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E  HM X2009 FHERKRH TR 1% hand-foot-mouth disease  HFMD (8 JLZEEAR A 14995 [FHEA T 43 B3 8 T 4
SEHEAFINE IR SCTERT 04T RIS Lo XS FE A AT DL A5 40 85 5 7 R 4 7 e AiE % T g 1 4% 475 o 1
Jid K AT BT R R BRI RS A B A AR SO 4 human rhabdomyosarcoma RD #E474r #5355 R EV
EV,, Cox A16 FRSM:5 yxt Hh ILAN MRS A5 i 4 [ #E4T PCR 258 IRl A ML BE A 2R T 38 o 40 i i S R 41
50 4 AR BEEAT RT-PCR §73 93 P= W 4lifb )5 64T PCR Y 3 ad AR 8 & 5 51 B i e Kom s B R L 5 31 1
HEYNE BT R ST LU 08T ek 455 7E 47 ) HEMD &)L RAR A 28D RD 4ifassz2h 5 7 W
FEE W 0 A A S 5@ RT-PCR AR 3 2 EV R 5|9 X EV, Fe e thg [ BAME Wi FTA b4 Cox A16 R
PR BAPE BV, RS [ PCR P2y 45 FAIESE S BV, i [RINF da B WS A0 7 L 1) RD 4ifi O [RE
TCAL AR ORL UESE BT 40 B E N BV, TP RIS 09 3 bk EV, s BRI 41 243 512 7 409 7 406 nt 1 7 404 nt F
VP1 SR 5 R J5 4 15 99% L4 I Blast 434732 B 8 K3 bk Chongqing-2-09-China  GQ994990. 1  Chongging-3-09-China

GQ994991. 1 Y542 B PH 2008 4E 43 551 3 bk EV,, BRIV ESE 5 8 P #E Bk Chongqingl -09-China  G(994989. 1
2005 45 754325 984 polyprotein 1235 polyprotein JFHBaR [FIF PR = #EL TR MR T C4 BEWA 458 FrorsnE
PR EV,, 8RR B AT SR A IR a4 5 N 2008 2250280 1 & 78 2005 4F43B5 1Y EV,, 8 1] BEH A A R IR

KW FROM EV, N ERA FlleE #ksir

REESHEE  R512.5 R372 R394.3 TEERER A

Identification of enterovirus type 71 isolated from Chongqing children with hand-
foot-mouth disease in 2009 and its genomic characteristics

Cai Lijun1 Wang Jun' Xu Hongmeil Chang Guohui’ " Department of Infection and Gastroenterology ~Children’ s Hospital
Chongqing Medical University Chongqing 400014 *State Key Laboratory of Pathogens and Biosecurity Institute of Microbiology and Epi-
demiology Academy of Military Medical Sciences Beijing 100071 China

Abstract Objective  To study the genomic sequence characteristics and possible origins of enterovirus
type 71 EV,, isolated from feces of patients with hand-foot-mouth disease HFMD from Chongqing in 2009
and compare the evolution of 3 EV,, strains with similar genome sequences. Methods HFMD specimens were
inoculated into human rhabdomyosarcoma RD  cells for isolation of enteroviruses EV . Supernatant of
diseased cells was detected by RT-PCR with specific primers of EV. EV., and Coxsackie A16 respectively.
Morphology of virus particles was observed under an electron microscope. The identified virus gene was cut into
4 fragments and amplified by RT-PCR. Complete genome sequences were detected by PCR analyzed using
bioinformatic programs and plotted into an evolution tree. Results  Significant diseased cells were observed in
7 out the 47 specimens from patients with HFMD that were inoculated into RD cells to isolate EV. RT-PCR
showed that 3 out of the 7 specimens were positive for the specific primers of EV and EV,, while all the
samples were negative for the specific primers of Coxsackie A16. EV, was confirmed to be an EV,, virus by
sequencing of the PCR products of its specific primers. The virus particles in infected RD cells were round in
shape with no envelope under a scanning electron microscope. The length of 3 EV,, strains was 7 409 nt 7 406 nt
and 7 404 nt respectively. Their homologous VP1 sequence reached over 99% . Blast analysis showed that the
homology of strains isolated in Chongqging Chongqing2-09-China and Chongqing3-09-China was similar with
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that of strains isolated in Fuyang Anhui Province 2008
identical with that of 984 polyprotein and 1 235 polyprotein isolated in Taiwan 2005 China .

China. The homology of Chongqingl-09-China was
Phyiogenefie

analysis showed that these strains belonged to subtype of C4 gene. Conclusion The newly isolated EV strains

have the characteristics of enterovirus and may be of the same origin of those isolated in Fuyang County Anhui

Province 2008 and Taiwan 2005
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China.
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B R EE 71 B enterovirus type 71 EV,, f/h
RNA R ER S EBIK S H 1974 4 Schmidt
E =N €i781:9 e IFIE YRR A E S R
RGUEIREIR B TP B2 BV, R 2L
ROLHME BV, s R E 5wt Hil
B EV, 58 Y F 2 O %5 hand-foot-mouth
disease HFMD iz % W 2 &4 T2 4L 58
T B HESFEAAREE DR a5 LR il
K TCREVERR SN R S5 R AE AR BV, R BRI
KX B AT BB Hod Pl 1997 - 1998 4F 4K F
MEFN 5 A DR RS T T B AT B o ™
2 R EKRE TR R R A
ZRIHIEE YR 2009 4 4 F 78 H P X R 434
FEOLR A T T2 G I Jm AR i AT B k. R ER i
IR TE 0 B B 3 Bk BV, BN EE %
SER T BIREAR L DA AL RR I 1 A DA o 1) S R T
FRATRH A 3 s g A BRI A0 EA T4 9 I S S o b

1 RS

1.1 ##
L1 RARE HEEC2009 43 -4 AT RERIKEH
JEILE BB 12 ME BERIS WA T2 R [R]AEAG 5K R
47 Bl WS RS 7 LR Y R
ERELVEWRIL WE3~7d 3~5 g BRI T BTXK
PR o B B R R MOAR AR BLHER B T A B A A
=70 C JKFORAF BT TIK T RIFis
1.1.2 4 a5 AAES LA 40 human rhabdomyo-
sarcoma RD 1 %2 55 [ 24 B} 2 g il A= 0 3 47 993 BF 50 e 42 3
RNA $EHUAF & Qiagen Viral RNA Mini Kit A1 o0 5] &
Quick Gel Extraction Kit Qiagen 2 #] 2. 5 mmol/L dNTP
Mixture Taq DNA 3 & fiff Maker DL 2000 A1 pMD18-T H A<
TaKaRa /AH]  AMV Wi%% 5B RNasin 1] 7 3¢ [E Promega
NF] G SR Superseript™ T RT Invitrogen 23 &) Phusion™
High Fidelity DNA Polymerase Biolabs -1 a3 M43 #r4liial
113 ksl ARSI A B 2 R 8 B 1)
EV  EV, W51 EV, RFEEar A 416 SHHEZIRG Y
Cox Al6 JFFIMBHEFHRKLEH=E " BMIFHILE L 5|
Yyeh 1A T A TR A5

hand-foot-mouth disease enterovirus type 71 genome sequencing phylogenetic analysis
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®1 HEBERSZERSY EV X Cox Al6 EV, HFRES4

ElRZEs 519751 53" PCR §3IKE bp
v -3 TCCGGCCCCTGAATGCGGCTAATCC 116
T ACACGGACACCCAAAGTAGTCGGTCC
BV, _Ei% GCAGCCCAAAAGAACTTCAC 226
T ATTTCAGCAGCTTGGAGTGC
Cox Al6 _Eii ATTGGTGCTCCCACTACAGC 208

i TCAGTGTTGGCAGCTGTAGG

1.2 RESH

BT AT AR R R A 2 0TS S us b S femh
FPESREF HRE RD 40HE X TREEW N AR A m] H
FEHEAR S RD 400 AT 0B B AR 0.2 ml &2 3
fL 37 CHHE 2 h R Hedifiil & 37 CHEFR RIS IE & 4i i
X B H AR cytopathic effect CPE 421 1 2%
K e I EIETHEH BRI Bk )G & - 70 C 4
ansE 1 AREERD 7 d JE CPE 3 W 1% 3 A0 e 0g2 7 d 5k
CPE 3L T [Pk
1.3 J&7 RNA 321

A5 78 20 B S S R B0 R RS R Qlagen Viral
RNA Mini Kit Qiagen Genman #Ff7453: RNA 20 RBUGE TR
Z:H8 Qiagen Mini kit Handbook T2 {1tfy i #EH 4tk 5 i
RNA {4775 - 80 “C U4 4 1
1.4 RT-PCR #a EV, PrE: S

LB BV, 5 1 RNA SRR 42 B © o 3 Rl
B EE TS EV EV, A Cox AL6 7E AMV 3% 5%
B EOAE T 00 5% S ARFH6 5 cDNA - O 2514 i 7 RNA
5w T 1 wl 20 mol/L 65 CZEME 10 min JKVA 5 min
5 x AMV Buffer 4 pl dNTPs 2.5 mmol/L 2 pl RNasin i3
0.5 wl AMV 95620 1wl #b H,O 220 pl fKHR 42 C @if%
F 1 h 70 CHEF 15 min KiF AMV 58 5t/ SR 5 LU 7
cDNA AT PCR &4 PCR N4 fF ¢DNA S ul EF
W5149%5 1 wl Taqg DNA AT 0.5 wl 10 x PCR Buffer 5 wul
dNTPs 2.5 mmol/L 4 pl #H,0 £ 50 pl 95 CHAEMES min
94 CAEPE30 s 56 CiH Ak 30 s 72 CHEfH 45 s 3 30 PMEFR
72 C PHEEAH 10 min 4 CLRIE R BliK BPEXT I PCR &5
HJE WS wl PCR W) 5 1% SN HEE L AT EE RS HL Uk %5
1.5 waumR

EV, 65570 BI MRS E RD 41 T25 40 90% LA
I 37 CHEFR 24 h J5 0 ZWERE & RD 40 3% 2 HPREFRR
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1.6 smaa kW Esy 35 4kt
519 7 SIARYE EV,, K5 55 1 H J7 Bk EV,,/Fuyang. An-
hui. P. R. C/17. 08/2 EU703813  SHZHO03 AY465356 Fi
SIN5865 AF316321 {31 B4 & LLE FRbRER MS/7423/87
U22522 SFEHAFF) 00 FIHEAE DNASTAR Fi Oligo6. 0
WY BV, WL H AT RIT 51 &2

*2 PCRIIEEV, £EFEAS WFETI

ElE/ER S SIHFs) 53 K bp

1-EV5; [ TTAAAACAGCCTGTGGGTTG

1-EV7; Rt GGAACTTTCAATTACATCTTGC

2-EVy _9iF GAGCCGATCCTGGGCGAAAT

2-EV71 R TAGTGGATGACACGAGCAAGTC

3-EVy; 3% GGAGATAGGGTGGCAGATGT

3-EV; il GTTGGATGGCTTTCCCACACA

4-EV; [ TTCGCCGCAGGTTCTAC

4-EV7; T GCTATTCTGGTTATAACAAATTT

B iR B

2 470 1~2470

1494 1971 ~3 464

2512 2438~4949

2619 4787 ~7 405

1.7 RT-PCR R B ¥ EV, a4 5

PR LI PRI S wl 2 RNA 7620 wl SR 2 v 3
A cDNA WK R R 514 1 wl dNTPs 2.5 mmol/L
4 pl MKAMZE 12 pl o S 65 CHIASHE 5 min R )5 W HOKE &M
FEREAVKE D TEVKHPIRE T IA S x First-Stand Buffer 4 pl Fl
0.1 mol/L DTT 2 wl FAMEA RNV GF 42 CIHE 2 min iR
A1l W% G Superseript™ I RT 42 C#% & 50 min 5
70 °C A 15 min I SRR B A 0 i S RO R T
50 pl WA R kAT PCR R R 4L AN R 5 x Phusion
HF Buffer 10 wl dNTPs 2.5 mmol/L 4 pl DMSO 1.5 pl
cDNA 5 pl EJ K IR 5194 1 wl Phusion DNA R4
0.5 pl #VKES0 pl AR RIS H 98 C 30 s 98 C 10 s
55°C 10 s 72 °C 75 s 35 MGG 72 CHE# 10 min - PCR §*
HERE R B BE 2 1% SRR B BE IR HL Uk 43 B PCR F= ik 11
BEIR N R AT L)
1.8 3= 4ml 55 Bt

H PCR P28 B IR MR IR 4 5 05 FH 058 Mg 4l Ak 3 571 5 [l
W Halifeny PCR =Yk A A R W 5 I 4 A
BroR ] DNAstar Seqman F8J5 #E4 T P52 20 %€ KA xt
1.9 53k at s st 547

% F Blast DNAstar MegAlign & 5 M Chstal W 34 X
EV, 558 AT R LT 6] MEGA 4.0 %X EV,, i 75
WAMREREE VP AR 53T UL AT T3P B Al st
Bigg HI4R%57%L neighbor-joining NJ F R GEiE (LI

2 HR

2.1 fapaym i

SR RD ML X 47 4] B LI PRARAS 2EF 79 2 43 B3 Bk
7% Hop 7 HEJLAIG RARAR BT BB Y CPE  ZEf51'8 B %
BT 5IEE RD 40 b FE AU As B & R0)F
RN AR B R B B s & 1

(B

A EFeRD wi B jAEA LM RD mip
Bl HmERLRARBLHN RD @ARFEWE  #F 24 x200

2.2 EV, 5% &% RT-PCR 4573 M A% B2 4]

X 7 TR 20 L 25 14 W 9 2 SR R S 5 1 RT-
PCR 4348 JLrb A\ 3 R VERERRAG It EV,, 585 19 226 bp 45
SRB A B K2 HAb 4 BRAER I 116 bp f i % 5 )8

EV  HAGE ks

M 1234567 89101112131415

=
Pt ﬁ: 226 bp
M DNA #7# DL2000 1-5 EV 116 bp 334 R% 1 &4 &
B EV, Ak 2 -4 KA 5 B EV, 4k 5 %KM
B 6-10 3 mAEA EV,226 bp 34 % 11 - 15 s+ 548 A Cox
Al6 51y 4R

B2 ZEXEVH#MEV, BRNEREKFE RT-PCR 4R

2.3 EV,RmaBEFHIE

T POR AT MR DGR RD 40 37 CHEFE24 h e —
% [ HEAT MBI 45 5 0% EV, R EERJUIE % RD 45|
ACANBRLA T FEE T T UL R T A RS PN R PR B R e R A Y
HE 20 ~30 nm 1 EE TTAREA TR PR K] 3

A BT RD@MAFHImAERE k7 B AT RD@ERA
R ¥ sm AR kT
3 EXEV,/"mERERD AEMNERENE SEM

2.4 #Ha B EV, AURER R A AR5 NE BRI RAFAE
EV, 53405l i RT-PCR 381581 15 3 bk EV,, BUM5 8
STERERA KN4 N B4 XA R BT S PHE
R EV,, 3R 3 BRI T 409 7 406 nt F17 404 nt (1 EV;,
I 3 Bk EV, K EEf 4 S Chongqingl-09-China  GQ994989. 1
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Chongqing-2-09-China ~ G(Q994990. 1 Chongqing-3-09-China
GQ994991. 1 [iit 1% NCBI f§ GenBank  JLA5HY 2 3/ A Ui 47
ZRIRHETR poly A S'ASmILMEEGAH — /N T RIEN
VPg M REE IS5 2350 A7 5 746 A% H IR 5" ) 4 i
X UTR #ifhX 1A £Jk VP4 2B 2C 3A VPg 5' Kimsh&
HE o 3C fREIEEAM 3D RNA R4 3 KumARS
X 83 MR LR ZEIEIFRE AAAn ° LITFHE3
¥k EV,, & # M Chongging-1-09 Chongqging-2-09 Chongqing-3-09
XF 3 MH o B BV, AT HEACRIE A3 Horp e 3 S E R 3
Bi BV, SE PR R H A DL 3R 4 WP 3 MR IR
SEQL K 3 BRHT O B BV, 3 47 S BE AT HU o B R R
M EEJK#k Chongqing-2-09 Chongqing-3-09 #H WAL 54/
HAT BT — 33k 97. 2% i oAk Chongqing-1-09 5%
2 BRI — EE 15 94. 5% L 94.8%

M1 2 34 56 7 8910 1112

15 000 bp—
5000 bp—
2 500 bp—|

1 000 bp—|
250 bp—|

M DNA #7 DL 15000
2-09 9 —12 Chongqing-3-09
B4 EIX3# EV, BREE B RT-PCR &R

1 -4 Chongqing-1-09 5 -8 Chongging-

®3 ER3IKEV,ERETRHEBELRER
Wk OBmRAK A% T% C% G% A+T % C+G %
Chongqing-1-09 7 409 27.13 24.91 24.08 23.88 52.04  47.96
Chongqing2-09 7 406 27.07 24.91 24.08 23.94 47.96  48.13
Chongqing-3-09 7 404 27.17 24.93 24.08 23.82 52.10  47.90

R4 BERIKEV, ERRTFREM n
Sk X Chongqing-1-09 Chongqing-2-09 Chongging-3-09

S'UTR 1~743 1~742 1~742
P1 743 ~3 329 742 ~3 328 744 ~3 328
VP4 744 ~950 743 ~949 743 ~949
VP2 951 ~1712 950 ~1 711 950 ~1 711
vpP3 1713 ~2438 1714 ~2 437 1712 ~2 437
VP1 2439 ~3 329 2438 ~3 328 2438 ~3 328
P2 3330 ~5 063 3329 ~5 062 3329 ~5 062
P3 5064 ~7 325 5063 ~7 324 5063 ~7 324

3'UTR 7 326 ~7 409 7 325 ~7 406 7325 ~7 404
P1 743 ~3 329 742 ~3 328 744 ~3 328

2.5 K3 Ak BV, FRM A
2 IR R E AL R W H K 3 Bk EV,,  Chongging-1-09

Chongqing-2-09 Chongqing-3-09 525 4H (1) 4H 1 AN &5 i T8 R 2 4
fiE H Chongqing-1-09 5 475 2005 4E43 B ) 984 polyprotein

DQ133458. 1 J% 1235 polyprotein DQ133459. 1 Ak 4iE %%
AL AR R R E M AT 96%  Chongqing-2-09 5 #iiL k2
A DTID/ZJU-74 FJ158601. 1 A1 DTID/ZJU-62 FJ158600. 1
R 3 £k EV,,/Fuyang. Anhui. P. R. C/17.08 EU703814. 1
EU703812. 1 EU703813. 1 AH{LIE A 1515 98% Chongqing-3-09
ST &R Ffk GZ-08-01 FJ360544. 1 FIELFH 3 #% EU703814. 1

EU703812.1 EU703813. 1 #lyisin R4 e 5 W h
97% Hh5 GZ-08-01 [tk 98% 3 #kWidE 5 EV,, EBrtR
Wbk MS/7423/87 U22522. 1 KEiFe RIS MR Uk Hy 82. 1% i
82.1% 82% Y BrCr SLPRARA R RV 11 80. 1% 80.2%
H80.3% ZEHIBNWIR 1ML Cox A6 BRI RT3 LX)
[EVEHETE 77.9% 77.7% J% 77.9%
2.6 ARHSA
A VP XA HTRIF 5507 EV,, A1 430 3 BRI AL 8 4~

FEEEA TS Hrh VPL X R E T 91. 0% B R Bk [ —
FEFWAES DL Cox A16 fERAMEE XFTHEER 3 #k EV,, il #5 Gen-
Bank 1 EV,, 5 2 4% 2L K 78 K B AR SE 2R 1 VPL 4 F5 X 447
ZorHT T X AR B SRS 8 Cox Al6 U05876  Cox
Al6 G-10 A A A U22521 BeCr B 3 [ # U22522
MS7423-87 C1 FE[F# AY2076262 0389-MAA-00 C2 [
A AF286522 2912-TAI98  C3 4t A & AYI125971 KOR-
EV,  Cda 3 [ % AF302096 SHZH98 J; C4b %t [H %I
AY465356 SHZHO03 | Neighbor-Joining 5 F4 # 55 Ik 3 # 5 %
RERBRM AR AR AT oR P 3 #k 5 C4 WA
FRAL TR —2 32 AL 92.1% L) | #)s T C4 Wil H
o3 BRE R HLIX BV, AHE LR VP & FEER 781 [ R ik 99%
Lk

3 it

EV, Z5EF R N 2R EK 285 T
KHBIXHY 2009 4F 8 KK 2= F 2 HW 7224 L &%
LB P BT AT FCh T T B E
PR EV, R 83 K 41 SRR B T RE A AL 38 R U8 5 Bl
ANE BN 4y F AT 2 R X E R BV, 5
A7 IR Eo X RN tE Al oM HAT RS 2

BT B B E R 3 Bk EV,, 8 15 1 5k U5 8 IR
R T LR A 3 MRfae s EV,, Al
JREEHEAP T RD 21 24 h Py 34 0 EH 8 200 i A5 30
% AT TR R SR B S ] 1 AR R
LA AP S K AR SR T A T R
BER AU A RS [FRHE EV,, /9 VPL
DX AR SRR S [ #19 RT-PCR 226 bp H U4 4 451
KB eEm 5 | ))& 116 bp 1R k550 7E5r 1
AWEE IR O BV, R EE 25 E ARG B R RN
EV, 8 AU EHRHENRAYIRA T2 48
JL Hod 1 BRI EER IR T A B BEL ) nT WA 2L
AT ARG ACEAR LI AN I i /R 3256 = K A AE 112
I AR 5] LA AR A Bl {HL 2 S 06 2 4G Iy T A 2% A
B RIFE IR E I F AR B ILK B R ARz 1M HLA%(E
PRATE B I AR P A A 2 o A B a5 RS A 40
MOBET ARMEFANMEA A5 R AT X 5 B i fhs
A3 h P BN B AR T RE IR AR BRI G iR
JUARAKLBRG 10 [5G R EPrEAANNG ° AR
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B ok AAEREIR R LISEAR A IO A B e HE P RE
SRR R LA WIRTT RN R R T A G508 5L
A 5 5 I E AN 030 9 25 19 5 U0 40 B O AR I
MBS 4 BRI BN B A A e ik — 220t R
AYALTE 47 LI 2 KA bR A {H 2 K BE
SYESEIEE PR N WRObR A T B R B 2 A
%0

AWFFERY] HIK 3 Bk EV,, 5 HAWE R EE 71 B
AMRERIEH AL 5 EV, FEErpRfERR BrCr 41 1L
TR RS RAFTE BRI 2 5 B TRAL P 4
230 20% FBIMRLFLIHN 5% 5 MS BRI H IR
PNy 18% AR L H2) K 4% HPAES'
UTR #13'UTR X7AF %K fF 5'UTR 727E 20 54b %
A 1ADREER SR A8 5 T EV,, 5'UTR (23 [A] 2%
MR HE R D RE A S S A e R 3 MO TR FE
BT 2 R GRS B bk B LEEfE 73 2
1M MS BrCr B i 28 S8 & 73 25tk AU 5 UTR (9454
TR SEURHEA

XFHE K 3 R EV,, 0k B85 4% 1 IR [A] I L A 45 5k
B ¢ Pl X E K 3 #k EV,, 5 & % 984 polyprotein

DQ133458.1 @iy k2% DTID/ZJU-74 FJ158601.1
1 DTID/ZJU-62  FJ158600. 1 K 428 BP0 3 #k
EV,,/Fuyang. Anhui. P. R. C/17. 08 EU703814. 1
EU703812.1 EU703813. 1 [a]iE M E 92% A4
Stk MS BiCr (R IR ME SR 81% A4 M5
Cox A16 BY[RIIEMERAR 72% IR [ JRPE L4
REW] AEPLIX EIR 3 Bk EV,, F#kS Cox A16 f[F]
JEPERAR 90.2% 247 {HAE P2 M P3 X EERHES
Cox A16 Ay R PRV fe vy o 7 Ak A 35 4% E 1k 20 B 3
BT P IXOR R4 A R 1 AL X P2 NP3
SRR B G L R 3 #k BV, i 45 R
F1 P15 [ 5 148 A Tk B ] P R B W VAR 1 5 2%
KEREHFEY] MRS EE P2 A1 P3 X {75
rHTERE FEIR 3 #R EV, 5 Cox Al6 MRl &
FEIR R R v T R B %) [R5 S B 3 Ak
EV,, FRESH I fbas 2 5 b B B IS A T vk S 8
Bk E N TRR AT REARE MRS & i
et 5o E G RAT R L BOR AR E N LR
TIHREARTR MAFFE A AR Rl 2 P3 X Fihd
) RNA RS EHEFEL B R EIRSF EV,, 5 Cox AL6 1Y
KzEmY) "

VPL £ T EV, SRS R JE EZ NN 5
TR E R ANMBEA B AR 28 R E
FUCER RN PURE G VP JEPRUE EV, i i
PRl RIS A R AR 0T 1) Je B LR R ECER PR 3
PR EV, B VPL B4 891 bp AT HEfL 1T 4521

RU B3R EV, 5 C4 WAL SHZHOS 7 VPL
DX R T 92% BATA M ENTRLE T [F— 2 4
WA FRRARS C4 SRR R E iz Al i A
FIHEH T C4 BERRC A B AT Z24F RNA JEE I 4L
TS S R PO R N FERR A T BORAE S (E
M A i U RS AR b AR AR

ABEFEAT IR W] 5| H DM DA R T A2 1 1Y
IR E BN BV, FRREE R EV,, i 3 B R MR
17 EHEENRA EV, SHRE0EE S A
FEARBOR I E TR A SR M 2E 5 ik AR E N
PRI S By 7 HILRAIREA T RIS Fé) i A M 00 B 5
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