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&R AR e AL LR 2L 5 B B AR B E AR, BATMRERBAEIEL L ARKE ., 2R E
F . AR ARBIESH . 16S IRNA A F3] 5bfe 2 AR B MM ES T RESLEE FHITHBSH
[ 2] KBRS 3135 — 4B B4k SBDFT-1#, ALRELRIEL AR BT, £46HE.
& 39 A AT o F A R A R TR A ee Y KINH (Vibrio harveyi), R AFEZKAMRA, AL
£, BHEMK, BHRKD 09x2.0 um, ZEHAE 2216E FHRIERLAHN X ZNGE, DLEW, FRG
#; f£ TCBS 32ARAWREHE, DG, bRk, ZHELBK, LR, AA0VE. &%
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Identification and drug sensitivity analysis of pathogenic bacteria
causing skin ulceration disease of Takifugu bimaculatus

WU Jian-Shao" LU Zhen YANG Qiu-Hua ZHU Zhi-Huang ZHOU Chen
LIN Ke-Bing GE Hui

Fisheries Research Institute of Fujian, Xiamen, Fujian 361013, China

Abstract: [Background] In June 2016, Takifugu bimaculatus, cultured in Fujian Seawater Fish Seedling
Breeding Research Base, outbroke the skin ulceration disease. The main symptoms of diseased fishes were
characterized by slow swimming, lack of appetite, ulceration of mouth, epidermis and fins, and severe
hyperemia of kidneys and spleen. [Objective] Identify the pathogenic, and provide the technical support for
effectively preventing and treating skin ulceration in 7. bimaculatus farming. [Methods] The dominant
strains were isolated from the kidney, spleen and muscle tissue of diseased fish. The strains were confirmed
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to be a pathogenic bacterium by artificial intramuscular injection. The strains were identified by
morphological, physiological and biochemical characteristics analysis, 16S rRNA gene sequence analysis,
phylogenetic tree construction, and drug sensitivity analysis. [Results] The dominant strain SBDFT-1# was
isolated from spleen of diseased fish, and was confirmed to be pathogenic strain of the skin ulceration
disease. Strain SBDFT-1# was identified as Vibrio harveyi, with the morphological indexes of
Gram-negative, single-flagellate, short rod-shaped, and a cell size of 0.9%x2.0 um. The colony of strain
SBDFT-1# was milky white and yellow on the 2216E and TCBS plate medium, respectively, which were
both central bulge and neat-transparent edges. Strain SBDFT-1# was sensitive to 14 antibiotics including
Oxacillin, Cefotaxime, Ofloxacin, Streptomycin, Co-trimoxazole and Polymyxin B; while strain SBDFT-1#
was resistant to 9 antibiotics such as Ampicillin, Penicillin, Tetracycline and Medecamycin. [Conclusion]
This is the first report of V. harveyi as a pathogenic strain, isolated from the diseased 7. bimaculatus, while it
is a common pathogen in the economical fish farming. The study has a positive significantly guiding for the

prevention and treatment of skin ulceration of 7. bimaculatus.

Keywords: Takifugu bimaculatus, Skin ulceration, Vibrio harveyi, Identification, Drug sensitivity analysis

MUBE AR Ty i (Takifugu bimaculatus), 5 J&fliJE
H. 6liFt, Ry, iR KZa2s, 1L
PIBTAIE, i3, EFRMER, S hmrhz £,
AR MR O IR AR, ORI
BALFRA . B DUBEA = B K, FRAE
SRR E AT R A . B A AR R E A Y
BAR TR LT B8 AR 5 i MRS SUAR )y ity o U it
ot B A5 5t Ry A I 00 B e, A e i )
X RUERE AR Jy il i 3 R 26 R4 T 1 I A K BB HOR
VIR, HRFEARE T RAMIR

2016 4F 6 H tm g K 28 A B m R it
MDA FRFE (OB AR Ty SRR R B, e sk
. Weshoete, f5ib4Ee, M. R, &G
PR, WAL R R IR R LT, Wit gy BT
ARBIF 5T X 5| 72 RUBRE AR il iz Jok 355 2 1 g S kA7 43
B difk, W ERIESS . AP ERIE T
168 tRNA JEH 751 43 M1 Fl 22 52 % 8 AR %) i ke
PEATSEE , TR T I B B0 4 A0 24 1 Sl 4y
BT, DA R 350 3 AR e i A RS TR SR bR R
5%,
1 RS hE
1.1 RIEsR
111 R

SUBE 2Ry i 1596 #0501 A 4 48 V6 K fa 2 b
ZHEPHIF R, BUEAT SR R R I8 i g £

T o B s BUARRICHI . [@RaER . PRk
18.0£1.0 cm  JATE 161.0+£3.5 g FRIWUBEA Ty il > ]
TN TG

1.1.2 EERFIFLIE

A A A S N 2GR, AT R AN
HEWIRRAIAT BRZA 7] . PCR %, Thermo /A ; VITEK®
2 COMPACT 4 A AW i, MEIRAW] .
1.1.3 EFRE

2216E iFidk(g/L): HEMAME 5.0, BEEEE 1.0,
FrEEmRER 0.1, 3R 16.0, pH 7.6,

TCBS HiFdk(g/L): Biifig 15.0, MEBHEH) 5.0,
FEAR 10.0, GRfCHERREN 10.0, FIEEREN 10.0, 4
JEA 5.0, 4-IHAEREA 3.0, JHEAE 20.0, 1L 10.0,
IR 1.0,

2216E Wik FRIL(gL): HAM 5.0, FEEEH
1.0, FriEmek 0.1, Sk 19.5, FA4LEE 5.9, Bl
B 3.2, AL 1.8, @ik 0.6, BRIREEN 0.2,
1.2 REESE

NS F. (WL ) PR R AARAE S SRS B I O 5 X
TRFF . Bz NIRAH L 68 IR 45 B
Bk, WEE A A A RS Y . FH KK
TV (R IRTR , OB S5 1T DAs fa i
JIE . BRI 2 A LA S5 B A 203 B A T, 2k
FERPT 2216E 4RI TCBS $597: 3 |, & 28 °C1H
A SR . 24 h JFWESHTE KN SOER, HRBUEZS
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— IR ETE AL R 7R, dlifk 2-3 WG R R
FHAREFREE b, FH A BEER K (30%) PRAF TG
KA, &
1.3 AT RSt

¥ 1.2 oy B el L kR EEFPF 2216E W
EEFREL, 100 v/min, 28 °C 1555 24 h. I LHIZAE
BRERTCR A TR B SRR A R, IO v BE 43
3x10%, 3x107, 3x10°, 3x10° CFU/mL (1) B ,
%o S MSCIRR21EA T N T/ s i1, Seid
O 4 TESHHEREIE , 2Bk 3x10%, 3x107, 3x10°,
3x10° CFU/mL, SRFAMLAES T R, HhiH e
WA 0.2 mL/R8 , X BEZH A S AR [R]59) e G T A AR
K, BY% 30 B, WIRMIRARIERFETE, %
W HoK, ELDWEL 14 d, ICRR S R M
FET G o SR FH e PG T3 B R X U 2Rt ) 2
FICHE (LDso)!' o MO TR S5 A 5 1 1) 1
JE | BRLIE ANz AR L 2R 2H PR A0 B | alifb AN
HHEERE N TG,
1.4 REELEHIA

S I R T o BRAE AL S S I (TAZR RS E 4
BE T ) U O LA R G e Tt ) ik
A7, [RIINER ] VITEK® 2 COMPACT 4 A 8k
Y1 AT SO S B A T B AR B AT . e R
ZREFRIE 28 °C 555 24 h I, WA L ICYL I
. BT,
1.5 16S rRNA EEFIIDTEESRELAE N
1.5.1 151X DNA $#& &3 12

Ko B A AR R FIRARE SR 2L, 100 r/min.,
28 °C HiFrid i, BUEFREME 10 L F PCR i,
8 000 r/min E.0> 5 min, FF L3, H 10 pL ddH,0,
99 °C HI# 10 min, 12 000 r/min &5.[> 5 min, B
T (41T DNA)EA PCR Wit . PCR 47345 910
27F (5-AGAGTTTGATCCTGGCTCAG-3")Hl 1492R
(5-GGTTACCTTGTTACGACTT-3"), PCR J% i &
% 2 DNA 1 pL, 10xPCR 20 5 uL, dNTPs
200 pmol/L, 519145 0.4 umol/L, Tag R &M 1.25 U,
PCR FZ % 454 : 94 °C 5 min; 94 °C 1 min, 55 °C

1 min, 72 °C 1.5 min, 30 P™MEH; 72 °C 10 min,
PCR ¥ 371145 1.5%B S WHEE I FEL IR AGI
1.5.2  16S rRNA EEFF|S ARG 4 B R10E

PCR #4711 3% & Invitrogen 2> a T, £
HIEEOIE IS, KA P4 BLAST #2)7
5 GenBank ¥ FRE s FESATARRUME FEXT 34T, AEARL
(IFHNTE ClustalX FRAFEA T 2 H VT ECH- RIS .
KA MEGA 4.0 44045k (neighbor-joining ) #4
1.6 RIFEEZVIBRME D

AR KB 404§ k. alifk Ao 5 R
WIS, BRI 1.0x10° CFU/mML B#EW
WEHR 0.1 mL ¥SJRARTE 2216E A b, FCH
TR AT MGTE 2216E 353538 |, Pk
B3OS, 28 °C KSR 24 h T, MESIA R
(R EAR . ARSI A PiatR) A B2 vl s T 45 1
AR I BB A, R EOG T Rk X 254
)RR B

2 RS540
2.1 REMMEMBRREES BEREBURMERE
2.1.1 fRERE

WERHIE R WEshSNg, (FIERE, MMk
FElks, BESREBTE, WU R R L, B
i1 0135 s ERP ¥ =277 S e X S S o 1 5 =
R R AT T B LA
212 REESBLER

ARG A ES i 1 ] 4B 3 B— ) SBDFT-1#
TS MR EIARIIEEE B 4 BRI, 4 BRIATRTE
AR A, Hri SBDFT-1# M35, SBDFT-2#,
SBDFT-3# fll SBDFT-4# Jy /L ¥ . SBDFT-1#7£
2216E Al 3557 24 h G TS IE S AL, %k
EW, REE, B 1.0-1.5 mm A5 1A);
16 TCBS $5 35 5L FREFR 24 h G TS L fa, HARN
1.5-2.0 mm, FLEEHE, HEEFF, TRpER(E
1B). ARk P IUE S B FRAA SR kL 40 2 A Pk 45 2 K s
FIRFIRIERAE, BIALMES E R SBDFT-1#E1T
JE ST S5
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1 E#¥k SBDFT-1#E%[E

Figure 1 Colony of strain SBDFT-1#

TE: A: 1€ 2216E FHIEMFL A AR B: {£ TCBS ALY
I TR

Note: A: Milky white colonies of strain in 2216E medium; B:
Yellow colonies of strain in TCBS medium.

213 BURMHE

AN TGS 2E R B, % E SBDFT-1#%
XUBE 7 7 fifi 5 AT B SR S0t . L SRR (BISE) Y
WA R I Ry - RS, WrRsAb i
JRAELL, SEAG, BE. RV R M Ly

2 HUHE SBDFT-1# A TR & RIER

L5 A SR ke R KSR, (RS A £ K
BRALT, EgHRA I AKIIE, eI e E H ik
(& 2) o AS[F) R B BRI PR A SR I, X RUBE AR
Tl BFE R L 1, 3x10° CFU/mL 4 5256 A 5
3 Kb EAET, 55 10 KAHIET:; 3x10” CFU/mL
HE 6 RIHBIT:, BN 14 RILTHRH 50%;

3x10° CFU/mL 2045 10 RHIIET:, Z45 14 KRIE
T-%0 10%; 3x10° CFU/mL 4 52ibta A hetk, (B
FH 14 RARMBIBET . ReEsLgastrEn, i
B TR R SBDFT-1#XF AUBEAR J fili 1 2= 3058 Ik i
LDso A 2.38x10" CFU/mL, A TJ&4LS5, MR
BEA Bl RE . B RS AL R A Y Rl R oy
255 SBDFT-1#EA—E i, bt —
o PR BB AR T A TR A R Z5 R

MR A TR AR A TR ) s R IR S 40
BN ELE R, 2 Rk SBDFT-14 0% EE0R I .

. No—
W i T BN N
¢ A i ¢ 2

Figure 2 Symptom of 7. bimaculatus infected with pathogenic strain SBDFT-1#
TE: A BOINEIRAL; By WG C. RARIKSYz; D: MRESC ™.

Note: A: Redness of skin at the beginning of infection; B: Obvious swelling of the injection site; C: The skin ulceration; D: Spleen severely

hemorrhagic.

F1 WHRGHATRRRAEER

Table 1 Results of Takifugu bimaculatus artificial infected with pathogenic strain SBDFT-1#

451 IR TEA 5 IR FETHA TR T
Group Concentration (CFU/mL) Injection dose (mL)  Amount Time to death (d) Number of death (ind.) Nonainy rate (%)
JRYL A 3x10° 0.2 30 3-10 30 100
Infection  3x10 0.2 30 6-14 15 50
3x10° 0.2 30 10-14 3 10
3x10° 0.2 30 — 0 0
payizEch KA FEERK 0.2 30 — 0 0
Control Sterile saline

e —: 14 d WARMERRIBET.
Note: —: No death was observed for 14 days.
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22 REENEMEE
22.1 REEERESHE

BHT SR BN Wk SBDFT-1#ER AR/
2574 0.9%2.0 um, BEAFR, WAEREE, Mimil
BRI 3A); BRI 2% FC Y B (B 3B).
222 FREEEBEELFHE

Wi TE SBDFT-1#4E A fb A Hr2s R W3 2,
HAFRAE ARy . Haz shik, SA0EE . fihg i
PR, A KFF%E NaCl, 4 °C 142 °C AAK, %
W R IE, R8N 2 MR- 2 R 05 e il . A2

%= 2 BURE SBDFT-1#4 T4 (L45(E

& 3 &tk SBDFT-1#E{AES

Figure 3 Bacterial morphology of strain SBDFT-1#

Note: A: Electron micrograph of strain SBDFT-1#; B:

Microphotograph of Gram-staining.

Table 2 Physiological and biochemical characteristics of pathogenic strain SBDFT-1#

5 iE| ZE AN 35 H 7
No. Item Results No. Item Results
1 iz 8t Motility + sl 4°C 4K Grow at 4 °C -
2 LM Catalase + 32 15 °C 4K Grow at 15 °C +
3 A4k Oxidase 4 1 33 25°C 4K Grow at 25 °C 4
4 H5| I F= A= Indole production - 34 30 °C 4K Grow at 30 °C +
5 V-P {5 Voges-Proskauer - P35 37 °C A Grow at 37 °C +
6 NaCl A Grow at NaCl + ' 36 42 °C £ Grow at 42 °C -
7 N R- AN BRI RS el APPA - + 37 BRI AR K ZR T GGAA  +
8 425 1EEE ADO = 138 D-#5#%# dTAG =
9 L-AH I e 35 e PyrA - 1 39 D-¥F3EH dTRE +
10 LB RLAFIE TARL - 40 FrEEma k() CIT -
11 D-£14E—#% dCEL + 141 P ZFR4E MNT =
12 B- K FLBE i BGAL - | 42 S-HAE-D- T AT RERRE: SKG -
13 A& =4 H,S production - P 43 L-FLE2 Ehmi ik ILATK -
14 B-N-Z I A A 2 1 1 BNAG - L 44 B-N-Z Btz 3 ZUM B NAGA -
15 S e AGLTP - | 45 BEFMELMAL SUCT -
16 D-#i%&j % dGLU - 1 46 o- A HE I AGLU -
17 V- AP GGT - L 47 a-EFLBHFF AGAL -
18 RRETEIRE OFF + 48 BmaRE PHOS +
19 B~ BiEF i BGLU - 149 HAMIFIE GlyA +
20 D-# 24 dAMAL +* } 50 55 R IR E ODC =
21 D-H# 8 AMAN 5 51 BRI AT LDC =
22 D-H & IMNE = P52 [ ¥ DEC =
23 B-AMETFE BXYL - {53 L-41 &Rl THISA -
24 B-PN S AR5 il BAlap - 1 54 FH M CMT =
25 LB TS e ProA + 1 55 B 2 BT W THE BGUR -
26 i it LIP - | 56 0/129 T2 O129R S
27 &M PLE - P57 HERE SAC =
28 T RS I TyrA = 158 L3RR [k IMLTa -
29 JRZ 8 URE - 59 ELLMAN -
30 D-111%4f% dSOR = 1 60 L-FLA2EE R fk TLATA =

W o+ SO HME - RNERME; S B

Note: +: Positive reaction; —: Negative reaction; S: Sensitive.
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MR- &R -KG R 5 ety . D-IF el . D-2F4E 0k 4), Z5 5 R BAE AL S0l FOr HAE i e 4k FCOIRR

D-Z 20k . D-H#ERE . BERREG . H 25 . L-
i 2 1 5 i Tl 45 I N R BEPE - AR I R B (3
2)o B3 SCHR[12-14]81 T T 60 JAHSCAE FRA L A8 b
e, 455 7R H 5 0 4 B R A B A AL R AE A
1, WIAFIKE R SBDET-1#4 W 4k I .
2.2.3 JRIEE 16S rRNA EEF 94

XK SBDFT-1#E17 PCR 473, HASK N
1 426 bp %R Fr Br. FALIT P12 NCBI %4 2
FAGFEHE 5 MK685121.1, 37 BLAST Fext,
45 GRH Rk SBDFT-1#588EEH Vibrio harveyi
() —EPEdRm, HMIUEEA 100%; FIF MEGA 4.0
TN R G R WA R, Wik SBDFT-14#5
V. harveyi (EU090704.1) —2, BEA5E 98% (&

98

93
90
97

2.3 REEHYBURME ST

PPk SBDFT-1#4F 13 K26 32 Rt Ak 2= U
OIRTEESL: X 14 PR, 9 P2 rh R RURK,
9 PPN 245(F 3). UMY E BN MMTE T B R
F. A SREERIE . BREEE . MaRmE . A
FERETTS . SRR MR E Y, Rk
FEORMEVEAR . SkAumEls . Skraibn . Skifbee . sk
HVET . SAEE . ARV E . #MER. ZhEEX.
FIRER . KWER . Ehai . mmzE, £
RATR 2 B 55 5 M 25 M2 A6 5 8 R I 20T PR
HE 2 RPIPIAR, SAZen Sk ftampnbk | Sk AeIntk )5,
VORI DU ZFIR PN BRI LI R . s
R Slikce v N

08 SBDFT-1# (MK685121.1)
99 Vibrio harveyi (EU090704.1)

Vibrio rotiferianus (NR118091.1)
Vibrio azureus (KR270154)

Vibrio comitans (KT023522)

98- Vibrio comitans (KT023506)
Aliivibrio fischeri CZB-11 (KT023503)
Shewanella denitrificans (KR270171)
Halobacillus salinus (KR270110)

Halobacillus halophilus (KR347218)
Virgibacillus pantothenticus CQB-32 (KR347234)

100

94

— Bacillus megaterium (KR347314)

Cellulophaga (KR270188)
Bacillus aryabhattai (KR347312)

Halobacillus (KR347336)
Octadecabacter (KR347220)

90

95

0.05

100 Formosa undariae (KR270153)

Lacinutrix (KT023525)
Psychromonas arctica (KT023524)

Alteromonadales (KR270182)

Vibrio splendidus (KR270209)
Vibrio diabolicus (KT023520)

4 E¥k SBDFT-1#ET 16S rRNA EEFIIMENRGELER
Figure 4 Phylogenetic tree of strain SBDFT-1# based on 16S rRNA gene sequence
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%3 Btk SBDFT-14%H % RAGURM
Table 3 The sensitivity of SBDFT-1# to antibacterial agents

AR 254 e i Z 254 e
Classification of antibiotics Drugs Sensitivity 'Classification of antibiotics Drugs Sensitivity
HERE ZNPEAR R IMETATIRSS EZNTSR Y I
Penicillins Ampicillin "Fluoroquinolones Ciprofloxacin
PP K S : LR B [
Oxacillin Levofloxacin
HER R WD 2 I
Penicillin Norfloxacin
W7 P A R AR R S
Piperacillin ! Ofloxacin
PRES S Hamnik R JutzSeS LTSS R
Cephalosporins Cefazolin iTetracyclines Tetracycline
K AIED I ' KIGFRR I
Cefalotin ! Minocycline
KAk I iﬁ%ﬁﬂ% HERR S
Cefuroxime 1Aminoglycosides Streptomycin
K AWK I ; FATTE R S
Cefoperazone Tobramycin
K AIENS S R R S
Cefotaxime Kanamycin
PRI s KER IR TR % R
Ceftriaxone ‘Macrolides Eryphilin
KA R ' SEHIRE R R
Cefepime Clarithromycin
ki S SIS R
Cefoperazone : Medicamycin
KERE SKAIPEIT S R SEPA R PN ES S
Cephamycins Cefacillin EAminocyclitols Spectinomycin
PRI Ee s S {ETres ST S
Chloromycetins Chloramphenicol :Sulfonamides Sulfamethoxazole
FAPRZE Z R I e UGS S
Monobactams Aztreon Others Nitrofurantoin
HERE TR I : ZHWE B S
Glycopeptides Vancomycin Polymyxin B

T S: BUs; 1. PEEEUE; R ABUR
Note: S: High sensitivity; I: Moderate sensitivity; R: Resistance.

3 W54
T R A SR B L AR IR R T R

i BT AR AE Y 2R e L A PR AR AR R IR A
16S rRNA KPR Zs il T, Hikg

GOYREERE o MM REEMRITA I 7 K
AP AR E SERL, M RRAE . BB i 4
A S BT O A e, TP L IR
W 2 A B AR (A2 4 A s
YETE RGP U YR HE AR B R B =, ek
SCRIREVEE RN S TR P L R,

(A= RARISEN R PEE o 2 e

ZE R NERG . TTHE . ASKIFSE MR IR TS AU
AOTEEN RSB e . aifb R EURE, 456 N T
Yk, RABEMIEAY | AT | 16S
RNA SEEPI AT A RGBS FB, %
SEBUR T SBDFT-1#MIE4E G .

WA 2 PR —Fh )32 o A TR K AR R Y
AR, BT HAAT . W AR EOR I, TS
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EEZFEIK IR (UNLLEEA T il . K
1ol REFABEM . KSR fifn iR &
R | SSRGS | T Th | S SR RS 22130
JERYL B A B2 R o ASBIFSE BT DA R BUERE AR il
Sy e G AEICINE , AL e . UL
RBEAR TG A R BESREITES, aktAd
Jh B R 2, Eshaets, Bk, BAETEIm, et
L e, 5 HBUET . B0 4k FCHR R A
KoM BRLA s . IRERZSH | MR, ™y
RS LA R ZERE AR A IR AR 4 XU AR T
ff 01 25 P A A1 058 2 Dy el RO i A PR R
ZEAEIR, Qin ZEPHRIEL SO o Hp T AR
FEFLAER, F IR [R) 8 28 RV 4 QI ERTG 1Y) & e e
AT 225 . WFTE R A 2k CCI B LA G B e i
o, RGO LUERFEIN I K R %, Jaifk
P e 221223032 AR IR IE S TR AR T e )L
JEYL It 2 H B RUAEAR

AWFTEEE 32 LA Zi Ao, HivTE
Ttk SBDFT-145%F A [R1 254 i AUk Fifit 25
WG OL, WIFERT IR A, AEIRIRS %
TEK PR 259 H s N (R FRERS 1435 54 5
1506 S04 55 1759 SN EFIZE 1960 S84 K&
2010 ERR (A RIS EE 258 ) Hh T I fi
(1), PRk SBDFT-1#X el S 245 (5 T ity )ik
B, X 2B RS 2 b B R, T R R
WA B IR IR AR XORUBRE 2Ry S 24 I PR G o AN [
PEHIX | AN E 32 A A 2 FC R B BRI 24 3% R A7 AR
a5, AR N (0 Gl £ B A 20 R T
MG R Rk, FRER . AMEGER . ERE
Z VI RN EEREA RIS R ; Mg S
SETEE ARy i A A FCORA TR 2535 M 2 P AR L Sk
g RV R kb . ZREE B, E
HE ., HEES; Austin P50 R BG4 G
2SN AT EER ., fEE . MR Pk, Auf
58 SUIE 2R 7 f 4 85 £ o A E I BT T 2433 A
WEAK, FEE. RPIGA ., Sramek, PUFRE .
PR . MRS mRIFRECARRET

A [RIFREEK A W AE IR TR 251 R 22k, Ho2E 5
W IRZEFCINE R 2515 B2 20 2k, USSR
B DX IO KA A ] ke D8 ey 44 DI T 1 245 48000 BT S 56
FIMF 2GRy, SRS AR TR R 2 B B 2 R &
A7 IZ o SERTAE SR BT iR R A A A M B
A FETB, (HR R PR R R BN ™ R
254k, i sk e IR N . BrAA:™ B
TE 2T Ye FE Al b 0P80 & A VF T 25 W) T
Bijify, LR TTAT A R SR

TEFRBHIS AR, WOREAR 7 8l UK BRBE AL . AH
Bl R A A A RSB R, 5 B
AEFRIN IR . 227 BB e 4k FCHICER o 1 LA TS
NE GEPEHIIREE, SRR A
SRS, A1 Inss B S | e m iz )y s A,
SR R RS, M IERZAPG)T o
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