B 8y iR 31 (27 128—132, 1991

Acta Microbiologica Sinica

EPRIFICERASRMHERFH
Py ad#

(BBREFREBTIENRE., EiD

S RSk S I B ek LR 8 BT A RITE RS oDGOL03 @Y 2. 0kb f) BamHI-HindIHl 5
BGEY 27-0-IR Rl ANT(27 ) JEHW)ME &R psY102 /7 4.9kb g Pstl-EcoRI By,
LAk E BB, FIAE -1 -dATP HTTHRIC, BIERES. Bid Southern ENFRRIAINIEAE
b %078, TR BN Gm-DNA et SEENEHEE, MSHEEFHEY Gm-DNA BT
Rf. BELEEEGR%E, AEpEFCHERFNRHRH BT 106 KR E(Gm)
Tt 2 RO, 45 B R N X B RR T EY Om S B R MR R 1k —Ho

XA NI ONARHSRKER

R, KABR(Gm)EHENNK
i E R REW, WEMEMRERF
RIUIEF I R—FETEBRERHIGE
AN EESRNEENFE—DNA #
&t Tenover™ F1 Groot Obbink" Fil 4t
$e[E fr & P dRigE Sy BIET 310bp R0
2.0xb HE 2 -0-IREHEEE [ANT(2")]
WG i B L R ¢, Barg Wy T 975 bp
B 3-Z M E (AAC(3)-V] By Gm
MR, BRI MR ILEES RN
id Gm RS EREHHIERE,

£ EHFAFICHBRA 4.9
WA 2.0kp™Hy Gm-DNA SRR 106
¥ Gm MZEAE, HETRESNE
o

#H A FoE

(—) H#%
85/HB 101 (pBY101)Y F1 PE85/802
(pBY102) H{E F #H BN, E. coli RRI

(pDG0103) i E. coli RRI (pDG0109)

B iR A K WA Groot Obbink T+ W@,

E. coli PS 1170 (pFCT3103) F1 E. coli-

PS1323(pGHS54) HEERM Tenover H 1
EE, 106 HENNGm MAEELZRE
MBMN N AERKESFRFTEE RPN
KEHBE HEFRCABEE X E
(EPEC)" . H & AR & 1 H{H F e ok,
(=) TAKEEREE DNA
B0 4 B B N ) B8 Pstl, EeoRI,
BamHI #1 Hiadlll, ADNA/Hindlll 5
New England Biolabs AFjHI%ESRZEM L
BT, HBEEFA RNase 20 Sigma 4
. BEEEN Merck AHH.
(=) £eHE
K55 IRl sigma AT 7" Fhe
BERAGEER: Lt TEKRET
THFRFLEA 0.45um BIHFLERE,
(m) DNA iR¥e. @b f0Est) &Y
(R) DNA i B ER
EER4RY DNA SO e i ik 47
=S, A DNA RERI HiE s —~
HegRly, FCEARE A ERERECE

T 1989 4 8 A 30 HUKHE,

© PERFRMEMMRITATES%EL http://journals. im. ac. cn



2 M P 5% EHRFIEKABERAGEEE Y . 129

%, FrEEG gk SdE K, EEREIEN
DNA R B — B £33 AR 5 G B %
B &kl ik, HRFBEF X
B,

(R) ROEBX%

HBRLATMGOMERFNER &
W& -7-dATP %krid pDG 0103 £ 2.0
kb #5 BamHI-HindIll F Bt pBY 102 /Y
4.9kb Ay Pstl-EcoRI FE, FM&EH ¥
BRL 2~ B]RYSEHA 45,

(&) Southern EfijkZe3r

Southern W& ED # # #% Smith
Summers® BYHFEHET, . BER
ABAP 65 P52 d BRL A BV,

(\) BFRARE

L R R EAOH&: —kEER
W KBRS SR BE(NCOCH A2
AEFMAER), PEBE S LBFR
L IS, EFRIC. WHEARHT
BEELE, 37°C 3 3/ AL, EF NC
B, BT 0.5mol/L NaOH/1.5mol/L NaCl
TR 10 4 f, WHEHAT 1 mol/L
Tris » HCI/1.5mol/L NaCl (pHS8.0) rh
M5 oW, BRTR, 80°C T4 2/
AT, BHERETEABE BERE
E1mg/ml, 0.0lmol/L Tris - HCl pH7.8,
0.01mol/L EDTA,0.05% SDS )1 ,37°C 1.5
INEF PR YR, 2 % SSC R 1 R, #k> 2 x
$SC3 5 %h 3 W, B TR, 80°C T45 2 /1
W, BRI SN FEH, —20Cc REEH,

2. 743 Fi ABAP B EEF (),

# R

(—) DNA FER#HEK

RS RBRE E R E, SERE
pDG0103 # 2.0kb ffJ BamHI-HindIII Bt
1 pBY102 f] 4.9kb {1y PstI-EcoRI B,
HENS R BRI W FE SN R Ut e b R ey

B EamiEmEEkEml DNA Bk &

Fig. I Recovery of DNA restriction fragment

using low-temperature-melting agarose
by the slo: me:hod

Lanes: A) HiadlIl digest of Lambda;

B) BamHI-Hind!Il double digest of
pDGD103;

C) 2.0 kb BamHI-HindIll fragment
from pDGO0103;

D) Pstl-EcoRI double digest of
pBY102;

E) 4.9 kb Pstl-EcoRI fragment from
pBY102
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(1) ik DNA §9EsYl A Bay sl S s B dh ik # WA
(1I1) pBY102 4 4.9kb #E5i#9 Southern RALER
Fig. 2 Southern hybridization with the 2.0 kb probe from pDG0103
(1) agarose gel electrophoresis of restriction fragments of plasmid DNA
(1) and Southern hybridization with the 4.9 kb probe from pBY102
(I1I) Lanes: A, HindIll digest of Lambda; B. BamHI-Hindlll double digest of
pDGO0103 (0,04ug/ml); C., BamHI-HindlIl double digest or pDG0103 (0.02
ug/ml); D. PstI-EcoRI double digest of pBY102; E. BamHI digest of
pFCT3103; F. BamHI digest of pGHS4; G. BamHI digest of pBR322
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(b) pBY102 £y 4.9kb MBS R RTHER
(c) BHEMRA
Fig. 3 Colony hybridization with the 2.0 kb probe from pDG 0103 (a), colony
hybridization with the 4.9 kb probe from pBYi02 (b) and location of cdlony
(c) Locations: 1 through 27, 29 through 50, 52, 53 and 57: 52 strains of genta-
micin resistant bacteria to be detected; 51. E2 strain (curing of pEFM2); 53.
E2; 54. E2/802; 55. 85/HB101; 56. PEBS/802; 28. E. coli P51170 (pFCT3103);
58. E. coli RR1 (pDG0103): 59. E. coli RR1 (pDG 0109); 60 through 65: E. coli
k 802 (pBR322), E. coli PS1323 (pGH54), E. coli k 802, E. coli HBI0L, E. coli
k12 W1485, E. coli k12 W1485 (RP4), as negative control
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Table 1 The result of colony hybridization of 106 strains with two probes

Both (=) Both () Oniy 2.0 kb (+) Only 4.9 kb (+)
; BE

Bacteria Strains
Strains| (%) | Strains| (%) Strains (%) Strains (%)
R. coli 81 14 17.28 36 44.44 10 10.33 24 29.63
Shigella 22 1 4.55 9 40.91 1 4.55 11 50.00
EPEC 3 0 1 33.33 0 1 33.33
Total 106 is | 14.15 | 46 | 43.40 1 10.38 36 33.96

TR, 28 S8 pFCT3103, 58 33.96% ;MM ERFEEL 43.40%; 5
Efy pDG0103 ®159 58 pDG 0109 3  WAEEHAERERSG 14.15%,R1X%E
GPRHE, XERIEHEZEHNEN Gm- HHPEARLMERYN Gm A EER,
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106 #iF HIfY Gm WG HENE % I8 IS
R RIE 1, HETH, U5 pDG A3 EW DNA FrBY A7 3R I RUAR 2 %

0103 ) ANT(2") M F &5 1038%;  RISEEHRER MW ERHR R BT
15 pBY102 G WAKEHERE & S H&, 8K DNA FERELEME R
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TWO BIOTIN-LABELED PROBES OF GENTAMICIN
RESISTANCE GENES

Yan Shifang

Bao Youdi

(Laboratory of Genestic Engineering, Fujion Medical College, Fuzhou)

A 20kb BamHI-Hindlll fragment of
pDGO103 from Australia containing gentami-
cin 2”-o-adenylytransferase [ANT{2"")] gene
and a 4.9kb Pstl-EcoRI fragment of pBYI)2
were recovered from low-temperaturc-meliing
agarose by the slot method. Both fragmenis
were labeled with biotin-7-dATP by nick
The re-
sult of colony and Southern hybridization was
that: the 2.0 kb pr'obc from Australia hybri-
dized witk that containing ANT(2"’) from

translation with a commercial kit

America, while no hybridization occured bet-
ween the 2.0kb probe and the 49kb probe
constructed in our lab. Furthermore, the
above two fragments were used as probes for
detection of 106 strains of gentamicin resi-
stant Enterobacteriaceae. It revealed that
there were more than one gentamicin resist-

ance gene in the tested strains,
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