TR A SR IR Feb. 20, 2020, 47(2): 512-521
Microbiology China DOI: 10.13344/j.microbiol.china.190301

tongbao@im.ac.cn
http://journals.im.ac.cn/wswxtbcn

MRIBHREXRBTE S BEESTWAB/R I

¥hk' AEFC LER' BEHE' mER ARV ExX
1 PR R s B 2Epe D)1 i#s 611130

2 YR S @RI ) E A S E I AR 611130

3 PN Rb A BE DU LR 610065

O EAIHFFIMEAEMRAAL R LR, ATREERGRGFRMEAMRA LA, LK
A R A Gt E L. LB 6] 5 5 -F8 W) 4 e LA AR AL T RERE, R
JR R RAT AL HAC AT Fodit S5 SUAT, AT R @A MARRGERBEES L. [F XY RAHEF
MELE 16S tRNA KB 57| 0472 Jd R A AT SR, AT RIBLALRFIR, BALRMHT. K
RIe Ao dt 2 KB A7, (4R AT RITIE 5 B 2| — R BUR M X IAATH , ARIBLAL IR =T LA L.
FFRE. BRERE =&, MRS R ERERK; BBORBRAZMRXIHF AN TEREFERER. ARE
. KUEE. RF O, KToferg. kiemhs. kiR, S8E 5. Wi, SHFEF 10 A
B EEAE, SERRNE. ERAWE. BiEWE. HEE. ukE. RERAYL. AiHiEnE
7 AP A 2h % % REAE B L 25 B [aac(3)-11. aph(3)-INF= R E & K25 £ B (cmlA. floR).
[4£4) ZH4RFEDARRERREXIATE TR, GHREAERADITHE T REET LS LR
Fo R EE LA HAR.

KR AR, KMATH, 2&%sE, WHFLLH

Isolation, identification and drug resistance analysis of pathogenic
Escherichia coli from bamboo rat

ZENG Yu-Bing! ZHOU Xue-Ke® JIANG Chao-Yuan' PENG Ke-Nan' YANG Ze-Xiao'
ZHU Ling'? XU Zhi-Wen""?
1 College of Veterinary Medicine, Sichuan Agricultural University, Chengdu, Sichuan 611130, China

2 Key Laboratory of Animal Disease and Human Health of Sichuan Province, Chengdu, Sichuan 611130, China
3 College of Life Sciences, Sichuan University, Chengdu, Sichuan 610065, China

Abstract: [Background] With the continuous development of bamboo rat breeding industry, the
restriction of artificial breeding technology leads to the continuous occurrence of bacterial diseases, and
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Escherichia coli disease has become the focus of prevention and control. [Objective] The purpose of this
study is to isolate the pathogens that cause the death of bamboo rats in a large-scale bamboo rat farm in
Mianyang, Sichuan. Through the histopathological observation of pathological mice, genetic evolution
analysis and drug resistance analysis of pathogenic bacteria provide case support for the prevention and
treatment of bacterial diseases in bamboo rats. [Methods] Morphological observation and 16S rRNA gene
sequencing analysis were used to identify pathogens, and histopathological observation, genetic evolution
analysis, drug sensitivity test and drug resistance gene analysis were performed on the isolates. [Results]
One pathogenic Escherichia coli isolated from the liver of bamboo rat pathological tissue sections showed
severe lung, liver and kidney lesions, and the degree of spleen tissue lesions was not significant. Amikacin,
gentamicin, spectinomycin, ampicillin, ceftazidime, cefepime, cefotaxime, polymyxin, tetracycline,
doxycycline have good antibacterial effects on Escherichia coli, but the bacteria were not sensitive to
conventional antibiotics such as levofloxacin, norfloxacin, enoxacin, neomycin, erythromycin,
fluorfenicol, compound xinnomin. The strain carries aminoglycoside resistance genes (aac(3)-I1,
aph(3')-1I), chloramphenicol resistance genes (cmlA, floR). [Conclusion] The disease in the rodent farm
was caused by pathogenic Escherichia coli. This pathogenic Escherichia coli strain carries resistant genes
such as aac(3)-11, aph(3')-11, cmiA, floR.

Keywords: Bamboo rat, Escherichia coli, Isolation and identification, Analysis of drug resistance
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PHRE S X, DU FRAE L e 24 A R B
e B, WIS ZRIR RN R B, AN TR

1 RS 3%
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HATE, 4 AR FRA R B B
2019 4F 1 A%, VU4 4 BT AT R IR 53 1
BT BRBREBET S, 437 80%AT AR , SET-% 30%,
G . AR R, ERFEBRE SHUTAR, 1
LA WAL, ST bR I AR RERA T, ERS UL
ISR 7N 1 (R i 141 S 7 Y10 S W N e 7 | O
A S0 38 Ao A D 43 B A R A g, 45
4 16S rRNA PRI P o3 A % i I i, I ik

¥4 s . DL2000 DNA Marker, 2x7ag PCR
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Wt o BRIBCRT S TR V& 43 3 1 22 BREILES 3R L F0 TSA
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TS #1(10 pmol/L)5% 0.5 uL, ZHE SR DNA
(208 ng/ulL) 2 uL, 2xTag PCR Master Mix 15 uL,
ddH,O 12 pL, PCR J)ii4&f4: 95 °C 5 min; 95 °C 30,
55°C30s, 72°C45s, 30 MEFR; 72 °C 7 min,
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Kt 253 qnrB. 519FF A TAY TRE( )
AR ARG, 519)F85 0« 1.

2 #R540M
2.1 FHESS

Zeid 12 h BFRZ 5, VRIRITFER AR I Aty
RIBERITE, TE TSA ek BRI K E G
%, AMEIUIRAE ERIVBZL BT, 2 Ry
AT DL 22 FRBAPETR, FPEERV, mdm e
22 SHRAIEER

AR ZE R (G 2)R W], iz B (RS
WEE T ) AR B AR AR PEARAT o

Tel: 010-64807511; E-mail: tongbao@im.ac.cn; http://journals.im.ac.cn/wswxtbcn



My SR AT RO P AT B 0 1 4 S TR 2 1 DL o B 515
R 1 WAEESIMFIIRT EEYT
Table 1 Drug resistance gene primers sequence and amplification condition
BE[H bk T 25 HE R J %5 575 519751 H s % 1B SR
Gene type Drug resistance gene Primers sequence (5'—3") Product size (bp)  Annealing
and accession number temperature (°C)
B-PN Bk 2k TEM (FJ668751) ACATTTCCGTGTCGCCCTTATTCCC 118 62
Beta-lactamines ACCCACTCGTGCACCCAACTG
SHV (FJ668798) GCGACAACGTCACCCGCCTT 132 60
TTGCGAACGGGCGCTCAGAC
0X4 (GQ896560) ACAGAAGCATGGCTCGAAAGT 190 57
TTGCTGTGAATCCTGCACCA
itk e ks sul I (AM295981) TCGGACAGGGCGTCTAAG 925 57
Sulfonamides GGGTATCGGAGCGTTTGC
sul 1 (F1705354) TGCCATCCCTGGTCAGAGTGCAG 179 64
GCAGTCAATGGGCGCAAGCTGT
AT aac(3)-1I (X13543) GGCGACTTCACCGTTTCT 412 56
Aminoglycosides GGACCGATCACCCTACGAG
aph(3’)-11 (NC009656) CGTATTTCGTCTCGCTCAG 232 56
GATTCCGACTCGTCCAAC
SAEER cmlA (AJ487033) GGGTGGCGGGCTATCTTT 467 56
Chloramphenicols GCGACACCAATACCCACTAG
floR (DQ206638) GAACACGACGCCCGCTAT 601 56
TTCCGCTTGGCCTATGAG
PUFFRZE A tet4 (X75761) TTGGCATTCTGCATTCACTCG 344 57
Tetracyclines CCACCCGTTCCACGTTGTT
tetB (V00611) TTCACCGCATAGTCCCTT 388 52
TGCAATAAATCCGAGCAG
e R gnrB (NC010943) CTATGATCGTGAAAGCCAGAAAGG 427 55
Quinolones CCGAATATCTAAGTCACCCAACTCC

x2 NEEEUEESER

Table 2 Biochemical identification results of the isolate

2.3 BTk 16S rRNA E[F ¥ 1845 R KL EG#H L

vk

A A T

Biochemical tests

45

Results

# 16S rRNA FEHP HEr=W128 1%L Ne HiE e

2% Glucose
FLHE Lactose

HB¥ Fructose
A Xylose

7% ZF il Maltose
1124 Sorbitol
H#&fE Mannitol
JKZ Urea

FA3L4T. Methyl red

H,S
V-P
iR EL Nitrate

+ o+ o+ o+ o+ o+

e+ BHME; - BAME.

Note: +: Positive; —: Negative.

FLUKATIN,  H A4 ST 465 bp)MHAF(E 1),
JPH XTSRRI, % Bk 16S rRNA 7415
GenBank H KIFHF B S % R AHIYEES 99%. 1%
K4 MY, Fl MEGA 6.0 % {fF1
MegAlign FAF X458 FARAY 16S IRNA £ 731 5
SHBRER 3) BB S T 1 7[R IR 50 #r
LZERKI MY 5 MG602206.1 kb F A — (& 2), 5
MG602206.1 AR, R 99.3% (& 3).
24 TRIBALFMNELER(E 4

JHFIE: MR SE %, EAnE AR, i
FHAZEAL; HFARIEASRNIES , K4
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Figure1 The PCR amplication of 16S rRNA gene
{E: M: DL2000 2r FHRAniE; MY: Z0ESH; +: FHTEXTE;

Note: M: DL2000 DNA Marker; MY: Isolated bacteria; +:
Positive control; —: Negative control.

®3 ABHEEEHEUSTSEERK

Table 3 Reference strain for genetic evolution analysis of Escherichia coli

AR, LA A M MR IR g, N
BR/NASZE SIS, NIRRT e sl T — 5
I VA8 D) BT 4 M 52 RoIRIR A, T DL IR AL A i 45
PR, MOBTRR e, MuRZMI4E . pRs R I
SR IL A o R R R AR R, R AL
YRGB K R K R A A
MR, T 2 AR, ARG F R di SR AE
iy, nlDLRRAE SE R AN SR, REAE b R AR M
W4 BRI AT LA A A AR
DL o PEAEAE

JRUE + RIS P Sre o, £ BB P 8 03 S AT 5

SRS Accession No. DA Strains HilX Area
KT260461.1 Escherichia coli strain RCB249 L LRE D)

Bat guano (India)
KF918342.1 Escherichia coli strain Swl e CHE))

Pig feces (South Korea)
MF893145.1 Escherichia coli strain PUJA-1 IR (EREE)

Water sample (India)
JX975415.1 Escherichia coli strain XJ133-127-1NF1 A fili Gl i)

Calf (Xinjiang)
KU156692.1 Escherichia coli strain Gut07 NZRZE[EET])

Human faeces (Xiamen)
KU315402.1 Escherichia coli strain Lsl 2 ()

Chicken manure (Henan)
KX162658.1 Escherichia coli strain TYN 130606 ARG EEE U]

Piglet diarrhea feces (Sichuan)
KJ477008.1 Escherichia coli strain E326-1 HIEaEfh0 %)

Ready to eat foods (Guangdong)
MH883938.1 Escherichia sp. strain GR25 ZEB AR T (R

Bacteria endophyte of mulberry (Chongqing)
KY368664.1 Escherichia coli strain W-1 EQEND)

Fish (Gansu)
KJ477003.1 Escherichia coli strain E119-1 LROR)

Beef (Guangdong)
MG602206.1 Escherichia coli strain EC1704-2 (T ZR)

Chicken (Guangdong)
MH671425.1 Escherichia coli strain 44 55 L)

Piglets (Jiangsu)
KP789326.1 Escherichia coli strain 13A FAE )

Feces (USA)
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Escherichia coli strain (KU156692.1)
09| Escherichia coli strain (KU315402.1)
Escherichia coli strain (JX975415.1)

Escherichia coli strain (KY368664.1)
Escherichia coli strain (KX162658.1)

Escherichia coli strain (KX162658.1)

Escherichia coli strain (KJ477008.1)

Escherichia coli strain (KT260461.1)
Escherichia coli strain (MH671464.1)
88| Escherichia sp. strain (MH883938.1)

Escherichia coli strain (MH671425.1)

Escherichia coli strain (KJ477003.1)
Escherichia coli strain (KP789326.1)

Escherichia coli strain (MG602206.1)

47
62
47
59
64! MY (MK784807.1)
—
0.000 5

&2 HEERET 16S rRNA £ EFEFIH3# LR

Figure 2 Phylogenetic analysis tree based on 16S rRNA gene sequence

T AR P90 28 519 73 SO E 5

17 AL BTN Bootstrap fH; 55 W AYEL TN GenBank [F515.

Note: Bar: Nucleotide divergence; Numbers at the branch points: Bootstrap values; Numbers in parenthesis:

GenBank accession number.

Percent identity

1 213 4 5 6 | 7 8 9 10|11 |12 |13 |14 |15
1 99.91100.0[ 99.7]99.5]99.2[100.0[99.2199.3]99.2199.1[99.3{99.5199.6[98.7| 1 |KUI56692.1
2 100 99.9199.6]99.4199.1199.9199.1/99.2]99.1|99.1[99.2{99.4|99.5[98.6| 2 |KU315402.1
3 100]0.0 99.7199.5199.2]100.0{99.299.3[99.2199.1199.3199.599.6[98.7| 3 |JX975415.1
4 101]0.1]0.1 99.4199.2199.7199.2{99.3199.2(99.1(99.0|99.2199.3|98.7| 4 |KX162658.1
5 [05[05]05]04 99.7[99.599.4199.5{99.7{99.4[99.299.3|99.4|98.9| 5 |MH671464.1
o 6 108/08)08]06]0.3 99.2199.7199.8(100.0[99.6|99.2[99.199.1199.2| 6 |MH883938.1
% 7 100/00]00]01]05]0.8 99.2199.3199.2199.1{99.3]99.5[99.698.7| 7 |KY368664.1
218 {08{08]08]06]|06]03]0.8 99.8199.7[99.8199.1199.3(98.9[99.2| 8 |KJ477003.1
'5 9 107]107(07[04]04)0.1]0.7]0.1 99.8199.7[99.0/99.2198.8{99.3| 9 | MG602206.1
10 1 0.8108]08]06]03[00]08]03]0.1 99.6199.2199.1[99.1|99.2| 10 | MH671425.1
11 109]109]109(107[07[04(09]02]02]04 99.1199.4199.0|99.1 | 11 | KP789326.1
12 107]107]07[08]08[08[07]09/09]08]|09 99.2199.6[98.4| 12 | KJ477008.1
13 105]05]05]06[07[09]05]07]0.7]09]0.7]0.8 99.5198.6| 13 | KF918342.1
14 104])104(04]{04]06[09[04|10[1.0]09[09]04]04 98.3| 14 |KT260461.1
15107]107]107]04{04]01(07]01]0.0/01]02]10]0.7]1.0 15 |MY
1 2 13 4 5 6 | 7 8 9 [ 10|11 |12 |13 |14 |15

3 S BEEHKSISKEAFE 16S rRNA EEZERFFIHE M L3

Figure 3 Nucleotide similarity for isolates and partial Escherichia coli
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PESRAE s I A 2 PR I, ) DA fa] o K e
ECEEZAR ) ot H VP DD SR RARA S Rl N ] e

{5 HABAR WL A BEAR AL

FOE: RSB SE R, B BOMIBE T A
MW, F/NBRESHBOCHEE, SRR AR B
ZH/INE E R A Ak, AT AR PRI S
TR, MGG, FROr AR, FRAE
BBk, R AR R, S IE S
RS0 Y 5 1815 AR UL X 1) 5 24 M 3540 R 2T 4
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4 FIRAERYIA

Figure 4 Bamboo rat tissue sections

T A: BFUEAFA0AE 2 A8 e (a8 k), AR BE DR (AT (1 k), IBAE b B2 AN RFE M 7% (B k)5 FRR: 50 ym. B: 1§
JUEA LB AR s AR : 100 pm. C: TR H4 1 (B €3 Sk Uk B2 IR 8 (LT % 35 )5 AR 100 pm. D: B DRV /INBRBRJRC I ] J 1
JE (o i k) B /NS b B A AR M R v (B (A ) 1B /INVE_E B2 M P AR Dy e P (L 3k )5 ARR: 100 pm.

Note: A: Liver, Hepatocyte vacuolar degeneration (green arrow), Hepatocyte necrosis area (red arrow), Biliary epithelial cell necrosis
(yellow arrow)(scale: 50 um); B: Spleen (scale: 100 um); C: Lung, Intrapulmonary hemorrhage (yellow arrow), Lymphocyte infiltration

(yellow arrow)(scale: 100 pm); D: Kidney, Glomerular basement membrane thickening (yellow arrow), Renal tubular epithelial cells
degeneration (green arrow), Renal tubular epithelial cells change from columnar to flat (red arrow)(scale: 100 um).

25 RIS

Yo B kRIS RS R RS, A dR RS
TUAR, AR vE R , PP S I 22 R i P
fE 24 h N A dURFRIFET, XTHEA] B 41 R TEH
SR IR A IR, AT DI SR A 9 i 2
A5, PR it , M6 R SR AR ot . DA
TR BRI AT 43 25 HE 5 TR R AR MY AH R ARRAE 1)
KIGHFE, HIH 16S rRNA FE[ 745 05 Wit i
PRMY —35, XFET R BRES 1 B 42 2 v I,
JHEIE 20 B 2 o AR 1, AR PR 20 MR PN R 3R )N
ANEMUNAS L, MRz T s T,
XN Bk . bk R BEAS 9 A 5 RSO 2%
X ARG 2 il e v6 b R A0 e s e AR P, il
G, MaRRIgIE, RPN ; NS
Fe A A i AR M, A 4, D NS AT DL R
FIE BRI 5).
2.6 ZEURINLER

XA B AR TR0, S5 RN 4 PR,

SYERNT TR RIRER . RRER . KWER. &
TR, Skt SkAnths . kARG . AN
B, VUMK 2R 10 A5 e B, *t
BSCphbk . sEREZ . SLRANAASE 3 b A, X)
AR E . R A, B E . BiER. 4%
. OEARRE . EIrEnialcE 7 M.
2.7 THAEREENEER

ITE R PCR 4714 P W 2 B IR WHEE I L vk 45
E, SRR, AR RN 25 2 K [aac3)-11
aph(3)-INFIRAEE R KM 25 (cmld . floR)HL KK
MEEH 7 BRI S BRR 2 HAF(E 6)0
3 WiE4®

ARSI AT BRI 23 25 1 — AR Al T, S Eohs
PRI FBOREAE T, RIZEEFBITEAL TR
HURTR ;I B RRIE RSOSSN 16S rRNA
BRI T, B %0 S A KGR, 5
MG602206.1 &b F[F—32, HARPESEE 99.3%:;
P B ZT) AT DURG LA . U220 B i 2H 4L
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Figure 5 Rat tissue sections

e Ac FFIRAFANILZS WAk (i k), 1148 KR Bl A ik B AR (B 9 3K) 5 AR 50 pm. B PR G X 40 4% 2 (20
@Hik);s RR: 50 pm. C: JHERITIE b B2 20 2 Y A8 PE (o (7 Sk ik R AR IR (A (k) AR 50 pm. D2 ISR PSR (4%
@i sk) B /IVE bR A A A PR k) s B 50 pm,

Note: A: Liver, Hepatocyte vacuolar degeneration (green arrow), lymphocyte infiltrates around the portal area (yellow arrow)(scale:
50 pm); B: Spleen, Increased cells in the marginal zone (red arrow)(scale: 50 um); C: Lung, Alveolar epithelial vacuolar degeneration

(green arrow), Lymphocytes infiltration (red arrow)(scale: 50 pm); D: Kidney, protein case (green arrow), Renal tubular epithelial cell
vacuolar degeneration (yellow arrow)(scale: 50 pm).

x4 HHUAELS

Table 4 The results of antimicrobial sensitive tests

PRI 24 T e E AR SR iﬁﬁz%@é%ﬂ 24 M EE A52R
Antibiotic Drug names Diametre of the Result : Antibiotic Drug names Diametre of Result
category inhibition zone (mm) i category the inhibition
zone (mm)
METTR2E LAHEIE LVX 8 R |- TS BIZEPybk AXS 14 I
Quinolones TESEVPE NOR - 6 R iBeta-lactamines Skfufibie cAz - 17 S
B#WRENR 6 R AU FEP 26 s
R Hi&EHE NEO 8 R kARG CTX 23 S
Aminoglycosides T AMK 19 S IKRIRAEER LHmEERY 7 R
iMacrolides
KKEZ GEN 15 S VREEE WAJE% FFC 8 R
Chloramphenicol
HERE R STR 12 [ il ) SXT 6 R
. Sulfonamides
KW#ZE STP 18 S EAeS ZHiIER B 14 S
EPolypeptide antibiotics POL
B-INBEMEY  SkfmibA CRO 21 (O 1F e S MR TCY 18 S
B-lactamines 2N AMP 17 S iTetracyclines Z V53 DP 19 S

HE S: ﬁi@, I: EF'{I\, R: fﬁﬁ?ﬁ
Note: S: Sensitive; I: Intermediary; R: Resistance.
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Figure 6 PCR amplification of drug-resistant genes

Note: 1: aac(3)-1I; 2: aph(3')-1I; 3: cmlA4; 4: floR; M: DL2000
DNA Marker.

S s S R RO A D) ] IS
A7 R U s B AR AL, (F BRI 1 55 477 BRUR L3
B, XATRE SYIR 2E A G ARl Rk
IR BN 22 BRI R L IR A BT R e
R, AF/R. BARE . EhHEmSE 7 MyiER
it 24 5 M 25 BRI 25 R R | aac(3)-11, aph(3)-11 .
cmld ., floR RIS T T 25 561K

KIGAT BT B e 1) T2 o 1012
B B B RKIAFFER 16S rRNA FEK P81 5 A R 5
IR T3 oM, RBUZE ST AR ARSI
R (MG602206. 1)ib T [/ —253 3¢, AR, o
RESE I T B AR SR AR, fA7ER BIRSR
OV FURVD A IR . ORI
TR A2 AR R BT I 3 R i Y,
Wi B 7E SR 58I Hh AT BE AT SR A7 A 3 KA T A5 T 25 )
TR, SR E 2 R B

TR RN A TR 18 ARl T SIS T 24 B DR % i 24
T LA I 25 IR BN, %5 BRI aac(3)-11.
aph(3)-I T Z53EH , BXF TR RIRER  IRKEER .
TOWLEE 2R o BEURR . BT S 25 W A T 2 L) 2
DAAHTA 3 FMEARG R ™ A0 3, ARG 2 S 20k
12 %% % Wi (aminoglycoside phosphotransferase ,
APH) . 2 BEBH 1T 28 £ Wt 5% % 11 (aminoglycoside
acetyltransferases, AAC)HIZ FEME T IR AT B iy
(aminoglycoside nucleotidyltransferases, ANT)""), 4
RN PR 8 3R AT e S 8 2 T 24 ol 2o PR A
fitf(Rmt BB, (EAEXS 4,6- —HBAURY

2- M E BE B (2-DOS) & ST 2R P A R A it 2y
PEU ANT 1 APH AW R RIS, oo
BT 25 SR %%, aph(3)-IT Ti 25 5L R A i 2
YT W RAREE Z MG, (HBREC T 45 R st
R G B AIG o AR S5 I B T AR A
aph(3")-11 Tit 25 BRI HI0E T e RAR 8 2% o B s, 74
FHMERAR, SHAAEPRBI R —8G
aph(3')-I T} FOMEE = = U 25 FRTiR, Hir
2 TR ST S T 2 3 IR S L 2 R R e 22 57
WFFUESE emld A3 (1) 285 R T 25 5L & F ki
SRIF), EHENT omld S5HIE B E i 253
A IIRBIBRZRL), floR N T 8-5 SRR e %
PLRIUST, %43 BB cmld | floR JER, STif2h
FRUART . HEHF floR FEIR W TR T LA 1 42 A ol e
PEAEAR R [ Rl el 8 A 40 %4, NI A%
POrEOl ARSI AT R B KT T B A R
23, W RE R R T AT 25 5L L3, R
YRR B IR ERIPIR , o™ E i A2 fa

P R AAT R AT SR 0, W75 & Hoth
PR FEOR AL, ILBiaEE. TRk i
VR o T 5 At A [ 420 7 R D K W A A 4 T 24
PERTE, FrLAASREHTIZIA IR . XS UR KT B
(2 B 2T 2RI R A S 4 s
M RIATR TR AR L KR L RE R .
SURVEMK ., Skfufbung . ScAuntls . SkIEMERG . 2K
W WUHRE., ZVHHRERE 10 Fr2iym Rk,
HEWUAT BRIRAH A FEIR YT T B A FF B e i 36
KEZMT M RINEREMARMRR . ORG24
Yo ARSLIRES A TAT R K AAT B A i 2y
0L, 2R BRIREIL T KT B 1) B A B A 5 431
A, WONFRED R, PR A Y B
259, WD A A A BOR M BERTR A B L
KR TR A e B K2 Bk
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