(

PulseNet Taiwan Salmonella typhi,

Salmonella paratyphi )
TSA 37
56 [1%
agarose in TE buffer] 56
1. USA CDC PulseNet PFGE
marker H9812 2ml Cell
Suspension Buffer (CSB)  13x100mm KIMBLE culture tube
04-0.6
2. 1.5ml 20ul 20 mg/ml Proteinase
K 400pl
3. 400ul 1.5ml 400ul
(plug mold)
(Plug)
4, 50ml Proteinase
K/Cell Lysis Buffer ( 20mg/ml Proteinase K 25ul  Cell

Lysis Buffer 5ml)

Cell Lysis Buffer  50ml
56 shaking wash 1.5~ 2



(D.D.W.)

TE buffer 56
1. (Screened Plug Caps)
Cell Lysis Buffer
2. 15 ml 56 (D.D.W.)
56 shaking10~15
( )
3. (D.D.W.) 15ml TE Buffer 56
shaking wash 15 TE Buffer
( )
4. TE Buffer 3 ml TE Buffer
4

(Restriction Digestion)

1. 70%
( PFGE marker H9812 Plug )
2mmx  10mm (slices) 200ul
Xbal 1.5ml 5~10
2. 200ul Xbal (10Units)
37 15~2
3. 200pul  0.5x
TBE

4. : plug slice



Reagent [ddH,O |BSA(10ng/ nl)|10X Xbal (10U/ nl)|Total
Buffer volume
Predigest|178 nl |2 ni 20 ni 0 200 nl
Digest (177 nl 21l 20 nl 1nl 200 nl
1. 2400ml  0.5X Tris-Borate EDTA(TBE) [10X TBE
120ml  2280ml (D.D.W.)] 150ml  1.5g
SKG agarose 1% 56
2. 2250ml  0.5X TBE
(Bio-Rad CHEF M apper X A system) (
70) 14
3. (gel casting stand)
(Comb) (gel platform)
4. (slices)
(Comb) PFGE marker 15 10
15
5. (gel casting stand)
56 1% 20~30 4 15




Initial switch [2.16 seconds
time
Final switch |63.8 seconds
time
Run time 19 hours
Angle 120 degrees
voltage 6.0 volts/cm
Gradient
Temperature 14°C
Ramping factor Linear

1 lug/ ml
(ethidium bromide) 20~30 (D.D.W.)

40~60

2. uv
DNA (x.tif ) Bionumics

Cell suspension Buffer

(100 mM Tris-HCI : 100 mM EDTA, pH 8.0)
Preparation:

10 ml of 1M Tris-HCI, pH 8.0

20 ml of 0.5M EDTA, pH 8.0

Dilute to 100 ml with sterile de-ionized water

Store at room temperature



TE Buffer
(10 mM Tris-HCI : 1 mM EDTA, pH 8.0)
Preparation:
10 ml of 1 M Tris-HCI, pH 8.0
2 ml of 0.5M EDTA, pH 8.0
Dilute to 1000 ml with sterile de-ionized water

Store at room temperature

Cell Lysis Buffer
(50 mM Tris-HCI : 50 mM EDTA, pH 8.0
+ 1% N- Lauroyl- Sarcosine, Sodium salt (Sarcosyl))
Preparation:
25 ml of 1 M Tris-HCI, pH 8.0
50 ml of 0.5M EDTA, pH 8.0
50 ml of 10% Sarcosyl
OR
5 g of Sarcosyl powder (N-Lauroyl-Sarcosine, Sodium salt)

Dilute to 500 ml with sterile de-ionized water

10X TBE Buffer
(IM Tris; 0.9 mM Boric acid; 0.01 M EDTA , pH 8.0)
Preparation:

121.14 g Tris base



55 g Boric acid
20 ml of 0.5M EDTA, pH 8.0
Dilute to 1000 ml with sterile de-ionized water

Sterilize by autoclaving

0.5X TBE (Tris Borate EDTA)
Preparation:
100 ml of 10x TBE

Dilute to 2000 ml with distilled water

Ethidium Bromide (10 mg/ml) stock solution.
CARCINOGENIC.

Preparation:
250 mg Ethidium Bromide
Dilute to 25 ml with distilled water

Store at 4 C in alightproof container

PFGE



Shigella | Salmonella Neisseria
[0)
Media TSA Tsa | 0% sheep blood
agar
incubation 37°C 37°C 37°C,5% CO?2
Turbidity® | 0.48-0.52 | 0.68-0.72 0.68-0.72
RE" (sample) Not | Xba | Nhe |
Marker H9812 H9812 M413
RE%maer) Xba 'l Xba 'l Nhe I
Initial switch 2.16s 2.16s 2.2S
time
Final switch | 54.17 s 63.8s 35s
time
Run time 19 hs 19hs 18 hs
Angle 120 120 120 degrees
degrees degrees
voltage 6.0 6.0 6.0 volts/cm
Gradient volts/cm volts/cm
Temperature 14°C 14°C 14°C
Ramping Linear Linear Linear

factor




a , 13 mm x 100 mm KIMBLE tube

b. restriction enzyme 10 U/ slice
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