 43 3 6 2 11 54
Total 0 1 10 28 101 140 8 19 28 168

Total EV 17 20 97 261 402 797 71 223 84 378 1,175

7 “Mix” indicates NPEV mixtures. They could not be serotyped by RIVM antibody
pools, and VP1 sequencing revealed mixed peaks.

beef extract solution by ultrasonication three times (1 min each
time). Among the 205 EV isolates from this period, 101 (49.3%),
64 (31.2%), and 40 (19.5%) were recovered from the first, second,
and third elutions by ultrasonication, revealing that the greater the
degree of sonication, the lower the titer in the eluted fluid. Hence,
the sonication protocol for the sewage collected from July 2011
was changed to two sonications of 1.5 min each.

Polioviruses. Of the 129 sewage samples during the 5-year
surveillance, 50 were positive for PV (positivity rate, 38.8%), and
altogether, 168 PVs were isolated. Numbers of PV1, PV2, and PV3
isolates were 41 (24.4%), 73 (43.5%), and 54 (32.1%), respec-
tively. All these PVs were Sabin strains, with no WPV. The num-
bers of VP1 substitutions ranged from 0 to 7 (Fig. 2). Except for

25
20

15
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| Il II

lo.n
1 2 3 4 5 6 7 8 9 10 12

11

No. samples

No. serotypes

FIG 1 Distribution of numbers of EV serotypes identified in EV-positive
sewage samples. Most samples contained fewer than 8 serotypes, while up to 12
EV serotypes could be detected in a single sample.
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TABLE 3 Number of NPEV isolates from RD and HEp-2 cell lines

No. of isolates detected in

cell line
Total no. of

Serotype RD HEp-2 isolates
E1 1 3 4
E3 111 19 130
E6 93 91 184
E7 52 5 57
Ell 132 17 149
E12 84 7 91
E13 16 3 19
El4 2 0 2
E19 11 4 15
E24 2 0 2
E25 21 5 26
E29 4 0 4
E30 23 2 25
CVA21 2 0 2
CVB1 0 12 12
CVB2 5 3 8
CVB3 35 111 146
CVB4 1 4 5
CVB5 8 21 29
Mix 74 23 97
Total 677 330 1,007

one VDPV2 isolate with 7 substitutions in VP1 coding region, no
VDPV strains were identified. The monthly PV isolation in the
two cities is illustrated in Fig. 3F and 4F. PV detection peaked in
winter and spring, while in NPEV active seasons of summer and
early autumn, PV detection decreased dramatically.

NPEVs. Of the 129 sewage samples during the 5-year surveil-
lance, 96 were positive for NPEV (positivity rate, 74.4%), and
altogether, 1,007 NPEVs were isolated. Serotyping and molecular
typing were performed on all isolates, and 19 serotypes were iden-
tified (Table 2). Except for two coxsackievirus A21 (CVA21) iso-
lates of species EV-C, all isolates belonged to EV-B. E6, Ell,
CVB3, E3, E12, and E7 were the six main serotypes and accounted
for 18.3%, 14.8%, 14.5%, 12.9%, 9.0%, and 5.7% of the NPEVs
isolated, respectively. There were still 97 isolates that could not be
typed by serological methods, and VP1 sequencing revealed mixed
peaks, demonstrating the existence of multiple NPEV serotypes in
the isolates. Generally, the serotype constitutions of the two cities
are similar, except for four serotypes (E14, E24, CVA2l, and
CVB5) that were detected only in Jinan.

Typical summer-fall peak of detection of NPEV was observed
in the monthly distribution of isolation (Fig. 3 and 4). In different
years, the constitutions of most common serotypes were different.
In Jinan, the annual most common serotypes were E3 plus CVB3,
E3 plus E19, E6 plus E11, E6 plus E11 plus CVB3, and E3 plus E11

mpi Epy wP3

No. isolates
-
w

No. VP1 mutations

FIG 2 Numbers of substitutions in the VP1 coding regions of all the 168 PV
isolates from environmental surveillance in Shandong, 2008 to 2012.
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plus CVB3 from 2008 to 2012, respectively. In Linyi, the annual
most common serotypes were E11, E6 plus E12, and CVB3 plus E3
from 2010 to 2012, respectively.

An epidemic pattern of annual circulation was revealed for
these common serotypes by environmental surveillance (Fig. 3
and 4). CVB3 had low detection rates in 2009 and 2010 in Jinan.
Then, an abrupt occurrence in sewage in August 2011 initiated a
period of high CVB3 activity for about 12 months. However, in
August 2012, CVB3 could not been detected from sewage, and
since then, it has come into quiescence. E6 had low detection rates
in 2008 and 2009, and after the high activity in 2010 and 2011, it
came into quiescence in 2012 again. Similar temporal fluctuation
was also observed for other common serotypes suchas E3 and E11.

E30 is an important serotype associated with aseptic meningitis
throughout the world (23). In the 5-year surveillance, E30 was pres-
ent at a relatively higher frequency but lower number of isolates for
each sewage sample, implying a low titer. From October 2011 to De-
cember 2012, a total of 13 sewage samples in Jinan were positive for
E30, but the number of isolates for each sewage specimen was less
than 3. Similar results were observed in Linyi. CVBS5 is also associated
with aseptic meningitis in Shandong Province (24). Itsisolation had a
characterization similar to that of E30. A total of 18 sewage samples in
Jinan were positive for CVB5, and the number of CVBS5 isolates for
each sewage sample was less than 4 in all cases.

Homologous comparison and phylogenetic analysis. Phylo-
genetic analysis was performed on partial VP1 sequences of CVB3
and E3 strains from the environment, local aseptic meningitis pa-
tients, and global reference strains. Both serotypes had all been
previously demonstrated to be associated with aseptic meningitis
in Shandong Province and were present at a high frequency of
isolation in sewage.

Environmental CVB3 segregated into two lineages (Fig. 5A).

Both lineages contained isolatesfrom Jinan and Linyi; and-aclose — the isolation of ‘a recombinant poliovirus with chimeric capsid

relationship was observed for the CVB3 isolates from the two cit-
ies, suggesting the occurrence of frequent intercity spread. Strain
AMO002/JN/CHNY/12, isolated from an aseptic meningitis patient
in Jinan in 2012, had a high similarity (99.8%) to environmental
strain JN12180, isolated in Jinan in 2012. Phylogenetic analysis
also revealed a close relationship between them.

Most Shandong environmental E3 isolates formed an exclusive
cluster with no foreign strains (Fig. 5B). However, an E3 isolate
(JNEW111125.R1-5) had a remote relationship with other Shan-
dong strains and segregated into a cluster together with other for-
eign strains. Strain AM177/IN/CHN/12 was isolated from an
aseptic meningitis patient in Jinan in 2012. It had a close relation-
ship with strain JN12213 (similarity, 99.7%), isolated from sewage
in Jinan in 2012.

DISCUSSION
Environmental surveillance has been demonstrated to be a sensi-
tive method for monitoring PV and NPEV and estimating the
extent and duration of EV circulation in a population (25, 26). In
2008, it was initiated in two provincial poliovirus laboratories
(Shandong and Guangdong) in China as a supplementary method
of poliovirus surveillance. This report presents an overview of
serotypes distribution, temporal dynamics, and molecular epide-
miology of EVs from environmental surveillance conducted in
Shandong Province from 2008 to 2012.

A dramatic increase of PV and NPEV isolation was observed
for sewage samples collected since July 2011 (Fig. 3 and 4). This is
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supposedly due to the optimization of the concentration method
at that time. In the membrane absorption/elution method used
for sewage concentration, beef extract solution was used to elute
EVs from the membrane. Since July 2011, the pH of beef extract
solution has been adjusted from neutral to alkaline (~9). The
subsequent increased isolation from July 2011 to December 2012
demonstrated the importance of the alkaline condition for eluting
EVs from the membrane. Moreover, the laboratory-based recov-
ery test on PV1 further demonstrated the importance of the alka-
line condition for EV elution (Table 1).

In this study, the sensitivity of the environmental surveillance
was reinforced in two ways. First, besides the L20B and RD cell
lines routinely used in poliovirus laboratory network, the HEp-2
cell line was used in this study for the isolation of group B cox-
sackieviruses. The frequent detection of CVB3 and CVB5 demon-
strated the necessity of including the HEp-2 cell line in the envi-
ronmental surveillance. Second, the number of parallel vials
inoculated (18 vials of each cell line for each sewage specimen) was
increased compared with that in other studies (7-9). This may
increase the laboratory workload. However, our study suggested
that by increasing the number of parallel vials inoculated, more
serotypes can be detected from a single specimen (especially for
the minor circulating serotypes), more sequences can be obtained
for further molecular epidemiological study, and temporal dy-
namics can be manifested more clearly.

In Shandong Province, the last WPV-associated paralytic po-
liomyelitis patient was identified in 1991. Since then, no WPV has
been detected, and VPDVs were detected in Shandong AFP cases
in 2007, 2009, and 2011. In the 5-year environmental surveillance,
all the 168 PVs isolated were Sabin strains, and only one VDPV2
strain with 7 substitutions in VP1 coding region was isolated. No
further circulation of VPDV was detected. Previously, we reported

VP1 protein from sewage in 2009 (13). No such virus was identi-
fied from the local AFP surveillance system at that time. In this
study, the environmental VDPV also had no related cases via AFP
surveillance. So, our study demonstrates that AFP surveillance
combined with continuous environmental surveillance is of great
importance in improving the sensitivity of poliovirus detection.

An epidemic pattern is the characterization of temporal circula-
tion of many EV serotypes (27). It is characterized by substantial
fluctuations in circulation levels over time, including large peaks
when the serotype was among the most prevalent serotypes in a given
year. In this study, the monthly isolation of the common serotypes
such as E3, E6, E11, E12, and CVB3 also reflected a distinct epidemic
pattern. An interesting observation was made for the monthly detec-
tion of E30 and CVB5. They both are important pathogens of aseptic
meningitis. During the surveillance period, their detection in sewage
was frequent. However, the numbers of isolates were low. Case-based
enterovirus surveillance in the United States in 1970 to 2005 had
demonstrated an epidemic pattern for both serotypes (23, 27). So, the
low isolate number of E30 and CVB5 might due to the low activity in
the surveillance period or is just the result of low copy numbers in the
excreta of infected individuals. Further investigation and surveillance
are needed for clarification.

In this study, a total of 19 NPEV serotypes were identified from
the sewage. Except for two isolates of CVA21 of EV-C, the sero-
types belonged to EV-B. The predominance of EV-B in sewage is
similar to findings described in previous reports (8, 9, 12, 26). As
EV-A71- and CVAl6-associated HFMD has become an emerging
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FIG 5 Phylogenetic relationships of CVB3 (A) and E3 (B) isolates from sewage and clinical specimens in Shandong, 2008 to 2012, and strains from other regions. The
phylogenetic trees were constructed using Mega, version 4.0, using the neighbor-joining method based on 704-nt (positions 2601 to 3304 of strain Nancy) and 716-nt
(positions 2608 to 3323 of strain Morrisey) partial VP1 sequences of CVB3 and E3, respectively. A and ¥, isolates from sewage in Jinan and Linyi, respectively. @, isolates
from patients of aseptic meningitis. The isolates before 2012 are identified by a code that consists of INEW or LYSC, followed by the sample date (presented as YYMMDD
[i.e., year, month, and day]) and the tube number. The isolates from 2012 are identified by JN or LY, followed by a 3-code serial number.
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concern in mainland China since 2007 (28, 29), the absence of
detection of these two serotypes from sewage is not correlated to
the clinical situation. One reason may be the cell culture method
used in this study. Because most echoviruses propagate more
quickly in RD cells, if echoviruses and EV-A71 are inoculated into
the same RD cell tube, the growth of EV-A71 can easily be sup-
pressed by echovirus 6. Another reason may be that the viral copy
numbers in the excreta of EV-A71-infected individuals are possi-
bly lower than those from HEV-B-infected individuals, which will
result in low titers in sewage. These explanations may partly ac-
count for the absence of detection.

The phylogenetic analysis revealed that Shandong environ-
mental strains had a high degree of genetic diversity from foreign
strains. CVB3 had been demonstrated to be the causative agents of
aseptic meningitis outbreaks in Shandong in recent years (30),
and CVB3 and E3 were also isolated from sporadic aseptic men-
ingitis patients in 2012. A close relationship was found between
environmental stains and clinical strains, demonstrating the sen-
sitivity and significance of environmental surveillance, especially
in regions with limited case surveillance. Moreover, the increase in
CVB3 and E3 isolation from sewage initiated in the latter half of
2011 (Fig. 3) and the sporadic clinical cases present since the first
half of 2012 reflect the importance of environmental surveillance
in early warning of associated diseases.
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