2005 % 32 (2) B A E R .5

EHFRPRKBAEZSHES TFHRE
KEn ASE RifS

( L@ A E AR ERERE Y FLEY SRS LR FXRBE LR 200240)

BE. UAEERTLEINRKEITE RS, BT I AREETEEE KD
FEGTRS A, B, Bilfef A SEE S8, WEMRE T BT W
B, BARS TAMEFTENFESENRBFEENEN., CRAXBHHE
MG1655 LLR LB T 4 #4547 ARDRA ( Amplified Ribosomal DNA Restriction Analysis) 4¢
. BJSFIA ERIC-PCR S ARTENAAT LTtk BRI . REW], ST mfesmry
B W B A S A I B LU B AR R MG1655 #3/& Tl — ARDRA R, It 5 H T #E# ARDRA %
MEIATR., X1 ARDRA 2418 BS54 004 I B4 R Y& . PIA ARDRA 2
Foel XA KB E L E iR, (ARERLK D ARDRA M A HE S B AR5 4T i
AR ¥ B A9 284, ERIC-PCR WAl IR 11

X7 KB#THE. ARDRA, ERIC-PCR, 51t

hESHE, Q93 IRKERINE: A XEHS: 0253-2654 (2005) 02:0005-05

Polymorphism of Escherichia coli Isolated from the Fecal
ZHANG Mei-Ling ZHOU Zhi-Hua ZHAO Li-Ping ™
{ School of Life Science and Biotechnology , Shanghat Jiaotong University, Shanghei 200240)

Abstract; In this study, three methods for identification of E. coli were compared. The conventional method was
employed 1o select and identify the suspicious £. coli isolates from a fecal sumple. PCR based ARDRA analysis
was then carried out to distinguish these E. eoli isolates, E. coli MG1655 and uther bacterial species. All the po-
tential E. colf isolates and E. coli MG1655 had the identical ARDRA banding pattern while the other bacterial spe-
vies showed the different pattemns. The result indicated that the ARDRA analysis was consistent with the traditional
method for identification of E. coli and could be the practical method for distinguishing E. coli from other intestinal
hucterial species. The ERIC-PCR analysis provided abundant polymorphism hetween different £. coli isolates,
and might be a powerful approach for elucidating the genetic diversily among isolates of the same species.
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P ARDRA ( Amplified Ribosomal DNA Restriction Analysis) XIH#{T%E" ., ARDRA
BAET PCR ALY 1 DNA KB, HHTREEBIABREZSESH, &
T DNA ERf R S ERFETEMPES - EE28E, MUEZAFEEL ZMAT
BRMEY R B R G X RARE SRS . HEMT ARDRA 58— TR 42 HE &
FEACE, B TR —a 8RR, FRPRIEEEH A ERIC PCR X & W
EHPESAT I

ERIC J¥%] (Enterobacterial Repetitive Intergenic Consensus Sequence) & By JC{EH
Mol B HH P AP N 126 bp HAFGRSRTERE R, KFF—REN TREEAR
A5 R AEHRASIX % 57 A X MK IR, ERIC 5178 A [ 4 40 B 32 B9 4 vp Ao 2 T 30T
AERARAR , BTLART UEAL % PCR A1 i 0k B 00 LU ARBR 5T, FERhE B BMRAGKE |
SHRE ST AT

1 #BRSHZE

1.1 ##
L11 {8 KBTREMAEEA—EFRIL RS hrEmrms; X
[BFFEE MG1655, £ O HEBKE ( Staphylococcus aureaus) Fh ST ( Bacillus
subtills) MAEREHRAF; FK™PHE (Aeromonas hydrophile) FILT ¥ 4 B B
( Rhodococcus sp. ) BAZE MR b 438 Frig.
1.2 AR MZES, . HARHE, ANTP, Tag DNA polymerase ) 85 | #EA: M A AH]
FEIiRE, RNase, Hinfl, Csp6 I, EB ¥4, 100bp Marker ) B F¥oA THW TEL
", PCRYMWATAHSI B A TAEY TRASGH.
L1.3 SEFeE. {PerE2iEaeE (EMB): B[ 10g, FbE10g, {R£10. 45, £
0.065 g, MBS 2 g, 15, AMEAKLCAEETL000mL, pH7.0, 1.0 x10° Pa
B EKH 30 min, LB EFRE . BN 10 g, BERHERY S5 g, HILBA 10 g, RIEKE
AFE 1,000 mL, pH 7.0, 1.0 x10° Pa F AKX 30 min,
1.1.4 16S:DNA §385145"" . E#75I9FF%) PO: 5-GAGAGTTTGATCCTGGCTCAG-3";
FHEIMFEY) P6; 5°-CTACGGCTACCTTGTTACGA-3’,

ERIC PCR 2|47"* . L #58|# R %) ERICIR: 5, -ATGTAAGCTCCTGGGGAATCCA-3’;
FHES S ERIC2 . 5°-AAGTAAGTGACTGGGGTGATGCG -3,
1.2 »F
1.2.1 KBIFEMTE: R1 g FRAFEFEH R, H 10 mL TR/ PBS (8 g NaCl ,
0.2 g KCI, 1.44 g Na,HPO,, 0.24 g KH,PO,, pH 7.4) B, FHAEERE X107,
107, 107, 10°MEH, B 150 pL BB WIFO ELEFHETR, 37 CHEHF 24 h G,
Pet VA HOA 30 - 300 Z R, HEAERCCECFNMBER, £ LB ¥if b
MR RIZA G RS, RS FHmE R RE, BTEENR.
1.2.2 HfESEMABE#HITERE. (1) ROAS8. WNikINAAEE 0B RFENHE
RIEEPREULERE 10 M AFBEITELRRE,. (2) IHARRE. FRETEANT
HEBEERAANIBE OB L, HHE -ENRNEE, $REBNESR
ERASEIENENBERN TIZERED, 37CHEKR24 b, (3) IMVIC Bi: HES
B {ARTERRFMS,
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1.2.3 4 DNA (3B WS R (BRs FEYELREHE",

1.2.4 ARDRA F§¥)4r#7: (1) 16S tDNA §3%. L5 DNA hER, PO 1 P6 h35|9,
1% 16S (DNA K3, FRidit: 95CHAH 1.5 min, %5 PMEH ( 95C 30 s, 60T
30s, 72°C 4 min), FE5 MEHF (95C 30s,55 C30s, 72C 4 min), WFL25 4
#EHR (95C 30 s, S0C 30 s , 72°C 4 min), 72°CEE{H 10 min, 60°CIE{H 10 min, LEHE
Rhi. (2) BEYI4MT: B FABTRERHIVE R YIRS Hinf 1 51 Csp6 1 435133 Frd M BIKY 16S 1D-
NA B BrftA7RBYI 4T, 20 pL BEYI4K R, b 16S tDNA @93 H5 74 500 ng, FRIEIHEN
YIEE0. 4 pL, BEEMWK 2 pl, 37CR/B 4 h, (3) diik: PIFMEEYIHT 0= WL AR
BERHk (BERPSH0.25 p/mL EB) A UVIIRERZSKEREME. (4) BT M
PLEEE— 2 BBk R 16S IDNA #TRIF (R LBEBEAWAFR]D .

1.2.5 ERIC-PCR XtF74r BRI KT A7 ZHE#EH7: (1) PCR Y 3. LA ERICIR
I ERIC2 #31#3f£47 ERIC-PCR ¥ 1, R &4F: 9SCHAH 7 min, RIGE 30 1E3F
(94°C 1 min, 52°C 1 min, 65C 8 min), BJ5 65°C FEMZSL 16 min, (2) Bk : ERIC-
PCR P 25 RR MR ik (BB &7 0.25 pg /mL EB) f5H UVI JRAR R G0k B
i

2 &R

2.1 FEBRRBREBEARNER

BN ETELEI 2 M RAERALRENANRE, Koukss
H1~52, WPBEHLBEER 10 MBStk E S X KA RE N E X KA XHF
FUGFPEE ., 52 4T B BReTUBE % B 5L SR ] DL R RERLRE SR, IMVIC S 4 R
Bk + + -, KEAEGRTT IR LIE 52 2 BB OD KB FF B PR —— & 0 KR FT
BRI
2.2 ARDRA $SHHISGR

BHAAH T MG1655, 30 5 34 S4B ¥k, S. aweaus, B. subtills, Aeromonas, Hl
Rhodococcus ) 165 rDNA £ K4 =i (E 1), BkEXY30 SM34 55
KB E MG1655 (MUIEE—3, MSHEEA —ENER. BT 1, 2, 4,5,

= 34 5. 6 1 R 9 10 1112 13

1 KBFFEEMEMILESEN ARDRA 2 FFE4rEska) ARDRA hkE
Sk E M DNA marker, 1 FI#ER58, 2 ~7 FIfH Hinf 1 B§41

M DNA marker , 1 ~7 FiIFfl Csp6 | §§¥l] MGL655, 30 MGIL655, 7+EE#k1,2,4.5.9,8~ 13 F|fd Csp6 I

SHEH, 34 S4Bk, S aweaus, B. subiills, A Y MGL655, 4rBipkl, 2, 4.5.9

hydrophila, Rhodococcus sp. , 8 ~ 14 F| il Hinf | B§1)

MGI1655, 30 B4y B4, 34 S4r@#k, S aureons,

B. subtills, A. hydrophila, Rhodococcus sp.
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9. 5T rE bR ARDRA K%, SRR\ N5 Lk 4 B bk & MG1655 J& T/ —
ARDRA B (E2), HESBEWOERFRTX—X8 (BBEEW), I TH—HRiE
XS BRI KA AT B, AT BELARER My B bk, XT3 165 rDNA 4 £ 347 HI
JFo BERIUEL T BHRAKXKBFFE (5CHMKBATE 165 (DNA FF 5 #9 5 I 4 4
100% ). 5% ARDRA 4055, ATLAWTE RATA B RIN 52 NI KB FE .
MITTE] EA#3 i ARDRA Zp#f 54640547 07 65 R — B 6,
2.3 ERIC-PCR 4R
ml 2345678 0910111213141516171819 i F — % [=] 7 40 5 1) cDNA X5 B
5, BrLAFf]=iX#& M ERIC-PCR 3 K Bt Xk
FtF A R R IR (g SRR, LA KB B
1 > i*ﬁ%%ﬁﬂmmﬁﬁﬁ&ﬁHMHmﬁ
e iLJ W, TR Ik B R K S8 B bk
# ERIC-PCR Eif7 £ %, # B ERIC-PCR
TR AR JEE F E AR R R A
Yo (AR SE45 Bbkial M RIS 2D AR S ML, o
B3 AE45rEekeRY ERIC-PCR ¥ 3% E B3 11 &1 12§ ERIC-PCR & 3 p #4040l ok
T T 100%, R ERICHCR L
33,35, 37, 41, 49, 51 S4pEk BATAT AKX 52 43 B bR 4T AR 34 41, B
W, ATEAGA &N A 4 Bk R IR — gk

3 qtig

KT B 5 e 25 5 T A R ) o fy —
PMEEEE, REEFXEAL M KBIFEENNRRE T L, BRI XBITER Y
ARG R AR, TR, AR RN, feesu, RERE
B TEZPHAGE IMVIC 3%, BI6RE, BT, R-EASERLEX 4 MR, H
R TRAMKGH R, HRNERIE 24 h T 48 h, HERFTEHHFEEK,
ARGRELE A I — e S B NP R B, G 5 BB A B A EAS th B 4,
BAVRBEFT R A LR T 438 89 52 AN F 6 5T 10 B T 9% % B VR 1 o B
#URT W — ARDRA %, Hilt, X% ARDRA 248 EUE A B AT B 699 TARC AR AL
G, PR R L P I KA

FEEGTAREMED T, FHEEERS KB EFOAR R, fm, %
EHBUN KB E. BEREE PCR X— 4 —IERMHRNFROLE, 2058
FFIH PCR EARGWHEHEY , ML EEEEMRE (GUD) 1 uidA XH
MAB A EMBRR (GAD) (Y gadA/B 3 EEZ % BIR MR W A B AFR ),
BRSNS IR B, BB K B SR BOR K A I S R B | i
HETRITE— S &8, A% PP HY ERIC-PCR 7 L% & H 0SB B MK T I8
TT504T, WENIREBREYERBLE, BTEL, RATATLLM ERIC-PCR {54 %A T, F#
B KBRS, SE0R KGR ITICE W, #8 URH—FeEws
— R KRB T o XM B 25 T A R 0R I T /RS LR A A5 1Y

A SCVARIGHATE A B R T 20 T 07 SR e B E D S B 40 AT, X RS
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FivE R LS FE IR, X T — St T 30 B AN 8 7R AR (R X B AR AT LA
HEH DNA B30t B BEah 2 718 165 1DNA 2Kk LB, X0 T 2= B R B 4k Boxd © A
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