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Gene sequence determination and analysis of Hantavirus isolated strains in Jiangsu

province from 2009 to 2013

Wang Shenjiao'?, Wang Xiaochen®, Zhu Xiaojuan®, Guo Xiling?, Fu Jianguang®, Qi Xian®,Zhu Yefei’, Zhu Fengcai'**
(!School of Public Health, NJMU,Nanjing 211166; ‘Jiangsu Provincial Center for Diseases Control and
Prevention , Nanjing 210009 , China)

[Abstract] Objective;The gene sequence of Hantavirus isolated strains during 2009 and 2013 was analyzed at molecular level to
provide evidence for the prevention and control of this disease. Methods:The serum of patients with acute hemorrhagic fever with
renal syndrome (HFRS)and rat lung specimens were collected from 2009 to 2013. Hantavirus IgM and IgG antibody in serum samples
and antigen in mouse lung samples were detected using colloidal gold and IFA assay,respectively. With VERO E6 cell line,
Hantavirus was isolated,then analyzed using RT-PCR assays,and genome was sequenced using high-throughput sequencing
technology. Finally,sequence alighment and phylogenetic analysis were accomplished with MEGA6.0 software. Results: With the
closest genetic distance,isolated 11 virus isolates and Shanxi LR1,Sichuan isolates s85-46 and Hantavirus strain 76-118 prototype
were all classified as Hantaan (HTN)virus. In addition, strains isolated in Jiangsu 2002 (A9,HTN type)and strains in Zhejiang and
Anhui on different evolutionary branches,indicated a larger genetic distance. Conclusion:Both Hantavirus predominant strains
switchover and host transfer have happened in Jiangsu. Surveillance should be strengthened to guarantee the efficacy of the vaccine.
[Keywords] hemorrhagic fever with renal syndrome; Hantavirus; genome; sequence; phylogenetic tree
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IR 7 (Hantavirus, HV) J& T4 JE W% 55 B
DU TEE , WRE SN Al 3 ka7 9 43 B B
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[(ELWMHE] VLA IRREFFHL LI (BL2014081 ) ; VLA
BT T (ZX201109,RC2011085)
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Y% AKX 76 25 F (nucleocapsid protein, NP) £ JA
7 (G1/G2 glycoprotein) FIJ5 # RNA #K#5 ) RNA
R4 (putative RNA-dependent RNA polymerase)!',
NG HV FESEIR RPN BE&Ea1E
H 1fi#4 (hemorrhagic fever with renal syndrome, HFRS)
FNTLHH 95 B i 2% 5 1F  (hantavirus pulmonary syn-
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drome , HPS) ,

e VAR PRI B 60 000~100 000 1], 466Kk
ZRURHIER E2009—2013 47T 2R
MBI 1 402 6], V-3 ki #ik 0.36/10 1,
1 062 9], Zc 340 i, 55 L5 Fe oA 1:0.32, KR 2 L
WP AN AR RO 32, 4R 2 K
Sl BRAIE(10 H ZB2814E 2 AR & THIEG4 H
2T H), VKT A, BEHH X A6 X & 1)
21 e WA AR I 2 5 DX W4 T 161 4
2 7 H B B 1 50% 5 AL b X Bk 4 5L 0H S
B e G S 78.01%,2011—2013 4,
KA T £

HV AR HA: 2 PR I 22 B AN TR
Ao MARZ LR AL AR SER R HY Hp nf 43 AR Z
WA, AR H AT E AT E HV 7588 2R UM
(Hantaan, HTN) VR (Seoul ,SEO) # | {H J& B &5
BF (] () HE RS RN E R 5 R 22 4k, TCIRJ2 HTN b2
SEO AU BRI &AL T AR BE R AR S | 5 X A AH N
H & AR T AR, A X R ARG X AR i
B R TR B RTINS HFRS B Ks 3 sh ik
DU T 0 B BRAAE , FRATIR A T A4
HPEDSE RT-PCR . AT DL K AS g5+ b
SEHTIEXT HFRS J5 ] S e i B SRR R A 677 T
Bl A5 8T, SRl A E R HFRS B
LR 22K

1 HRET®

11 A

HFRS i ] 2 PR30 1M S HERS B b A o
U5 HFRS 55 191 P 00 1 v P 45 0Tl e 4 v 16
K, BEIURIR 5 d P HBEAAREAGI 1M PR L B FRAS
503 5 BRUTAR AR T 1 A RGN R (s ) #
2GRN S (A dm 8 ) e e S G A BH
PRI BRUIRRAS 10 173, BTATRAS-80CIRURIRTT . 1K
K VERO E6 itk i A S A AT 0.

20 . DMEM 15 5% 5 KR 4 1L (FBS)
(GIBCO A7), 35[); OneStep RT-PCR Kit (QIA-
GEN 7y, f%[#);TaKaRa Taq . dNTP Mixture ,PCR
Buffer 52 DL-100 DNA Marker ( KiZEFEAY)NH]);
DU RS IR (AR 1) (BT AR AR
YRHEAIRAF]) ;. FOUHRCHITT HY B e REdTiR
(WL A8 B0 584 ) s High Pure PCR Product
Purification Kit (Roche A ], [ );MagMAX™-96
Viral RNA Isolation Kit SuperScript ®l First-Strand

Synthesis System ,Platinum-PCR Super Mix(Invitrogen
NH] L JEE ), High Sensitivity DNA Assay Kit( Agilent
Technologies 2\ F], JE[E ), Nextera XT DNA Sample
Preparation Kit MiSeq Reagent Kit(300-cycles) % 11-
lumina MiSeq M F &4t (Mlumina 237, 3E[H)

1.2 7k

121 s ml o ik

W U IS R AILUI AR 4~5 m TR, RRM
TEASLEIE A b TR RN EE 10 min; i
INZIEhR LT HY B BEPUA BT 37°CK T iR
PR A NS5 30 ming JH pH7.2 PBS JR¥E 3 1K,
FEUR 1~2 min, FHZEWEK whvk , Wt 5 Hh 22 ik £
Fr ARG, AnAE BUB b Bz AR T LR AR B (552
SRR EUR B . BAREES R EE ki
MRS 2 A IR ERLIE )

122 RMiAs AL

B BUARAS KA IR T ok b 7 T 4R
e Wy AR N A B R N BRI ZH R T 2 ml
BDEN ENERTIMA 2 4> 3 mm ANEHER) ,
A 1 mL DMEM }i323, FHAHZIWFEE %% (Qiagen 2
w) FEEDATES 1 min, (EHERLAIH K21 ME-80°C
PRAR 17K, 14 000 r/min {RIEEC> 20 min, FIEH S
1.5 mL .08,

123 mEn&

K H VERO E6 Zir # HFRS Hi il 2k 9] i
T SR ISR AS Y BV, JERE B S %
R REPE I PASIEI6 Z A A KL )T i 7 ek
1o o 240, DIRTG R A TE 3, HV 78
VERO E6 4 s A2 W i AR N AZ
1.2.4 7K R4 RT-PCR 3 #) &l 5Bk

cDNA Hi—8E5 1. 1B K Buffer 1.0 pL, HLT|
Y 1.0 pL, BAHUZIR 6.0 wL, AR 8.0 pL, 65°C
5.0 min, JK¥# 2 ~ 3 min, fIIA 2 x Buffer RT 10.0 pL,
Sensiscript Reverse Transcriptase 2.0 pL, &K FH
20.0 L, 25°C 10 min,50°C 50 min,85°C 5 min, VKI&
2~3 min, fITA RNase H(60 U/wL)1.0 plL,37°C 20 min,
94°C 2 min, 10 C 5 min,

W cDNA & /% : 10xNEB Buffer 2 1.0 pL,
Sequenase M (5 U/uL)0.5 uL,RNase-free water
8.5 pL,cDNA 5—854) 200 wL, SAFH 30.0 pL,
37°C 8 min (Ramp to 37°C,0.1°C/s),94°C 2 min, 10°C
5 min (F & IAG R BE 2 K, BHKAE 37°CHERRFE
A 1xNEB Buffer2 0.5 pL,Sequenase fiff 0.5 wL), It
AT HIRF B BUE cDNA ABCARI PP SC e il 35 A
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125 X EMESMNE

Qubit 2.0 ZOETTHFBGEE cDNA HERE =5, Fik
% 02 ng/pwL, HUS5 pLAERMIFEAR, %8 Nextera
XT DNA Sample Preparation Kit $#54E 15 B8 EE0 7 5C
JE, FEABEAFE . DNA ) Tagmentation PCR 91 |
alifl, SCERMEIGRA . B 600 wLIRAFEMA MiSeq
TFARFRESFL, T 1x150 bp BeXd A w5,
1.2.6  BLAST 5#7 % /731 yosd st AL 32 254

% H CLC Genomics workbench (CLC Bio) {4
XTI PP 45 R AT PR P 5 Blast #E17[R]
PEVER R IE S ] MEGAG.0 8T 2 551 1
X EEPRIXTSE, SR A R AR A I (Neighbor-
Joining) , ¥4 HE R 4t & A=W, ] Bootstrap T & il #
1 000 YO FEAA A THIE

2 & B

2.1 mELEEHyBAMFPER

BRI ZH 2R S e DA 25 UL 1, HY BEE B
FilibRAS - Kz 2 L5 A LASOREIR B4R (.5, 1B
PRA A DL SRS, 10 0y BRI HR AR X5 o8 HY
PEPE, BB aid el 3 1 BbRAR TS 4L, A5
212 REFY 12 IYFEARRRFRYIZE RT-PCR A2,
J MU 300 bp AR M FBEAH (| 2), £
HV B, IEB 20 B A5 3 12 MR EE , ARTER AR BT
] 528844 A IS1~JS12 ¥R (FE 1), Horp sg it
PLZHIT 11 A%, HIE 3L R R BEHRAE 2 NCBIL %
&5 L OF Bt .KP896307 ~KP896311 KP896313 ~
KP896318;M F Bt . KP970560~KP970564  KP970566~
KP970571;S H Bt :KP970572~KP970576 . KP970578~
KP970583,
22 HBEHARLSF FERESH

e iE U P A5 R R WE 40 B 11 #k HV L 7 Bt
2K 6 533 MEHIR ,, B R IEAGHELL M 38 3 6 493,
LAY 2 151 MR, M B 3 618 MR,
BRHEZE N 41 3] 3 448, Hhggad 1 135 PRI
R A% R [RIETE  98.209%~99.94% , 59 ik LR1
FEFEHEA T 92.68%~95.32%, S FECH 1 692 4>
AR , e R BERBHESE M 37 3] 1 326, JL45H5 4294
FIEMR , AR IR RN 97.509%~99.82% , 5P Witk
LR1 BR[FEIJEMEA T 86.019%~88.06%, M Fr Bt [F)
PEEE TS B
2.3 > BEAAR WS FAE RIS

ST 7 4 3k R AL 8 B0 23 BT AN R BE X
FEUEATHRER 378, i EL A BB A e WL 2 (B] 1 R 42

B,
A Ut HV KH‘@@TA\,BFE'&*/TA\O
B 1 WHEHEVE HFRS RARA

Figure 1 Fluorescence microscope result of HFRS rat’s

lung tissue

1 2 3 4 5 6 7 8 9 10 11 12 M

500 bp

100 bp

1~7 . HPRS FRUlif5A ;8~12: HFRS 3 M35 FRA% , M: DL.2000 marker,

E2 HINE HV M R R #E~EikE
Figure 2 The amplified product of the M segment of HV
(HTN type)

®1 BHEXER

Table 1 The virus strains related information

bk 15 HiIX 4y
Js1 SRR R, il gL 2009
Js2 SRR R, il gL 2009
Js3 P 417 2009
Js4 SRR R, Lo i) 2009
JS5 P Lo i) 2010
Js7 FITH 417 2010
JS8 BE 25 2013
1S9 e T8 2010
Js10 e T8 2010
JS11 BE IRt 2012
Js12 B IRt 2012
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BRI R stk L& 2, A T
HE— 2GR 11 BRI R 45 55 X R B 1 st A% Tk G
#, WH MEGA6.0 #4451 B4k 5 GenBank T %%
FIARFIHLIX [ HY S5 B b

L 5 B T v Beige b (0 3), R4 25
5 2002 453 B TLIR (A9 HTN £ H8) Bk LA A )]
ARG HIHTIT AR 210 Bk (HT) ARTERI—2237 |, 36
R REIL,

M .S F BE ot 2 8 7R 40 B MR B 5 HTN
RIS RERE B4, SBEVE > B Pk LR1 (&1

BR) . U438 Bk S85-46 L) K & [E () HV CUMC-
B11 LA JRAIRR 76-118 /L 5C R o4z, 1EIR]
—4r 3 b ik B EERE & T HTN AU HS A
RTE . AANMIEIRES 2002 AR50 BTN (A9 (HTN
AU H8) PR K JE i 48 1 WL Z10 Bk (HT7) [ Z5 Bk
(H7) % Chend ¥k (H3) &b T A [l 1Y #E 16 73 32
b R R BGE (K 4.5)

RIS &

5 A A e WA TR AR A2 HY AN i g

®2 ATHRSHUSTHRSHE

Table 2 The virus strains used for evolution analysis

F1iy A b/ 3/ X NG
- S FEt M H Bt LB
AA1719 SEZE I R e AF427319
AA2499 SRR R e AF427320
AA1028 SEZE I R e AF427318
Baol4 SEZE I R R, BT AB127998 AB127995
HTN261 DELZB A FR hE R AF252259
CJAp93 FOBAA R T AR EF208929 EF208930
CGHul A rRE, S EU092218 EU092222
S85-46 LR L i, g AF288659 AF288658
LR1 JEWE h AF288294 AF288293
CUMC-BI11 AH [ U37768 U38177
76-118 SEZE I R [ M14626 M14627 X55901
Lee A [ D00377
CFC94-2 A [ X95077
Maaji-2 A 2| AF321095
CGRn2616 R i, BN EU363811 EU363816
CGHu2 A rRE, S EU363813 EU363819
CGRnil N R, SR EU363812 EU363815
CGAa2 SRR R rRE, S EU092219 EU092223
CGRn2618 R i, BN EU363808 EU363817
CGRn45 BFR R M EU092221 EU092225
CGAa31P9 SRR R rRE, S EF990910 EF990924
CGRnl5 R i, BN EU363810 EU363814
Al6 SEZE I R R, B AF288646 AF288645
TJJ16 Zansy rRE, R AY839871 EU074672
CGAa75 SEZE I R i, BN EU092220 EU092224
CGHu3 A rRE, S EU363809 EU363818
CGAa31MP7 SRR R TRE, S EF990911 EF990925
Q32 2 () L, S AB027097 DQ371905 DQ371906
CGRn9%415 R i, BN EF990902 EF990916
CGRn8316 R i, BN EF990903 EF990917
CGRn5310 (e rRE, S EF990906 EF990920
CGRn93P8 R i, BN EF990904 EF990918
CGRn93MP8 R i, BN EF990905 EF990919
CGRn53 e R, SR EF990907 EF990921
A9 SRR R R, TS AF329390 AF035831 AF293665
Hu A rhE At AB027111
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Table 2(Continued) The virus strains used for evolution analysis

. s A HHE

FHRAK SRR 11X SR E B
710 A | HT AF184987 AF276987 AF189155
75 KA R W EF103195 EU074224

CGAalO15 SRR R TR, S EF990912 EF990926

CGAalOl1 SRR R RE, S EF990913 EF990927

CGAa4MP9 SRR R rRE, S EF990915 EF990929

CGAa4P15 PRI R rRE, S EF990914 EF990928

84FLi A hE B AY017064 AF345636 AF336826
Chen4 A hE %2 AB027101

SN7 Zans:! rRE, g AF288657 AF288656

RGY PETIIE R LT AF288296

E142 B 5 TE, Z R AF288644

AP1371 PN e A W AF427324

AP1168 PN RE e AF427323

AP708 PN e e AF427322

Solovey-AP61-1999 TP B, % i AB071183

Solovey-AP63-1999 TP B, % i AB071184

H5 A R T AB127996 AB127993

B78 A L AR AB127997 AB127994

Liu A L AR AF288649 AF288648

JilinAp06 FOMRYE B LRIES I N EF121324 EF371454

Hojo A | D00376

HV-114 A hE 108753

H8205 A i AB030232

SC-1 FObRYE B HhE AY675349 AY675353 DQ056292
SC-2 FOBAAT B, | DQ056293 AY675354
SEOV

1.99 #HER VTP AF288299 AF288298 AF288297
DOBV

Dobrava-Belgrade B FR ik SCe 141916 1.33685

Poroia FE MR i i AJ410617

JS5L

Js4L

JS10L

JS7L

JS1L

Js2L

JS3L

Jss L

JS11L

Js12L

Jso L

X55901.1 Hantaan virus gene for putative polymerase genomic RNA

DQ371806.1 Hantaan virus Q32

AF189155.1 Hantavirus Z10

Too AF336826.1 Hantaan virus 84FLi

AF203665.1 Hantavirus A9

DQO056292.1 Soochong virus-1 isolate SC-1

100
I—AY675354.1 Soochong virus-2 isolate SC-2

l—AF288297.1 Hantavirus L99

T00
I—AJ410617.1 Dobrava virus DOBV/Ano-Poroia/AfI9/1999)

B3 LRARRGREH
Figure 3 Phylogenetic trees of L segment
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Jsam
os|stOM
JSTM
JS11 M
Jso m
Jss M
%8l isa m
Js2 M
JS7T M
"5l uss m

Js12 M

oo | AF288656.1 Hantavirus S85-46
AF288293.1 Hantavirus LR1
100 U38177.1HVU38177 CUMC-B11

931 pm14627.1) 76118

100 —E DO0376.1|HOJM Ho.Jo virus polyprotein precursor
100 DO0377.1|LEEM Hantaan virus Lee gene for polyprotein precursor

AB127995.1 Hantaan virus Bao14

100 EF208930.1 Hantavirus CJAp93

21 100 L EF208030.1 Hantavirus CJAp93
75 AF276987.1 Hantavirus 210 G1/G2
EUD74224.1 Hantaan virus strain Z5

— EF990918.1 Hantaanvirus CGRn93P8
59

7a L08753.1|[HANG1G2A Hantaan virus glycoproteins G1/G2 polyprotein gene

100
AF035831.1 Hantaan virus A9

EF990919.1 Hantaanvirus CGRng3MP8

1z sg| | EF990921.1 Hantaanvirus CGRn53
100 | EF990920.1 Hantaanvirus CGRN5310
EF990925.1 Hantaanvirus CGAa31MP7
gs[T EU363819.1 Hantaanvirus CGHu2

100 EF990924.1 Hantaanvirus CGAa31P9

EUD74672.1 Hantaan virus glycoprotein gene

EU383815.1 Hantaanvirus CGRni1

DQ371905.1 Hantaan virus Q32
100 [ EF990929.1 Hantaanvirus CGAa4MPQ
EF990928.1 Hantaanvirus CGAa4P15

EU363818.1 Hantaanvirus CGHu3

94

99

EUQ092225.1 Hantaanvirus CGRn45
100

EU363816.1 Hantaanvirus CGRn2616
99

56

EUD92224.1 Hantaanvirus CGAa75
24 EU363817.1 Hantaanvirus CGRn2618
EU092223.1 Hantaanvirus CGAa2

71 EU363814.1 Hantaanvirus CGRn15

82| EF990927.1 Hantaanvirus CGAa1011

91 EFo90926.1 Hantaanvirus CGAa1015

[AF288656.1 Hantavirus SN7
AF345636.2 Hantaan virus isolate 84FLi
100 I: DQO56293.1 Soochong virus-2 isolate SC-2
AYET75353.1 Soochong virus-1 isolate SC-1

100 ——— AF288645.1 Hantaan virus A16

AB127994.1 Arur virus B78

ABO030232.1 Hantaan virus envelope polyprotein

EF371454.1 Armur virus JilinAPO6
AF288648.1 Hantavirus Liu envelope glycoprotein mRNA
100 [AB127993.1 Amur virus H5

L33685.1|HNV DOBMS Dobrava-Belgrade virus

AF288298.1 Hantavirus L99

100 |
100 EF990017.1 Hantavirus CGRN8316
o0 EF990916.1 Hantavirus CGRn9415
P
0.05

B4 MARREZRER
Figure 4 Phylogenetic trees of M segment
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— EU363811.1 Hantaanvirus CGRn2616
(~ gb|[EU092219.1 Hantaanvirus CGAa2
(~ EU363812.1 Hantaanvirus CGRni1
EU363809.1 Hantaanvirus CGHu3
+EU092220.1 Hantaanvirus CGAa75

oo
o

EU363810.1 Hantaanvirus CGRn15

EF990910.1 Hantaanvirus CGAa31P9

EU363808.1 Hantaanvirus CGRn2618

_|| EU092221.1 Hantaanvirus CGRn45

- EU363813.1 Hantaanvirus CGHu2
AF288646.1 Hantaan virus A16

100 { AY839871.1 Hantaan virus strain TJJ16

a3
L EF990911 .1 Hantaanvirus CGAa31MP7
AB027097 .1 Hantaan virus Q32
EX]
AF288296.1 Hantavirus RG9

AY017064.1 Hantaan virus strain 84FLi

AF288657.1 Hantavirus SN7
100 |~ AF288644.1 Hantaan virus E142

899
AB027101.1 Hantaan virus Chen4
AF184987.1 Hantavirus Z10
100 EF103195.1 Hantavirus Z5

—— AF329390.1 Hantavirus A9

a5 AB027111.1 Hantaan virus Hu

EF990904.1 Hantaanvirus CGRn93P8

EF990903.1 Hantavirus CGRn8316

EF990902 .1 Hantavirus CGRn9415

EF990907.1 Hantaanvirus CGRn53

EF990906.1 Hantaanvirus CGRn5310
EF990905.1 Hantaanvirus CGRn93MP8

AF427320.1 Hantaan virus isolate AA2499

AF427319.1 Hantaan virus isolate AA1719
AF427318.1| Hantaan virus isolate AA1028
AB127998.1 Hantaan virus Bao14
AF252259.1 Hantavirus HTN261
EU092218.1 Hantaanvirus CGHu1
—: EF208929.1 Hantavirus CJAp93

78

EAF321095,1 Hantaan virus strain Maaiji-2
99 - X95077.1 Hantaan virus mRNA for nucleocapsid protein

M14626.1| 76-118

— AF288659.1 Hantavirus $85-46
AF288294.1 Hantavirus LR1
u37768.1|HVU37768 CUMC-B11

Jss5s
Js7 s
Js1s
Js2s
Js3s
Jsas
62lus8s

JS9 s

Js10s
Js11 s
Js12s

EF990915.1 Hantaanvirus CGAa4MP9
100 1EF990914.1 Hantaanvirus CGAa4P15

Toe EF990913 1 Hantaanvirus CGAa1011
EF990912.1 Hantaanvirus CGAa1015

100

AF288649.1 Hantavirus Liu nucleocapsid protein mRNA

] 55 AB127996 1 Amur virus H5

AB127997 .1 Amur virus B78

EF121324.1 Amur virus strain JilinAPO6
ABO071184.1 Amur virus Solovey/AP63/1999
1oo oy I:ABO71 183.1 Amur virus Solovey/AP61/1999

AF427322 1 Hantaan virus isolate AP708

100

AF427324.1 Hantaan virus isolate AP1371
29 | AF427323.1 Hantaan virus isolate AP1168

o0 E5 SHBRGEEREH

Figure 5 Phylogenetic trees of S segment
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TS AE R, BaraeBkE /g 22 f AV, BR
Thottapalayam virus A, SRR oWk B LR
TR NG BISHEM P (i | PRI
i) AR, J3 A B i1 e 2 sl At
FEm O s B8R, BRrirse R, v fE R a it
et B S e E AR PER Y iR T S
JEYY HV J5 ] 3K S 5 scHE e 2, T L 8
BT BBV E R ARAR A | BN L AEmk 145 sl lE] K
SALRERCRAN R, BRI T HV R A A sy
BOAEANRFME Eh el L RERE 7, flifs OV gt
A Jrs FRAE Jmr s b DX A4 S g b 2 — ey
— NI HV 7E—E XKIR R A —Fh 325215 5h,
{BFRRAFAEE T S5 18 £ A —80m =415 &
i tH LR R 2 SO R A SR X
JERYLTT R FURERTY, AR SR AR LSRR,
R SO T AR L TC B X R kA
T =5 B o V95 753 BB M8 4 G I 1) 1 B s
PIEAES S B HRGE BN VT AE R T HV IRE 5%
X, HTN ZIF1 SEO B G FE IR A7 7ER

MRAELL_EBFSE T S BB R G r
B A9 Bk 5 543 B Pk CGRn9415 ¥k .CGRn8316 k.
CGRn5310 #k .CGRn93P8 ¥k .CGRn93MP8 ¥k .
CGRn53 #RLA AL Hu #RAL T [ —iE 4k 73 32, 5k
TLAT B PR (210.25) 2 85T B PR (Chen 4) B0 152
T, UERHYTIR A9 Bk R O34 B kR nl RS h o
MRS OEAN R 2AER AR ik, VT
TR HV AFERRT 25 2002 4E43 B A9 BRAL T
W52 2 1, i 08 PRI AR Sy 1S A0S 5f:
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