L "1
11
10 1,200
(cloacal swab)
40
12 14
11

1.3 Clinical Isolates

1,854 .. 2538-2542

14 Reference strain
S. aurues ATTC 25923

2. b082%

21
211,

! (KF Streptococcus agar)

3-4 120
! (sterile cotton swab )
Carry Blair transport medium

Enterocooci

E faecalis ATTC 29212

transport media
vancomycin - 6 ug/ml

(loop) streak

3r° 48
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2.1.2.
3
6 ug/ml streak blood agar
5 37° 214 Enterococci
(gram strain) 1 Catalase, Bile esculin, 6.5 % NaCl
PYR i
2.2.3 genus enterococcus
-70°
2.2,
221 Reference strains  E faecalis ATTC 29212
. aureus ATTC 25923 blood agar 3r
2.2.2 E-test
(AB-Biodisk, Solna)
2221 inoculum
22211 pure culture 3-5
trypticasen soy broth 5
22212 37° . McFarland
standard 2-8
22.2.1.3 0.5 McFarland standand sterile
normal saline
2.2.2.2. inoculation
22221 inoculum
swab
2.2.2.2.2 inoculate swab 22221  streak

Mueller Hinton agar
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22223 streak 2 60
streak
22224 35 15
2.2.2.3. E-test strip
22231 forcep E-test E-test
E-test forcep
2.2.2.32 3r° 24
22233 MIC E-
test ug/mi
2.2.2.34 VRE MIC vancomycin
> 8 ug/ml
2.3 genotype Pulsed field gel electrophoresis
(PFGE) 07 o
2.3.1.
2311 1 VRE blooc
agar streak Brain heart infusion agar (BHA)
3r°
2312 1 BHA 0.5 Brain
heart infusion broth (BHIB) ~ 37° 23 .
2313 loop streak
BHA 3r°
2314 1 BHA BHIB 5
3r°
23.15 4

PIV buffer (1 M NaCl, 10 mM Tris pH 7.6) 5 .
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2.3.16 microcentrifuge 6
2.3.17 1,100 rpm 4° 5
2318 PIV
buffer 1
232 . plug mold
2.3.2.1. ( eltting agarose (Gibco.BBL, Spain) (1.6 wiv)
0.16 flask 20041 PIV buffer 10
2.32.2. 2
2323.  micropipettie 400
microcentrifuge water bath 50°
2324 micropipettle PIV buffer
400 low eltting agarose gel (L)
2325, micropipeltte 300 aliqeost
(well) r 15
2.3.2.6. well 4° 30
233 buffer
2331 lysis buffer(6 M Tris pH7.6, 1 M NaCl, 100 M EDTA,
0.5% sodium laurly sarcosine 10.2 % deoxycholate 0.5 % Brij 58 ) 500
2332 lysis buffer 40 . flask 100
2.3.3.3  micropipettle " lysozyme(Ameresco, .SA)
800 (L / ) 5 RNAase A (Ameresco, .SA) 40
(20 / ) lysis buffer

2334 lysis solution 15 . 4
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2335  plug plug
lysis solution 4
2.3.3.6 3r shaking
incubator
2.3.3.7 lysis  buffer EDTA
solution
2.3.3.8 protenase K (ESP) buffer protenase K
100 40 (50 ES buffer(0.5 M EDTA, 10%
sodium lauroly sarcosine) 4m
2.3.39 50° (shaking Incubator)
(Speed) 80
2.3.3.10 shaking incubator
50° 3r°
23311  micropipettle  ESP solution
plug  IXTE buffer (10 MTispH76 01 MEDTA) 3 30
37° shaking Incubator
23312 plug 3 r
2.34 plug mold
2341 restriction buffer (1:9) restriction
buffer 100 900
2.34.2 Sma | (Gibco.BBL Spain) 80 1
(20 1 )
2343 microcentrifuge 250
2344 coverslip plug 1
2345  plug microcentrifuge tube
20 Smal

2.34.6 waterbath 30 22
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234.7  plug waterbath 3
2348  Tris EDTA buffer 1
£ loading
235 loading
2351 (Ultrapure high-melting temperature agarose USB,USA, 1
(1% wiv) USB,USA ) flask 250 0.5XTris-Base EDTA buffer
90
2.35.2 2
waterbath 50°
2.35.3 moud 10 well comb moud '
2354 waterbath mound
15 well comb
2355  specular  slice plug plate load
well
2356 2% low melting point agarose 2321 .
plug well run
2.35.7 moud PFGE Tank (CHEF-DRUI
System Biorad, USA)  0.5X Tris-Base EDTA buffer Electrophoresis
condition V=6 vim linitial switching time 5, final switching time 35S 14
running time 30 . lamda ladder marker(Bio-rad.U.S.A)
2.3.6
2.36.1 Tank 0.025 % ethidium bromide
30
2.36.2 30
2.3.6.3 UV Image analysis Gel Doc 1000
2.36.4 uv
2.3.1
2371 PFGE

Tenover 199533
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