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H E.HN ABAHARERRBmEASKE (EIEC) £HEMN G SBERFEH ik A BiEE L AHHEAF
HEAELR SR BERRTAAAAWMARARERE TG AL EIEC AR EH R, ik AAKGAZN
A3 AR5 EIEC(CMCC 44840) #E47 4 A& B M 5, 9 # CMCC 44840 #9AF & ik & | % 15 8 5 7] 5 A (MLST) 4= &
HEBRRLAETFBRERANEEE AT A 10° CFU 49 EIEC % F A & ; 5 B CNAS-GLO17-2018 34735 4 t e
FRBERFFE oML RHATGHT > HFHE RS H T-20 C 4 °C .25 CAe 37 CHEA T HK, 56 8AEE
W FeiZ AT RN AR S AR R AR RBTAAED ROMEAAREIE RHAR I XERETRTHRFL,
B CMCC 44840 2 R4 K4 4.96 Mb,GC 4% 4 50. 7% , % A A R 5424 N A BESE T AR ARMBER KH,
Ao TR 45 R A 028ac:HT ,MLST # ST311 & 4 ipaH virB wirF % & A B ;1 46 EIEC 4 TH &3 45 Bk
LRF=1.79,F6FEHRHABER, ATFHBE2 CHF4CTHRKTI,-20CHF4CTHRR0d,BFLEEY
BFHE10°CFU K+, E37 CTH3dRBALETHILTH LT 10°CFU R-F ;% 4 EIEC 4 T A &) 20 4 R F £ &
AFHBEZEHAGEHEE BIEC,3 R RAFREERETMN T EIEC A FTH LA ST A 10° CFU, LB FH AR F
MEF(F=0.59), &it KARIHEGEEC R ED R A ARELAFTWOARAFINEZ L, BB FRENR
AR ERARRIF RBHEARRENER TN R TR At ARG E K,
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enteroinvasive Escherichia coli (EIEC), a stable EIEC reference material was developed with independent intellectual
property rights, good stability and clear background genomic information. Methods NGS Technique was used to sequence
the whole genome of enteroinvasive Escherichia coli (CMCC 44840) , bioinformatics analysis was performed to identify the
species, serotype, MLST type and virulence genes; EIEC lyophilized samples with 10’ CFU were prepared by freeze-drying
method ; The homogeneity test was performed according to CNAS-GLO17, and the result were statistically analyzed by one-
way ANOVA; The samples were stored at =20, 4, 25 and 37 “C, respectively, and their storage stability and transport
stability were evaluated; Five kinds of food matrix samples were used to verify the applicability of reference materials, and
three laboratories were organized for collaborative calibration. Results The genome size of CMCC 44840 was 4. 96 Mb,
the GC content was 50. 7% , and the genome contained 5424 coding genes. This strain was identified as the species of
Escherichia coli, and the serotype and the MLST type were predicted to be O28ac: H7 and ST311, respectively, and it
carried ipaH, virB, virF and other virulence genes. The homogeneity test result of the EIEC lyophilized sample was F =
1.79, which met the homogeneity requirements of reference materials. The EIEC samples were still 10° CFU when storing
at =20 °C and 4 C for 60 d and storing at 25 °C and 4 C for 7 d, and decreased on the third day at 37 °C. EIEC were
detected in 20 different food matrix samples with EIEC lyophilized samples after enrichment. The samples were 10° CFU
determined by three collaborative calibration laboratories, and there were no significant differences among these laboratories
(F=0.59). Conclusion The EIEC reference material prepared in this study has clear genome sequence information. The
homogeneity and stability meet the requirements and have good applicability, which can meet the requirements of quality

control and capability verification in food testing laboratory.

Key words: Diarrheagenic Escherichia coli; enteroinvasive Escherichia coli; genomic DNA; reference material; whole
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genome sequencing; virulence gene

B R e A TR 51 R A9 R 15 J2 42 3R
VI R 3 T ) 2 — AR SO L R
A7 R A RE ) A, TR BOE M R I A IR
SR 5 2K 1 B BUW E K 3R Ay IR E ( Enteropa-
thogenic Escherichia coli, EPEC) J#il /=8t Kipta
% & T ( Enterotoxigenic Escherichia coli, ETEC) .
B 1 PE K 3% % B ( Enterohemorrhagic Escherichia
coli, EHEC ), 5 i f= &2 1 K I % & K W
( Enteroinvasive Escherichia coli, EIEC) DL & Ji & £
RBM: K W% % K H ( Enteroaggregative Escherichia
coli, EAEC) "™ EIEC B2—4H& /W A HER
R BOE TE R 3R Ay IR . EIEC & A pINV 2 77 it
KL, 9 Ipa 7 )1 28 8 H FIEE S35 K 7 InvE, 5
TR 985 07 42 2 M R P A O JBORE e ) D ALk
EIEC 78 Eop P At 4% b 5 38 30 0 JE % A
W BAABURRZES, HEEEARD G, RZEE
1 RE WS R BE 1 K 2 R 1 1 Bz 20 i, 4k i 4= A B 2
LT R A, PR AR A, T B AU IR
FIARAE K A, 7= A s e B e AR, SR VS . EIEC
UL I R A 14 BP0 028ac, O112ac, 0136,
0143 0144 ,0152,0164 1 0167 %> i1 £L4F i
0136 0164 %51l 7% 8 EIEC L& & AR EY
R R H R A IR TR
ENSCPN 7B TN R S S @ i R Ol LN
985 i 77 4 U I K W 5 A FR T b 7 B 21 9 #k EIEC
(0.91%) , Ut WITE £ il B8 4% Bl SR SH 3R 49 A7 1E EIEC
HY, IR S EIEC P o 6 09 45 0 T AR X

TR AN ) b T R A A R R R AR
R E MR,

H i3 E & EIEC 194 AR 4 = 28 1 K
PRAfE GB 4789. 6—2016( £ it TLAEWUE W) A K B 5K
15 KA W R K ) |, X A7 & K e A IGTE A 1k
FRFRAIE ) 1 9% R AT 47 28 M TR I 1 3 R (Tnvasive
plasmid regulator, invE) B {2 28 V£ BOR PL R H
(Invasive plasmid antigen H-gene, ipaH) i 5 & M 4%
L R (Polymerase chain reaction, PCR) %% , 3F H.
FOR A ETIEC o T PR AR D BH R X5 IR, LR TR &5
REGHERYE, HETE A ST EIEC AR Y SO i
B HH ST E A | T A AU A S A E T PR B AT 5 9
HY HRE RGBT RIEAEE, LREANRTE
Xof W) S A B o T AT O A | S R DR R A — &R )
AR A RRNG MR S PRPE X BRTF R S0 86 . AN AR
Xf S M A PR B AR N LR AR B — E 2K
T3 A0 R bR AR K A2 TS B, R T A A B Y 42
SERAAR R 2 5 B0 5 58 I 52 90 28 10 PR I
W

Wit 25 5 A1 00 AR 11 5 e e ) R
AT B BCHE B e R R 2 AT A 3 ORI Bl
WL SE G AR S AL )T BB KA 41 B 90%
DL LB DNA {5 8 BL65 F s e 24 5 X 35 0 I 5
RS B T A AR B, AR SE H RS R
TR G5 CMCC 44840 (1) EIEC #E£T
SEIZH N R, T RS E Ve R R AR B R
M ) B P 2R i A2 2 4 K i R A I T A Y o
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1 #REFE

1.1 #¥
1.1.1  Hikk

1o 8= 28 M R W7 3% 4 IR CMCC 44840 SR T
e ] B2 2 20 A PR B Pl
1.1.2 FZAUEE 57

FreeZonel2 L % R T4 HL (%= LABCONCO 24
A]),PL2002 HLF K7 (i H R 4E R 2 A H])
Thermo1389 A= ¥ & 4> 6 |, 205050GC 18 i 15 57 4 |
LEGEND Micro21R ¥ ¥k B .0> #L . NanoDrop 2000 73
BAZIRE (A E AL . Qubit 7t G I AN (S5
ThermoFisher A &), C1000 PCR 1% | %8 &} % i i 14
Z 5t (3£ H Bio-Rad 24 H])

[ 26 1 W K S B IR ( Tryptic soy agar, TSA It 5
236950) 14 H L [F BD A w] ;A= #EER /K W [ [E 24 48 1A
2700 A BR A A5 40 B JE R 41 DNA 42 BGC 5R) &
(DP302) W H KR A AL B4 (db ) 1 R A Al
TagDNA REEEA ANTP W) H H A Takara 23 & ; B
e EL B 3£ E Oxoid A # .

1.2 ik
1.2.1 DNA $#H

Fie FEAL 5T TR 4 1 5L X 41 DNA 4 BG4 1
B 45 412 SO T ik PR 20 ) A R 2 11 20 B AT Quibsit
B 7 Tt W S ARG R R 4 DNA (9 20 B RNk B )5
AL ATV R BOERE £ B A R 2 w78 47 4 3k (4 41
W,

1.2.2 445K AN Y AR B 2201

BT A W KW T 43 ¥ 2 46 BA
R RS BE PRI P il 55 9% ot B9 b Bt v AR B0 B B
3 A7 B 2 ) I o 240 T 4 ik A ZH 0 7

HARBRAE R T P 0K HL VKRG I 5 45 1) DNA
REALIT T 350 bp % B, dEAT R B 5 i A J2
AU 7 2 3k PCR 4 3% A0 4l 4k 55 25 B8 58 1 SC P il
%o M Qubit2. 0 1 Agilent2100 #E 47 5E & Fl 4 A
B RN K I, SO A I A 4% S AR Tlumina
NovaSeq 6000 Il J7* R G 17 e FE ALy, T HLEK
i AT AR A 2o 8 S AR A5 R BT R Y A R (Clean
Data) #47 )5 220 1, i il SOAP denovo %4 47
4%, JH RAST X 40 %€ Fy 51 £ 47 T8 B (http ://rast.
nmpdr. org) .

i ] AE 28 23 #F ™ 3 CGE ( Center for Genomic
Epidemiology) # KmerFinder 3.2, SeqSero 2.0 #l
MLST 2. 0 73 51 %) 25 2 )3 51 BEA T 240 1 7ft 5 B0 | ot 37
Ay B MLST 4y Al ( http://www. genomicepide-

miology. org ) ; fff HI 7£ £k 4 #7 M 3 PATRIC 3. 6. 11
( Pathosystems Resource Integration Center) XJ % K| 24
2H 1% 3 47 43 BT (https . //www. patricbre. org/) ; fifi FH
PATRIC 3.6.11 #1 CGEVirulenceFinder 2. 0 7F 2k %%
P X 5 ) B AT A0 BT

1.2.3  FRAEMEFERE PCR A J7 vk

BHREUA CMCC 44840 FEH 4 DNA E 5,5
M GB 4789. 6—2016 H1 5|9 /751 1 PCR #: Jr % ,
AT ipaH F inoE FEAEPEFE ) PCR 34 A1 R B
R
1.2.4  FRiEY) A = il 2%

FH G B AR 25 s 3 Fh R N EIEC 37 TSA — AR
Fr - A R YR A B A R R IG 2 i
T RVR TR 37 300 op il e TR A0, I 20 pL/BK, #EAT
WURT I, BT 5 M /MRS T 2 mL P9 MO A gk
THZFEREH, RE&H&RE &N 10° CFU/KE
i i EIEC RS .

1.2.5  FRufEY) BT 5] M ik

BEMLAM B 20 i EIEC & T AE 5, 43 3 1 mL
A B R UK 8 4 v e, R 2R U A AL ESO R 7
TSA - b AT B8 e Uk A, B SRR AR 2 AP AT S
55,36 CHEF% 24 h XM k47 o v 5, 1T Ess
AR CNAS-GL003—2018 ( fit J1 56 3IF £ i 24 )
R PEVE A 48 1 ) HEAT B0 K 7 25 43 A, AT 3
Wrke S B 50
1.2.6  FRufEY) BTER E M it
1.2.6.1 izffaEtE

Hh % 0 EIEC Wk T FE & 40 0l 72 70T = IR
25 CHIFER 37 C&MFF, RS 4 i 72 b A
aARE M, BILSCER AW 7 d, AT 1,305,
7 d A3 SRR A EAT S T 2 2, AR 8 CNAS-
GL003-2018 H1Ix—y| <0. 30 #EN, % ZEHE 5 1Y 18
FaE M,
1.2.6.2 fififa e vk

W 8 19 EIEC R T FE & 20 0 A7 0T -20 C Al
4 CHMT R RS 2 Pk . B4 52 50 J 1
H-20 CAFH 2 A~ H M4 CAFJ 28 d, 43 5T
—20 °C A7 28 F1 60 d,4 CARAET 14 128 d H1HL 3
ANHE AT O I E . M4 CNAS-GL003-2018
Hlx-yl <0.30 HENXF EAEC bR Y B k4758 E P
AN
1.2.7  ARUEY) B OMERR &

LR A5 1 EIEC bR HE W) TG RE & 5 00 & 45
3ESMMER EM LR =, BANALREL N K
104, 3 REREMNMSH 0 A B C,LRES
PRI 56 UE 1 b 48 5 5 Xt A o 9 5 RE & 0 AT B 9K
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THECRURRIE PR 5L DR, R 58 R 3R O 22 45 A X
PMEbR E 25 R BTG 301, P<0. 05 RIRZEF AL
TEE X,
1.2.8  bRifE) B4 FHAOCR 5 1k
Y GB 29921—2013 ¢ £ §h % 4 H F bp e &
vt H SO AR ) v SO TR R 56 AH I A B 2R
RS LA B L UF TR S Rl 3t
B3t 20 FFRE G X EIEC 5 fE Y BT (9 ROCR #E 17
ik, A A fE B WL AR 1, B EIEC YR TR H
1 mL A BRER K 58 4 5 ff L SR 5 FRIBURE 5, B 0 0
FRIC2 63,25 ¢/ Oy, — AN A 100 wL EIEC ¥R T A
i A BRER K S RS, — I AN InE A X B, AR GB
4789. 6—2016 HEAT 14 B K5 37 F1 %0 45 38 18 TR 1 4
LT BT, WSS A A SR TR VR 2R K ) B X
BT B V% VEAT ipaH A inoE 3£ PCR AN
F 1 bRAEY) BT UE SE I B A AR fE B SR
Table 1 Information table of food samples for certified

reference materials

7 ER 5 E

WG ETIE R 11 AR 22 BRPET
WF b 5L 12 AT R N BE T
L F KT A
JUH ¥ 14 NS R A FLL T A
T8 K IFE L 15 KB F AT 4 A

FERMHABTL 16 BT A

7

1

2

3 WF b S XY 5 13
4

5

6

7 TRRMHBEIL 17 B Rk L5 Uik
8

9

A R R 7L 18 WSS LICTT ik
IRZBET 19 ER 1Y LB T Yk
10 KF-0F T 20 DU SEHRIRIE 2 ik 22 LT 7 Wby

1.3 BARG T
KB E T EZN T ERES RTS8
ar#r,

2 BERS5HW
2.1 FEH4 DNA FJH#EHL

5 R, CMCC 44840 3£ 41 DNA 19 AL, 040
F Ay nzo 230K 1,70 Fi1 2,37 e 65 ng/ L, fiF
PEI DNA [ 4l B F e B T Je 4 5 DAL 28 0 5 R A
Py o i £ K
2.2 SFLPAI T oA 4 R

CMCC 44840 JEPH2H K/ K 4. 96 Mb, H: N50
B K/ 31405 bp, 2 357 PR A, K E
523 bp %] 138 778 bp A%, HH 4 GC H &N
50. 7% , S FE K 5 424 4>, KmerFinder %28 &5 R 2
78 CMCC 44840 K 5 ¥ %5 [K & ( Escherichia coli) |
HLR S 25 R % 2 TR I T AL 25 R R
028ac :H7,MLST % 4 ST311 I ; PATRIC Victors %X
Fet FE F0UI B A B ipaH FE R TE Y 279 A B F1AH &
HH,CGE 5 J1 & 43 M1 /R & A virF L ipaD ,senB |
sepA FRIIH T (£ 3) .

P B 2 v 2 K T 2 inoE S5 PATRIC
T2 virB FEH , virB FEK AT CMCC 44840 H K]
ZH T B A Scaffold30 H, K5 GB 4789.6 WY invE
B E RS 0 R L HEAT HxE 3 gl g e X
B4 Scaffold30 H1 10835-10861 F1 11573-11600
P, 78 A A 100% , DNAMAN 4.0 5038 Heo X

# 2 FIH KmerFinder X} CMCC 44840 % Fl J& % & 45 7
Table 2 the results of identification of CMCC 44840 with kmerfinder

PEZT 1 545y IR BE /bp W 5 R % qfi” g NCBI J#31) 5

GCF_012221365. 1 143 990 163 054 93. 46 143 974. 88 E. coli NZ_CP050862. 1
GCF_016026375. 1 6 957 164 345 4.55 6 813.18 E. coli NZ_CP065624. 1
GCF_015277555. 1 1 889 167 526 1.08 1 730. 36 E. coli NZ_CP063774. 1

g (AU B R AR R D7 i 9 o 13 K

% 3 FIH VirulenceFinder2. 0 X CMCC 44840 & 7] 5 K #i 45
Table 3  virulence gene prediction results of CMCC 44840 using CGE

#gIHEF — 5t/ % PHZ T 5 A B {3 /bp HAThE

capU 99.91 Scaffold128_1 2261.3349 O R G IR R )

cib 100 Scaffold2_1 21 411.232 91 KFFHER

iha 100 Scaffold172_1 1747.383 7 FME A

ipaD 98.8 Scaffold30_1 14 114,151 12 mRERREREEA
iucC 100 Scaffold30_1 5079. 682 1 PR 2 A R

senB 99. 83 Scaffold153_1 7272.844 7 TR 2 1) J 2 R

sepA 99. 82 Scaffold205_1 1 368.485 0 HEWEIEAMER A

sigA 99.95 Scaffold129_1 7 124.109 81 BT TeA BREATF RY
virk 99. 88 Scaffold223_1 1 286.209 5 993 7 PR 2 SRS TR

SHTEs B B oR AR YE GB 4789.6 i E WP 1 Y
invE J¥%) ( GenBank . MN088823. 1) 5 il yl| | (%) virB
LR 75 [ 100% , fiF NCBI BLAST X, 4%

RERSKpBRA IR 0164 (EIEC) BY virB
LR AR N B R E iwE L H F 5 R MR
100% ., CMCC 44840 4= KK 419 ¢ B i & F 5 &
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NCBI GenBank #{# % , J¥ %15 5 SRR12282621
2.3 JRAEPEREE PCR P i44h

i 18 GB 4789. 6—2016 [ J7 74 %} CMCC 44840 43
BIHEAT T ipaH R inok FRAFMESE ARSI, FH 25 85 77K
fER PCR J R & & % #R, PCR 3% 25 5 R 7
647 bp (invE ) F1 766 bp (ipaH) H i 3E K F B b} 3T K
TIF] CMCC 44840 DNA FHR 9 34 4547 (1 1)

2000 bp

1 000 bp
750 bp
500 bp
250 bp
100 bp

Bl 1 ipaH 1 invE 3£ PCR = %) B 3k 45 R

Figure 1  Electrophoresis results of PCR products of

different concentrations of ipaH and invE gene

2.4 FRUEY A E ST PEAG 1 2h

BEHLIEL A 20 R EIEC % T BE & S Mt B ss
RN 4 Frow A FE R VR B0 10° CFU B0t
R BUETT A BRS04, B KA 4 780 CFU/FE i,
H/MAK 3 560 CFU/FES P Y{H R 4 322 CFU/#F
i, P ALECR 4 310 CRFU/ZRESL . BN T 2200 b &%
SR £ EIEC ¥R T FE i 241 P9 AL 1] G & 25 1
225 BIRE S AR S AR e L 3 S PEEE SR (F = 1. 79<F
Il Sl =2. 137, P>0.05) ,

% 4 EIEC FRUEW BT s

Table 4 Count results of EIEC reference material

R EIEC &/ (CFU/ZKESY)

E dh 5
A B

1 4 680 4 480
2 4 700 4 640
3 4500 4 460
4 4 480 4300
5 4 240 4120
6 4 600 4260
7 4 540 4 780
8 4120 3 740
9 4520 3 560
10 4 680 4 200
11 4320 3 980
12 4 260 4220
13 4260 4 020
14 4 620 4100
15 4 780 4220
16 4 780 4 360
17 3 960 4 000
18 3 660 4 060
19 4 500 4 560
20 4220 4420

2.5 RUEY) TR B PEAS TN 45
2.5.1 isfkaserE
THEEE RN 5 FrR  EIEC % TRESLFE 4 °C I
25° C MFFIRE 7 d R EME R AP, 7E 37 CHIET
B3 RIMHAE TR AR ERS mE TN
10° CFU/#E
5 EIEC b7 iEY) 2 5 B 52 P 45

Table 5 Results of transport stability of reference material

i /d 4 CHHER 25 °C FH i 37 %Jﬁ%ﬁ
/(CFU/BE) /(CFU/BER) /(CFU/BE)

0 4300 4300 4300

1 4 000 3 000 1 000

3 4 000 2 900 800

5 4 000 2 600 700

7 3 900 2 000 400

2.5.2 f#mRR e PELS

Wit 5 0 d R T A, 3R 6 Bl T
PLE H L EIEC ¥R T FE & E -20 CARAE 60 d, & 75 %
H100% ., 4 C KT /AF 7 d ZIRHEN 90.7%,
A7 14 d IR HE N 83. 7% , ARRAE 28 d I FN
30. 0% ,AEFE & % T & iR R AR 107 CFU/ZKE K

F 6 EIEC 54 o fifh s e 1 00 5 21

Table 6 Storage stability test results of EIEC reference materials

-20 C 4 C

i 1]/ d W R P T P

CFU/FE i /% /(CFU/FES) /%
0 4 300 / 4 300 /
7 / / 3900 90.7
14 / / 3 600 83.7
28 4300 100 1300 30.0
60 4 300 100 / /

VE /IR AR AT A
2.6 UMEbRESS

3 FUMERR B LK = 45 WK 7 FiR , EIEC b
WERE S B & B 1 107 CRU/ZRE &Y, 5 0F61 i B bR
HA R —3, BTk g R R 3 KL E
] A TR A T W 22 5 (F=0.59<F I FH1H
=3.35,P>0.05) , FFfEFE K2 PCR J N A HH N 5%
WA S KNG IR S H AR E — 3K,
2.7 bRUEY S RO S E

PEREA P FUB JEEL DE TR S R
LT AL 20 FRESD XS ETEC 5B 5 14 4 FH 3% 2R k47
BOUE, S5 5 R 20 7 1 5 R 5 1 RE S D B O Al
AR W AT BE R VR AR, M EIEC ¥R T4F & 19 £ 5
LT, A ] B T Y AR o P AR BAEA (BT 2) O
it PCR K™ 3 45 21 AH W (14 55 AF 3 4500 (18 3 R
& 4), 455 BRI BIEC bR Yy 0w T2 5
W EIEC K250 1 s 75 oK .
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# 7  EIEC thiEdr & 25
Table 7 Result of collaborative calibration for EIEC reference material

PMERRE
o A B
LRDAAR T
, T A T B A i

(=R N=R W 2 ok B * W o2 4 W o ok
FER P J(CFU/EE ) U B R /(CFU/RE R L /(CFU/BEY) S
CODE:1 3 800 IoF 3 800 2 3 800 [{ERES
CODE ;2 3 400 FH 4 3700 & 3 800 FH P
CODE:3 3 900 FH 3 300 S 3 600 FH 4
CODE :4 3 600 B 3700 = 2 800 FH P
CODE:5 3 100 IoH 3300 2 4 300 [{ERES
CODE .6 3 200 FH 4 3 800 P 4200 FH P
CODE .7 3 900 B 4 100 i 4 000 FH
CODE 8 3 200 BH 4 3 800 = 3 500 A
CODE .9 4 300 [{ERES 3 700 2 3 800 {ERES
CODE: 10 3 900 FH 3 800 Pt 4300 FH
4 {E 3 600 3 700 3 800
B EE 3700

7S RE A AL TR VR R AEYESE R PCR 25

B 3 HA 10 BRI EIEC % TR 5 & BEA ipaH

Kl 2 EIEC 76 EMB P4z L i i % B 25
Figure 2 Colony morphology of EIEC on EMB medium plate

H:F PCR 7= ¥y vk 45

Figure 3  Electrophoresis results of ipaH gene PCR

B 4 Hrbo10 4RI EIEC % TRE B M EEAR invE

products of ten food samples with EIEC

A PCR 7= ¥y o 7k 45

2000 bp
1 000 bp
750 bp
500 bp
250 bp

100 bp

Figure 4  Electrophoresis results of invE gene PCR

3 itig

F A& b AR VS 83 P B0 R I 3R A IR 1Y

products of ten food samples with EIEC

R fe b A7 B 6 R R L B0 K R A
QR 2 B L 0 i 7 BE /8, S A 56 TAEW RIR £
PR TR 4 ARG AR S R B A A4 A
U7 E s SR TR B R TR B I T B, % T
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